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Rövidítések jegyzéke 

 

A rövidítések feloldása általában az első előfordulásuk mellett található, míg a fontosabb 

rövidítések feloldását itt is feltüntetettem. 

 

ABC: ATP Binding Cassette, ATP-kötő kazetta 

ADME-Tox: absorption, distribution, metabolism, excretion, and toxicity 

ATP: Adenozin-trifoszfát 

BCRP: breast cancer resistance protein, ABCG2 

CFTR: cystic fibrosis transmembrane conductance regulator, cisztás fibrózis transzmembrán 

konduktancia szabályozó 

CH: coupling helix, kapcsoló spirál, kapcsoló hélix 

COG: center of geometry, geometriai középpont 

FRET: Fluorescence Resonance Energy Transfer 

ICD: intracelluláris domén 

NBD: nucleotide binding domain, nukleotidkötő domén 

NMR: nuclear magnetic resonance, mágneses magrezonancia 

TH: transzmembrán hélix 

PKA: protein kináz A 

TM: transzmembrán vagy transzmembrán hélix 

TMD: transzmembrán domén 

Pgp: P-glikoprotein, ABCB1 

RMSD: root-mean-square deviation, átlagos négyzetes eltérés négyzetgyöke 

zf: zebrafish, zebrahal 
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1. Bevezetés 

1.1. Transzmembrán ABC fehérjék  

Az ABC (ATP Binding Cassette; ATP-kötő kazetta) membránfehérjék minden élőlényben 

fontos szerepet játszanak különféle vegyületek biológiai membránokon keresztül történő 

átjuttatásában1,2. Baktériumokban vannak olyan ABC importer fehérjék, amelyek tápanyagok 

külső térből a belső térbe történő szállításáért felelősek3. Az eukarióta ABC transzporterek főleg 

exporterként működnek, a sejtekből a sejten kívüli térbe történő transzportfolyamatokban 

játszanak szerepet4,5. Változatos anyagokat, többek között pigmenteket, hormonokat, és 

lipideket szállíthatnak. Számos ABC fehérje a sejt szintű kemoimmunitási rendszer részeként 

multidrog transzporterként működik, fő feladatuk a környezetből érkező mérgező anyagok 

sejtből történő kipumpálása6. 

Az emberi ABC fehérjék hibás működése vagy termelődése különböző betegségek 

kialakulásához vezethet, mint például a cisztás fibrózis, a Pseudoxanthoma elasticum, a Dubin-

Johnson-szindróma, a II. típusú cukorbetegség és az adrenoleukodisztrófia1,7–11. A multidrog 

ABC transzporterek részt vesznek rákos sejtek kemoterápiás kezeléssel szemben mutatott 

ellenállóképességének kialakításában is4,12–15. Ezek az ABC fehérjék (pl. ABCB1/MDR1/Pgp, 

ABCC1/MRP1, és ABCG2/BCRP) alacsony szubsztrátspecifitással képesek a sejtből 

különböző kémiai tulajdonságokkal rendelkező vegyületeket eltávolítani, ezáltal a 

daganatsejten belüli gyógyszerkoncentrációt a hatásos szint alatt tartani. 

 

1.2. ABC fehérjék szerkezete és működése 

Az ABC fehérjék funkcionális egysége két transzmembrán domént (TMD) és két nukleotid-

kötő domént (NBD) tartalmaz, amelyek lehetnek egy (ún. teljes transzporterek), két  (ún. fél 

transzporterek), vagy több polipeptid láncon kódolva4,16. A két NBD jelenléte azért 

nélkülözhetetlen, mert a transzporter két ATP-kötő helyét együtt alakítják ki: az egyik NBD-

ben található Walker motívum és a másik NBD-ben található ABC signature (ujjlenyomat) 

szekvenciával ill. fordítva17,18. A transzport folyamatokat általában e helyek ATP-kötése 

és/vagy hidrolízise látja el energiával17,18. Ez alól kivétel például a humán ABCC7/CFTR klorid 

csatorna8,9 és a szulfonilurea receptorok (ABCC8/SUR1 és ABCC9/SUR2)19. Ezekben a 

fehérjékben az ATP/ADP kötődés ioncsatorna nyitást és zárást szabályoz.  

Az ATP hiányában megoldott „apo” röntgenszerkezetek "alul-nyitott" konformációt 

mutatnak, amelyben az NBD-k és a TM hélixek intracelluláris vége távol van egymástól, így a 
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központi kötőzseb a sejt belsejéből 

hozzáférhető, ami lehetővé teszi a 

szubsztrát bekötődését (1. ábra)18,20. 

ATP-kötés hatására a két NBD között 

szoros kölcsönhatás alakul ki, 

"dimerizálódnak". Ekkor a TM 

hélixek intracelluláris vége közel 

kerül egymáshoz, míg az 

extracelluláris végek távolodnak 

egymástól. Ez az átfordulás 

eredményezi az úgynevezett "alul-

zárt és felül-nyitott" konformáció 

kialakulását, miközben a szubsztrát az extracelluláris térbe tud távozni. Azaz a katalitikus ciklus 

során a fehérje központi kötőzsebe váltakozó módon érhető el vagy az intracelluláris, vagy az 

extracelluláris oldal felől. Bár ez az alternativ access mechanizmus a legelfogadottabb (1. ábra), 

számos más működési lehetőséget is vázoltak, mint amilyen a porszívó (vacuum cleaner model) 

és kreditkártya (credit card swipe model) mechanizmus21–23. Az eltérő mechanizmusok abból 

fakadhatnak, hogy míg az NBD-k konzerváltsága nagyon magas, addig a TMD-k szekvenciája 

nem, így szerkezetük és a működési mechanizmusuk is nagyon eltérő lehet. Például, míg a Pgp-

szerű szerkezetek alul-nyitott és alul-zárt konformációi vizuálisan is határozottan különböznek, 

addig az ABCG2-szerű szerkezetek e két konformációja nem tér el annyira egymástól24. 

2. Célkitűzések 

A CFTR fehérje mutációi miatt alakul ki a kaukázusi populációban a leggyakoribb és igen 

súlyos öröklődő betegség, a cisztás fibrózis8,9. Célunk, hogy megértsük a mutációknak a CFTR 

fehérje szerkezetére és dinamikájára kifejtett hatását,  hatásmechanizmusát, hogy ezekre 

alapozva a hatások korrigálására gyógyszereket lehessen fejleszteni. Mivel a fehérjék 

szervezetünkben 37°C-on nem egyetlen szerkezetet alakítanak ki, hanem funkciójuk ellátása 

során dinamikusan konformációk sokaságát veszik fel, ezért igen fontos mozgásuk 

megismerése is. A kísérletesen meghatározott statikus CFTR szerkezetek egyike sem tartamaz 

klorid vezetésre alkalmas nyitott csatornát (Cikk-3). Ezért a gyógyszer-jelölt vegyületek 

hatásmechanizmusának, a csatorna nyitásának és zárásának, illetve a klorid transzport 

folyamatának megértéséhez in silico dokkolást és molekuladinamikai szimulációkat végeztünk 

 

1. ábra: A szubsztrát (szürke) a lipidből vagy a citoszólból 
be tud lépni az alul-nyitott szerkezetbe, s olyan konformációs 
változásokat gerjeszt, amelyek eredményeként az NBD-k 
(narancssárga) szorosan kapcsolódnak. Ennek hatására a 
TMD-k (kék) intracelluláris vége záródik, s extracellulárs 
végük nyitódik, ami lehetővé teszi a szubsztrát távozását. 

kint

bent

               dc_2020_22



7 
 

(Cikk-1, Cikk-2, Cikk-3). Vizsgálataink együttműködő partnerünk kísérleti eredményeinek 

atomi szintű értelmezését is segítették (Cikk-1, Cikk-2), tanulmányaink hatékonyabb terápiás 

fejlesztésekhez járultak és járulhatnak hozzá. 

Az ABCG2 (BCRP: Breast Cancer Resistance Protein) fehérje igen fontos multidrog 

transzporter. Gátlásával ugyan nem tudjuk felfüggeszteni a rákos sejtek multidrog-

rezisztenciáját, mivel csak egy a kemoimmunitási rendszert alkotó számos fehérje közül6, ennek 

ellenére szubsztrátfelismerésének megismerése nagyon fontos. Több mint 100 gyógyszer 

szervezeten belüli eloszlását (ADME-Tox tulajdonságait) befolyásolja 

(https://go.drugbank.com/bio_entities/BE0001067), hatásosságukat csökkenti, vagy 

toxicitásukat növeli6,25. Az ABCG2 egyes mutációi befolyásolhatják a fehérje feltekeredését és 

membrán lokalizációját illetve magát a transzportot, így kóros folyamatokat (pl. köszvényt) 

okozhatnak18–20. A szubsztrátfelismerés, a transzport folyamatok, s a mutációk hatásának 

megértéséhez molekuladinamikai szimulációkat végeztünk (Cikk-4, Cikk-5). Ehhez 

kiindulásként nélkülözhetetlen volt a fehérje szerkezeti modelljének felépítése is, mert 

kísérletes ABCG2 szerkezet csak később vált elérhetővé (Cikk-4). 

A CFTR és az ABCG2 fehérjékkel végzett munka során számos, általánosan ABC 

fehérjékkel vagy transzmembrán fehérjékkel kapcsolatos kérdés is felmerült. Annak érdekében, 

hogy az ezekre adott megoldásaink ne csak saját projektjeinkben tudjanak hasznosulni, ezért 

ezeket is közöltük, illetve publikus webapplikációkon keresztül elérhetővé tettük (Cikk-6 – 

Cikk-10). 

 

3. Módszerek 

Az alkalmazott módszerek lényegét itt foglalom össze, míg az adott kutatásban alkalmazott 

szoftverek, algoritmusok és paraméterek fontosabb részleteit az eredmények részekbe 

illesztettem, teljes részletességgel közleményeinkben találhatók meg. 

Fehérje szerkezetek modellezése. Vizsgálatainkban elsősorban kísérletes szerkezeteket 

alkalmazunk. A dinamikus, nem feloldott, hiányzó részeket a Modeller26 hurok-modellező 

algoritmusával építjük fel. Ha nem elérhető kísérletesen meghatározott szerkezet, akkor a 

fehérje koordinátáit homológia modellezéssel, a Modeller26 segítségével hozzuk létre. 

Általában 100 darab modellt készítünk, s ezekből a DOPA pontszám alapján választjuk a 

legmegfelelőbbet. Az AlphaFold Fehérje Szerkezeti Adatbázisból27 is töltünk le szerkezeteket 

illetve lokálisan is futtatjuk az AlphaFold28 programot a paraméterek finomhangolása 

érdekében. 
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In silico dokkolás. Ha tehetjük, akkor az Autodock programot használjuk kismolekulák 

fehérjén található kötőhelyének meghatározásához29. Ez azonban csak olyan esetben 

használható, amikor a kötőhely körülbelüli helye már ismert. Ellenkező esetben a pontatlanabb 

pontozófüggvénnyel rendelkező, ám nagyobb teljesítményű Autodock Vina programot 

alkalmazzuk30. A dokkolásokat lehetőségeink függvényében molekuladinamikai 

szimulációkkal ellenőrizzük. 

Molekula dinamika. Szimulációinkban CHARMM36 vagy CHARMM36m erőteret 

használunk31,32. Ezért a kismolekulák paraméterezését a CgenFF programon alapulva végezzük, 

a CHARMM-GUI web alkalmazással33,34. Általában szimulációs rendszereinket is (fehérje, 

lipidkettősréteg, stb.) a CHARMM-GUI segítségével építjük fel. Az energiaminimalizálást és 

az egyensúlyba hozást lokálisan futtatjuk, míg az erőforrásigényes tényleges szimuláció 

(production run) nagyteljesítményű GPU szervereken, HPC környezetben (KIFÜ, Wigner 

Tudományos Számítási Laboratórium, Max Planck Intézet) fut. Szimlációra a GROMACS 

szoftvert használjuk35. 

Adatelemzés. Az adatok feldolgozásához elsősorban saját Python szkripteket használunk. 

Ehhez a leggyakrabban alkalmazott könyvtárak: NumPy, matplotlib, és az MDAnalysis36–38. 

Szerkezetek vizualizációjához és elemzéséhez PyMOL-t (Schrödinger, LLC), míg MD 

trajektóriák analíziséhez VMD programot használunk39. 

Web alkalmazások. Python alapú keretrendszereket alkalmazunk (TurboGears, Django, és 

FastAPI), amelyek lehetővé teszik az adat-, a logikai-, és a vizualizációs-réteg szétválasztását. 

Az esetek többségében az adatok relációs adatbázisban (MySQL vagy PostgreSQL) kerülnek 

tárolásra, míg az adat és logika közti kapcsolatot objektum-relációs megfeleltetéssel 

(ORMapper, pl. SQLAlchemy40) hozzuk létre. 

Hardver. Adatelemző szerverünk 32 fizikai CPU maggal és 256 GB memóriával 

rendelkezik. Ezen kívül 3 db GPU szerveren (egyenként 2-4 GPU kártya: A6000, P6000, RTX 

2080Ti, és GXT 1080Ti) tudunk lokálisan számolásokat futtatni, amelyek közül kettőben 96 

GB RAM és 4 TB SSD van, lehetővé téve az AlphaFold futtatásokat. Összesen 32 TB 

redundáns tárolókapacitás áll rendelkezésünkre. 
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4. Eredmények 

4.1. A CFTR fehérje szerkezetének, dinamikájának és CF-gyógyszer jelöltek vizsgálata  

A cisztás fibrózist (CF) a cisztás fibrózis transzmembrán konduktancia szabályozó (CFTR) 

fehérje mutációi okozzák, amelyek e kloridcsatorna funkcionális expressziójának hiányát 

eredményezi hámsejtek apikális membránjában8,9,41. Az elmúlt évtizedekben jelentős 

erőforrásokat fordítottak a leggyakoribb mutánsok, mint amilyen a ΔF508 és a G551D, 

funkcionális expressziójának helyreállítására42–44. A betegek jelentős részében (>80%) a ΔF508 

mutáció homo- vagy heterozigóta formában megtalálható. A mutáció hatására a CFTR fehérje 

jelentős része a szintézis után azonnal lebomlik. Emellett, ahogy korábban bemutattam41, még 

ha ki is juttatjuk a CFTR ΔF508 fehérjét a sejt membránjába, fiziológiás hőmérsékleten az nem 

működőképes. Azaz nem csak a fehérje feltekeredését kell kijavítani korrektor molekulákkal, 

hanem a működését is serkenteni kell potenciátor vegyületekkel45. Ezzel szemben a G551D 

mutáció csak a fehérje működését befolyásolja, a feltekerdését és a sejtmembránba történő 

kijutását nem46. Fontos hangsúlyozni, hogy a CFTR fehérje nem aktív transzporter, az ATP 

kötődéséből és hasításából eredő konformációs változások a klorid-csatorna nyitását és 

záródását szabályozzák9,47,48. Érdekes módon a szabályozásnak több rétege van, s 

általánosságban elmondható, hogy fiziológiás körülmények között a rendezetlen domén PKA-

általi foszforilációja nélkül a csatorna vagy nem, vagy csak kismértékben nyit49–51. 

 

4.1.1. Mechanizmus-alapú korrektor kombináció a ΔF508-CFTR kijavítására 

(Cikk-1: Mechanism-based corrector combination restores ΔF508-CFTR folding and function) 

A ∆F508-CFTR hatékony megmentéséhez az irodalomban leírt másodlagos mentő mutációk 

hatása alapján stabilizálni 

kell mind az NBD1-et, 

mind az NBD és TM 

domének közötti 

kapcsolatot52–54. 

Laboratóriumi 

kísérletekben a CFTR 

fehérje feltekeredését 

segítő legígéretesebb 

korrektor vegyület, a VX-

809 a ∆F508-CFTR 

 

2. ábra: (a) Vegyületek hatása a ΔF508-CFTR érési hatékonyságára, 
metabolikus pulse-chase kísérletekkel mérve. B: éretlen core-glikozilált 
forma, C: érett komplex-glikozilált forma. (b) VX-809 molekulával végzett 
in silcio dokkolás azt mutatja, hogy legjobb kötőhelye az NBD1 és a vele 
kölcsönható TMD csatoló hélixek (CL1 és CL4) között van. 
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sejtfelszíni mennyiségét a vad típus szintjének kevesebb, mint 15%-ára növeli55. Klinikai 

vizsgálatokban a vegyületet önmagában alkalmazva azonban a betegek állapota nem javult 

jelentősen és a vegyület hatásmechanizmusa sem volt ismert55,56. Ezért megvizsgáltuk, hogy 

milyen hatással van a fehérjére a VX-809 (2015-ben Lumakaftor néven került forgalomba) és 

egyéb gyógyszerjelölt molekulák. A számos kísérletből egy metabolikus pulse-chase kísérlet 

eredményeit emeltem ki (2. ábra, a), melynek során a sejteket 20 percig radioaktívan jelölt 

metionin aminosavat tartalmazó oldatban növesztettük (G. Lukács). Az ez idő alatt termelődött 

fehérjék radioaktívan jelölődtek, s sorsukat gél elektroforézist követően autoradiográfiával 

tanulmányoztuk. A ∆F508-CFTR fehérjéből még korrektor vegyületek (C3, C18, és VX-809) 

hatására sem keletkezett jelentősebb mennyiségű érett forma (Band C). Az NBD1 és a TMD2 

közötti kapcsolatot helyreálltó szupresszor mutáció (R1070W54) jelenlétében sem volt nagy 

hatása a korrektor molekuláknak a mutáns érésére. Ezzel szemben, ha a korrektorokat az NBD1 

stabilitását növelő R1S szupresszor mutációk mellett alkalmaztuk, akkor az érett forma (Band 

C) jelentős növekedését tudtuk megfigyelni. Eredményeink arra utalnak, hogy ezek a korrektor 

molekulák nem az NBD1-en, hanem az NBD1-TMD1/2 interfészen hatnak. Ezt in silico 

dokkolásaink is alátámasztották (2. ábra, b). Összefoglalva, in vitro, in vivo és in silico 

vizsgálatok segítségével a rendelkezésre álló korrektorokat hatásuk helye alapján három 

csoportba soroltuk. Az I. osztály, beleértve a VX-809 molekulát, az NBD1-TMD1/2 interfészt 

célozza, a II. osztály az NBD2-t vagy annak az NBD1-vel való kapcsolófelületét, a III. osztály 

pedig a ∆F508-NBD1-et stabilizálja nem specifikusan. Vizsgálataink idején még csak 

aspecifikusan ható NBD1 stabilizáló vegyületek (pl. glicerin) voltak ismeretek. Ezért gyakorlati 

szempontból az egyik legfontosabb üzenetünk az volt, hogy olyan ∆F508-CFTR konstrukcióval 

kell gyógyszerjelöltek keresését végrehajtani, amelyben az NBD1-TMD1/2 interfész stabilizált 

(pl. R1070W), ezáltal ki tudjuk válogatni azokat a vegyületeket, amelyek csak az NBD1 

stabilitását növelik.   

 

4.1.2. CFTR potenciátorok csökkentik a ΔF508-CFTR funkcionális expresszióját 

(Cikk-2: Some gating potentiators, including VX-770, diminish ΔF508-CFTR functional 

expression) 

A CFTR ioncsatorna nyitódását befolyásoló G551D mutációt hordozó CF-betegek kezelése a 

VX-770 potenciátorral (Ivakaftor) nagymértékben helyreállítja a csatorna aktivitását, terápiás 

hatása jelentős44. A ΔF508-CFTR betegek kezelése a VX-809 (Lumakaftor) korrektorral 

önmagában nem eredményezte diagnosztikus paraméterek szignifikáns javulását56. Mivel 

ismert, hogy ennek a mutánsnak is sérült a kapuzása, felmerült, hogy a VX-809 korrektor és a 
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VX-770 potenciátor együttes alkalmazása jobban javíthatja a betegek állapotát57. Ezért 

együttműködő partnereim különböző kísérleti rendszerekben vizsgálták a VX-770 önmagában 

és korrektorokkal együtt történő alkalmazásának hatását a ΔF508-CFTR fehérje stabilitására. 

Eredményeink arra utaltak, hogy a VX-770 potenciátor destabilizálja a CFTR fehérjét, s míg ez 

a destabilizáció eredményezheti a csatorna nyitásának helyreállását, a VX-809 korrektor hatását 

gátolja. Ezzel szemben a P5 potenciátor hatékonyan növelte a foszforilált CFTR működését 

viszont nem változtatta meg a fehérje stabilitását.  Ez arra utalt, hogy a P5 hatásmechanizmusa 

különbözik a VX-770 hatásmechanizmusától, ezért hasznos vegyület lehet a ΔF508-CFTR 

kapuzási hibájának kijavítására. A hatásmechanizmus megértésének érdekében 

molekuladinamikai szimulációkat és in silico dokkolást kombináltunk (3. ábra). Magasabb 

hőmérsékleten (321 K) végzett MD szimulációkkal részlegesen széttekeredett konformációkat 

nyertünk. A konformációkat RMSD alapján klasztereztünk és a centroidokhoz külön-külön 

dokkoltuk a VX-770 és a P5 molekulákat. Számításaink azt mutatták, hogy a P5 kötődik a CL2 

régióhoz és egy, az NBD1 β-alegységében, a Walker A hélix közvetlen szomszédságában 

található hurokhoz, míg a VX-770 nem lép kölcsönhatásba ezekkel a régiókkal. A fő különbség 

a β-alegységhez történő kötődésben van, s ez a megfigyelés felhasználható új potenciátorok 

fejlesztéséhez. Tanulmányunk fő üzenete, hogy a VX-770 a funkciót a fehérje destabilizálásán 

keresztül javítja, ami viszont ellentétes hatású a feltekeredésében és stabilitásában sérült 

ΔF508-CFTR fehérje korrektorokkal történő megmentésével. Ezért szükséges a meglevő 

 

3. ábra: (a) Az in silico dokkolás eredményeinek összefoglalása a CFTR intracelluláris régiójának 
szerkezetén. A VX-770 és P5 kötőhelyeket piros szín jelöli. Türkiz és lila: első és második intracelluláris hurok 
(CL1 és CL2), sötét türkiz: NBD1, sárga és narancs: harmadik és negyedik intracelulláris hurok (CL3 és CL4), 
barna: NBD2. (b) Felső sor: A VX-770 ΔF508 és WT fehérjékhez történő kötődésének összehasonlítása 
kvantitatív módon. Adott aminosavval mutatott kölcsönhatási gyakoriságban megmutatkozó hasonlóságot és 
a különbséget a következőképpen számoltuk: ((fΔF508+fWT)-abs(fΔF508-fWT))/2 és fΔF508-fWT. A két fehérje 
kötőhelyei átfednek. Alsó sor: A VX-770 és P5 ΔF508-hoz történő kötődését is így hasonlítottuk össze. Bár a 
P5 kötőhelyei jelentősen hasonlítanak a VX-770 kötőhelyeihez (magas csúcsok a hasonlósági grafikonon), 
azonban jelentős különbségek is megfigyelhető, mint pl. 621-623 régió a különbség grafikonon. 
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potenciátorok optimalizálása vagy új potenciátorok fejlesztése kombinált terápiák hatékony 

alkalmazásához. 

 

4.1.3. A CFTR klorid-csatornájának azonosítása 

(Cikk-3: Discovering the chloride pathway in the CFTR channel) 

A CFTR szerkezetének meghatározása aktív állapotban, foszforilált R doménnel és ATP 

jelenlétében elvileg lehetővé tette a kloridvezetés szerkezeti hátterének vizsgálatát58. Azonban 

a foszforilált és ATP-kötött zebrahal zfCFTR szerkezetének krio-EM szerkezete (PDBID: 

5w81) nem mutat klorid-vezetésre alkalmas útvonalat58. Annak érdekében, hogy a klorid-

vezetéshez szükséges geometriával, azaz 3,6 Å átmérőnél nagyobb csatornával rendelkező 

CFTR-konformációkat tudjunk azonosítani, a zfCFTR szerkezettel egyensúlyi 

molekuladinamikai (MD) szimulációkat végeztünk. A szimulációkban azonosítottuk azokat a 

konformációkat, amelyek nyitott transzmembrán régióval rendelkeztek. A 22 egyensúlyi 

szimuláció közül csak egyetlen mutatott nyitott csatornákat tartalmazó konformációkat is 

(54/10000 konformáció). Az azonosított útvonalak a TM-régióban nagymértékben 

hasonlítottak, csak az intracelluláris részekben tértek el egymástól (4. ábra, a). Az intracelluláris 

oldalon két nyílást azonosítottunk, amelyeket pozitív töltésű aminosavak vesznek körül és a 

vezetésben betöltött szerepüket kísérletek is alátámasztják59. A szimulációinkban azonosított 

csatornabélelő aminosavak többségéről szintén kísérletes adatok mutatják, hogy részt vesznek 

a csatorna képzésében59–61. 

A vezetésben fontos szerepet játszó aminosavak azonosítása. Az ionok az MD 

szimulációkban sokkal mozgékonyabbak, mint a nagyméretű fehérjék. Ezért a szimulációkban 

a kloridionok aminosavakkal való érintkezései értékes információt szolgáltatnak a kloridionok 

kölcsönhatási helyeiről. Ezért először azonosítottuk az kloridionok és a fehérje kontaktusait a 

leghosszabb (100 ns hosszú) egyensúlyi szimulációinkban (n=6). Az egyes aminosavak 

kloridionokkal való érintkezését (d < 4 Å) a szerkezetre vetítettük, és a kontaktus gyakorisága 

szerint színeztük az oldalláncokat (4. ábra, b). Intenzív kölcsönhatások voltak megfigyelhetők 

a TM10 és TM12 által meghatározott belépési helyen és a TM4 és TM6 közötti nyílásnál, 

amelyek megfeleltek a szimulációkban azonosított intracelluláris pórusoknak (4. ábra, a).  

Az egyensúlyba hozás során a kloridionok és a vízmolekulák kitöltötték a fehérje belső 

üregét. A nyitott konformációkat tartalmazó trajektóriában a csatorna belsejében két kloridion 

volt megfigyelhető, amelyek a membrán normál mentén léptek be a fehérje belső terébe. A 

várakozásoknak megfelelően a kloridionok taszították egymást, és nem maradtak egymás 

közelében (4. ábra, c). Továbbá, ezek az ionok nem haladtak át egy szűk keresztmetszeti régión, 
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amely z = 95 Å körül kezdődik. Feltehetően a nyitott konformációk alacsony valószínűsége 

miatt egyik kloridion sem volt megfelelő helyzetben a nyitás pillanatában, ezért nem tudtunk 

ionátmenetet megfigyelni. Ezen kloridionok és a pórusképző aminosavak kölcsönhatási 

gyakoriságát is kiszámoltuk (4. ábra, c). Megfigyeltük, hogy a kloridionok több időt töltöttek a 

pozitív töltésű oldalláncok, nevezetesen a K95, R134, K190, R248 (K a zfCFTR-ben), R303, 

R352 és R1097 közelében, amelyek a nagy belső üreget illetve az intracelluláris nyílást 

bélelik59–61. 

Amikor összehasonlítottuk a nyitott és zárt konformációk kontaktus térképeit (cikk, S7. 

ábra), megfigyelhető volt, hogy a csatorna extracelluláris nyílásánál (a TM 1, 6 és 12 között) 

elhelyezkedő I344 (M a zfCFTR-ben) és az N1138 (L a zfCFTR-ben) aminosavak elzárták a 

klorid útvonalat. Mutagenezises kísérletek alapján ezt az extracelluláris pórusnyílást körülvevő 

aminosavak, nevezetesen az F337, S341 és L102 is befolyásolják a csatorna kapuzását62,63. 

 
4. ábra: (a) Az MD szimulációban megfigyelt nyitott csatornák egy szerkezetre vetítve (piros golyók). Zöld 
és türkiz: TMD1/2, sárga és narancs: NBD1/2, fekete: lipid. (b) Egyensúlyi szimulációkban megfigyelhető 
kloridion és aminosav kölcsönhatási helyek. Piros kör: belépési hely; fekete kör: fontosabb kölcsönható 
aminosavak. (c) A fehérje belsejébe bejutó két kloridion nem jut át a kb. 100 Å-nál található szűkületen. Kék 
vonalak: kloridionok poziciója, lila függőleges vonalak: csatornanyitás, fekete vonalak: membrán kettősréteg 
szélei. Jobb oldalt: az egyik kloridion eloszlása és a vele kölcsönható aminosavak a szimuláció során. (d) 
Metadinamikai szimuláció segítségével számoltuk ki a kloridion átjutását jellemző szabadenergia-felületet. 
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Összehasonlításunk olyan régiókat mutatott ki, amelyek nyitott és zárt állapotban eltérő 

kontaktusokkal rendelkeznek és így alloszterikus kommunikációs helyként a konformációs 

változások továbbításában lehet szerepük. Ennek vizsgálatára az alloszterikus útvonalakat 

gráfelméleti módszerek alkalmazásával jellemeztük64 (Cikk-3, 6. ábra). Érdekes módon az 

extracelluláris régió aminosavainak az F508-cal kölcsönható CL4 régióval volt legerősebb az 

allosztérikus kapcsolata. 

Metadinamikai szimulációk. Mivel a hagyományos MD szimulációink során a kloridionok 

áthaladását a csatornán nem tudtuk megfigyelni, metadinamikai számításokat végeztünk a szűk 

keresztmetszetű területen átvezető útvonal feltárására és az átjutás potenciálfelületének 

számítására65. A metadinamika megkönnyíti a lokális minimumokból való kilépést azáltal, 

hogy az egyes reakciókoordinátákon (kollektív változók, CV) előzményfüggő Gauss-

potenciálokat halmoz fel, ami eltéríti a szimulációt az energiavölgyből65. A trajektóriából 

kiválasztottuk azt a konformációt, amelyben az egyik klorid a legközelebb volt a szűk 

keresztmetszeti régióhoz. Ezt a konformációt alkalmaztuk egy hosszú, jól-temperált 

metadinamikai szimulációban, ahol az eltérítés a kloridion és négy szomszédos Cα atom 

tömegközéppontja közötti távolságán alapult. A 2D szabadenergia felületeket x/z mentén 

számoltuk ki a távolság-CV x, y és z komponenseinek felhasználásával (4. ábra, d). Ebből az 

x/z oldalnézeti vetületből az derült ki, hogy az útvonal a szűk keresztmetszeti régió után 

kettévált, s ezeken az útvonalakon nem volt jelentős energetikai akadály az ion távozásához. 

Ionátjutás kiegyenesített TM8 esetén. A TM8 hélixben található törés a legtöbb CFTR 

szerkezetben jelen van (PDB ID: 5uak, 6o2p, 6msm, 6o1v, 5uar, 5w81)58,66–68, s a kutatók azt 

gondolják, hogy ez okozza a CFTR csatorna egyediségét az ABC család aktív transzportereihez 

képest. A csirke CFTR szerkezetben azonban nincs ilyen hélix-törés (PDB ID: 6d3s és 6d3r)69 

és hasonló konformációt más ABC szerkezetekben sem észleltek. Annak érdekében, hogy 

megvizsgáljuk ennek a törésnek a jelentőségét, az 5w81 szerkezetben a TM7 és TM8 hélixeket 

az MRP1 szerkezete (PDB ID: 5uj970) alapján homológiamodellezéssel megváltoztattuk, azaz 

a TM8 hélixet kiegyenesítettük (Cikk-9, 5. ábra). Ezzel a korrigált szerkezettel és a korábban 

használt paraméterekkel  futtattunk egyensúlyi szimulációkat. A hat szimulációból ötben 

tudtunk megfigyelni nyitott konformációt, az 5w81 szerkezettel végzett egyensúlyi 

szimulációban megfigyelt 0,004% gyakorisághoz képest jóval magasabb, 3,74%-os 

valószínűséggel. Ezek a számításaink arra utalnak, hogy a CFTR fehérje TM8 hélixének törése 

a fluorinált Fos-Choline-8 vegyület alkalmazásából fakadó szerkezetmeghatározási műtermék 

lehet66, amelynek kialakulásához jelentősen hozzájárulhat a TM8 nagy mozgékonysága is71. 
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4.1.4. Összefoglalás 

Eredményeink hozzájárultak egy olyan módszer fejlesztéséhez, amely hatékonyabb CFTR 

korrektor molekulák szűrését teszi lehetővé, s olyan atomi szintű adatokat szolgáltattak, 

amelyek CF elleni gyógyszermolekulák hatásmechanizmusának megismeréséhez járulnak 

hozzá. Továbbá atomi szinten azonosítottuk és jellemeztük a kloridionok legvalószínűbb 

átjutási útvonalát.  

 

4.2. Az ABCG2 fehérje szerkezete, dinamikája, és működése 

A humán ABCG2 fehérje egyik legfontosabb feladata szervezetünkben a mérgező anyagokkal 

szembeni védelem. Xenobiotikumokat pumpál ki a sejtekből a májban, a tejmirigyekben és a 

placentában vissza az anya szervezetébe, a vér-agy gátban vissza a véráramba, valamint 

őssejtek védelmét is ellátja fejlődésük bizonyos szakaszában5,72,73. Mivel a húgysav 

kiválasztásában is részt vesz, ezért mutációi hajlamosíthatnak köszvényre74. Mindezek miatt 

működésének és szubsztrát-specifitásának megismerése igen fontos, amihez nélkülözhetetlen 

atomi szintű szerkezetének ismerete is. A Pgp-szerű ABC transzporterek szerkezetének 

megismerésétől (2006.) tíz évet kellett várni a humán féltranszportek ABCG2-szerű 

szerkezetének meghatározásáig75,76. 

 

4.2.1. Az ABCG2 fold üzenete homológia modellezés alapján 

(Cikk-4: Jump into a new fold - A homology based model for the ABCG2/BCRP multidrug 

transporter) 

Az ABCG fehérjék szekvenciájuk alapján külön alcsaládot alkotnak az ABC fehérjék családján 

belül. Ebben az alcsaládban a transzmembrán régiót alkotó aminosavak száma jelentősen 

kevesebb a többi alcsalád TM aminosavainak számához képest. Ez alapján 2010-ben már 

javasoltunk egy olyan ABCG2 szerkezeti modellt (ABC meeting 2010, Innsbruck, Ausztria), 

amelyben az TM domének intracelluláris régiói rövidek, s ezáltal az NBD-k a membrán 

kettősréteghez közel helyezkednek el. Ez a szerkezet hasonlít számos bakteriális ABC importer 

szerkezetére77,78. Bár a fehérje szekvenciális tulajdonságai kizártak minden más lehetőséget, 

pusztán ennek figyelembevételével a szerkezetet nem lehetett megbízhatóan modellezni. Ezért 

használtak a korai ABCG2 homológia modellek templátjaként egy Pgp-szerű szerkezettel 

rendelkező bakteriális exportert (Sav1866)79,80. 2016 tavaszán vált elérhetővé az első ABCG 

alcsaládba tartozó transzporter, az ABCG5/ABCG8 heterodimer kristályszerkezete76, melynek 

szekvenciája már kellően konzervatív az alcsalád többi tagjának a modellezéséhez. 
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A gondos, ClustalW-vel81 végzett és módosított szekvenciaillesztés után száz ABCG2 

homológia modellt hoztunk létre a Modeller26 segítségével. Ezekből a DOPA pontszám alapján 

kiválasztottuk a legmegfelelőbb szerkezetet, amit lipid kettősrétegbe illesztettünk, 

energiaminimalizáltunk, és MD szimulációkkal egyensúlyba hoztunk (Cikk-4, Módszerek). Ezt 

az optimalizált szerkezetet használtuk, amíg az ABCG2 kísérletes szerkezete nem vált 

elérhetővé. A homológia modellezés során felmerült a kérdés, hogy mennyire szolgálhat egy 

heterodimer jó templátként egy homodimer fehérjéhez. Egyrészt az ABCG2 szekvencia 

hasonlósága magas mind az ABCG5 mind az ABCG8 szekvenciájával (teljes egyezés: 27% és 

26%, hasonlóság: 48% és 44%, amely értékek ABC transzmembrán fehérjék esetén 

megfelelőnek számítanak homológia modell építéséhez), és a heterodimerben az ABCG5 és az 

ABCG8 szerkezete igen hasonló egymáshoz. Másrészt fiziológiás körülmények között egy 

homodimerben található protomer szerkezetek sem egyeznek meg tökéletesen az idő minden 

pillanatában. Az MD szimulációval és dokkolással kapott eredményeink magasfokú 

értelmezhetősége is arra utalt, hogy homológia modellünk jó pontosságú. Ez az első kísérletes 

szerkezet megjelenése után be is bizonyosodott, ugyanis a szerzők kiszámították a modellünk 

és az általuk meghatározott szerkezet közötti különbséget, és megállapították, hogy az eltérés 

minimális (RMSD = 2Å)82. A két szerkezet közötti lényegesebb különbség az egyik TM hélix 

egy aminosavval történő elcsúszása, illetve az alacsony szekvenciális hasonlóság miatt nehezen 

modellezhető extracelluláris hurkok eltérő konformációja volt. 

A homológia és később a kísérletes szerkezeti modell alapján, esetenként MD 

szimulációkkal, számos mutáció hatását próbáltuk értelmezni83–85, mint például a V12M, 

K360del, K86M, E211Q és a Q141K variáció. A Q141K variáns, amely bizonyos 

népcsoportokban akár 15-30 %-os gyakorisággal is előfordul, gátolja a fehérje feltekeredését 

és csökkenti plazmamembrán lokalizációját86,87. Az ABCG2 szekvenciában szomszédos F142 

aminosav analóg helyen található a CFTR F508 aminosavával. Modellünkben az F142 

oldallánca a transzmembrán domén felé néz, ezért a CFTR F508 oldallánc fehérjében betöltött 

szerepe és a pozíció konzerváltsága alapján azt gondoltuk, hogy ez is az NBD és a TMD közötti 

kapcsolatot stabilizálja.  Feltételezésünk szerint a Q141K csere viszont intradomén 

kölcsönhatásokat tesz tönkre, specifikusan a Q141 és N158 közötti kölcsönhatást (5. ábra). 

Szerkezeti modellünk felvetette a lehetőségét annak is, hogy a Q141K is hozzájárulhat az 

NBD/TMD kapcsolat gyengítéséhez. Ennek az az alapja, hogy ez a szerkezeti interfész eltér a 

CFTR hasonló régiójának a szerkezetétől. A CFTR esetén az F508 hidrofób kölcsönhatásokat 

alakít ki, míg az ABCG2 esetén az F142 aminosavat a transzmembrán régió összekapcsoló-

hélixében található két pozitív töltésű aminosav (K382, K383) fogja közre. Ennek további 
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vizsgálatára molekuladinamikai szimulációkat végeztünk, amelyekben a teljes hosszúságú vad 

típusú és a Q141K mutáns fehérjék szerkezetének mozgását vizsgáltuk. A szimulációk során 

egyik modellben sem változott a 141. és 158. pozíció közötti intradomén távolság (5. ábra és 

Cikk-4, S5. ábra). Ezzel szemben a K141 és K382 aminosavak távolsága erős ingadozást 

mutatott (5. ábra), ami arra utal, hogy a szerkezetben bekövetkező mozgások miatt a két lizin 

egymáshoz közel kerülhet annyira, hogy taszító pozitív-pozitív kölcsönhatások 

érvényesüljenek, amelyek gyengítik az NBD/TMD kapcsolatot. 

  

4.2.2. Az ABCG2 fehérje szabályozása és transzport működésének jellemzése 

(Cikk-5: The transport pathway in the ABCG2 protein and its regulation revealed by molecular 

dynamics simulations) 

A rendkívül fontos kísérletes ABCG2 szerkezetek adják a szerkezeti vizsgálatok 

alapját20,82,88,89, azonban természetüknél fogva nem tartalmaznak információt a fehérje 

dinamikájáról, azaz a transzport leírására csak limitáltan alkalmazhatók. A transzport 

folyamatot mind biokémiai, mind számításos módszerekkel már sokat vizsgálták90–94, azonban 

az összes kísérleti és a legtöbb in silico vizsgálat csak a transzlokációs útvonal egy kisebb 

részére összpontosított, illetve az ABCG2-vel végzett molekuladinamikai szimulációk nem 

tartalmaztak szubsztrátmolekulát. Ezért mi olyan MD-szimulációkat végeztünk a lipid 

kettősrétegbe ágyazott ABCG2 fehérjével, amelynek során egy fiziológiás szubsztrát, a 

húgysav is jelen volt. Célunk a teljes transzlokációs útvonal jellemzése volt, kiemelve a 

központi szubsztrátkötő zseb dinamikus változását és az ehhez a kötőhelyhez vezető 

hozzáférési útvonalak fontos szerepét. 

 

5. ábra: Az ABCG2 NBD és TMD interfész szerkezete. Az F142-t két pozitívan töltött aminosav fogja közre 
(K382, K383). A Q142 kölcsönhatásban van az N158-val. A Q142K mutáció elsősorban a 142. és 382. 
pozicióban okoz változást. A két pozícióban található aminosav Cα atomjának a távolsága a Q141K mutánsban 
sokkal jobban ingadozik, mint a vad típusban (WT), amit hat-hat független MD szimuláció trajektóriából 
számolt adatok mutatnak.  
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A koleszterinmolekulák hatása a fehérje dinamikájára. Korábban kísérletesen bemutatták, 

hogy az ABCG2 működését a koleszterin jelentősen befolyásolja95,96. Ezt együttműködés 

keretében mi is vizsgáltuk, s a hatás atomi szintű értelmezéséhez különböző lipidösszetétű 

membránba ágyazott ABCG2 transzporterrel végeztünk MD szimulációkat. A biológiai 

membránok in vivo koleszterin tartalma nagymértékben függ a sejttípustól és az organellumtól, 

kb. 20% és 50% között változik97. Annak érdekében, hogy az ABCG2 koleszterinkötő helyeit 

szimulációinkban telítsük, s elkerüljük az all-atom szimulációkban a diffúzió által okozott 

korlátokat, a CHARMM-GUI segítségével olyan szimulációs rendszereket építettünk, amelyek 

50%-50% POPC-koleszterin, 50%-50% POPC-szitoszterin vagy 100% POPC molekulát 

tartalmaztak33,34,97. A POPC-szitoszterint tartalmó rendszert kontrollként használtunk, mivel ez 

a szterin más hatással van az ABCG2 működésére mint a koleszterin95,96. A kettősrétegben a 

szterinmolekulák kiindulási helyzete véletlenszerű volt, s a lipidek egyenletesen oszlottak el. 

Fontos megjegyezni, hogy mindkét szterol hasonló hatással volt a kettősréteg fizikai 

tulajdonságaira, például a vastagságra és a lipid-sűrűségre (Cikk-5, S3. ábra). Ezekben a 

szimulációkban a befelé néző 

(inward-facing) ABCG2 

szerkezetet (PDB ID: 6hco) 

használtuk98. 

Várható volt, hogy a 

lipidösszetétel a TM hélixek 

mozgására lesz hatással. Ezért a 

TM-hélixek határain lévő 

aminosavak Cα atomjainak 

helyzetét összegyűjtöttük a 

szimulációk trajektórijáiból és 

2D eloszlást számoltunk az x, y 

komponensekből, amit 

hisztogramon ábrázoltunk. Ezt 

elvégeztük külön-külön az 

intracelluláris és extracelluláris 

végek eloszlására. Érdekes 

módon, koleszterin jelenlétében 

a hélixek alsó része a központi 

tengely felé mozdult el és 

 

6. ábra: (a) A TM2 és TM2’ intracelluláris végei (a.a. 450) közötti 
távolság változása 4-4 szimuláció során. (b) Egy húgysav 
(szubsztrát) molekula mozgása rávetítve a kiindulási 
fehérjeszerkezetre (oldal- és felülnézeti kép). Kék-zöld-sárga-piros 
színek az idő haladását jelzik, miközben a szubsztrát az 2. 
kötőzsebből (R482’) átkerül a központi kötőzsebbe (sötétlila 
aminosavak) majd a túloldali 2. zsebbe (R482). 
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mozgásuk csökkent mértéket mutatott. A szitoszterin is csökkentette a hélix-mozgásokat az 

egyik szimulációban, azonban a hélixek nem mozdultak a központ felé. A koleszterin 

legjellemzőbb hatása a TM2 és a TM2' zárása volt, amelyet e hélixek intracelluláris végei 

közötti távolság csökkenése jellemzett (mindkét protomer V450 Cα atomjai között számolva, 

6. ábra, a). Tiszta POPC kettősrétegbe helyezve az ABCG2-t a TM2 és a TM2' vagy egyáltalán 

nem mutatott záródást, vagy a végek csak kisebb mértékben közeledtek egymáshoz, mint a 

koleszterin jelenlétében végzett szimulációkban. A szubsztrát-hozzáférést és a kötőzseb 

térfogatát a hélixek dinamikus fluktuációi befolyásolják, amit az MDpocket szoftverrel 

vizsgáltunk99. A 0,75 vagy annál nagyobb gyakorisággal jelen lévő üregeket elemeztük, és a 

kiindulási szerkezet zsebeihez hasonlítottuk (Cikk-5: 3. ábra, a-c). Két szimulációban egy nagy 

üreget figyeltünk meg, amely a 2. zsebet, a 2.' zsebet és a 3. centrális üreget foglalta magába. 

Ez a komplex üreg a membrán kettősrétege felé (Cikk-5: 3. ábra, b) és a citoszol felé (Cikk-5: 

3. ábra, c) egyaránt nyitott volt. A TM2 citoszol felőli záródása azonban megakadályozta az 

oldalsó nyitást (Cikk-5: 3. ábra, d), és a központi üreg (Site 3) citoszol felőli hozzáférését is 

korlátozta (Cikk-5: 3. ábra, e).  

A transzlokációs útvonal vizsgálata egyensúlyi szimulációkkal. A szubsztrát-transzlokáció 

részleteinek azonosítására egyensúlyi szimulációkat végeztünk, a befelé nyitott ABCG2 

szerkezetet (PDBID: 6hco)98 POPC/koleszterin kettősrétegbe ágyaztuk húgysav jelenlétében, 

ami az ABCG2 fiziológiás szubsztrátja74,100. Mivel szimulációs időskálánk viszonylag rövid 

volt (0,5-1 µs), a szubsztrátkötés és transzlokáció valószínűségét úgy növeltük, hogy 30 db 

húgysavmolekulát helyeztünk a szimulációs dobozba. A 0,5 µs hosszúságú szimulációk egyike 

során a TM-hélixek citoplazmatikus végei közötti távolság olyan mértékben csökkent, hogy 

eltűnt a szubsztrát belépési pontja. Egy másik 0,5 µs hosszú szimuláció során a 30-ból egy 

húgysavmolekula bejutott a 2.' helyre (a B lánc TM1, TM2 és TM3 közötti zsebébe). A belépés 

a részben szeparált NBD-k közötti térből történt, s a belépési pontot az N391', Q393', E446' és 

S535 aminosavak határolták (6. ábra, b). A 2. ' zsebben a szubsztrát a Q398', S440', S443', R482' 

és L539 aminosavakkal lépett kölcsönhatásba a legnagyobb gyakorisággal, majd tovább haladt 

az extracelluláris tér felé a TM2, TM2', TM5 és TM5' hélix közötti 3. zsebbe. Itt a leggyakoribb 

szubsztrátinterakciós partnerek közé az F439, T542 és a V546 aminosav tartozott a dimer 

mindkét feléből, valamint kisebb gyakorisággal az N436 is. A húgysavmolekula az 

extracelluláris tér felé is tovább haladt, de a Leu-szelepet (Leu 554 és Leu 555 aminosavakat) 

nem érte el. Végül a húgysav a mozgási irányát az intracelluláris tér felé változtatta, és a 

belépési ponttal ellentétes oldalon érte el a 2. kötőzsebet. A leggyakoribb kölcsönhatások 
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(Q398, S440, S443, R482 és L539') ugyanazoknak az aminosavaknak feleltek meg, amelyeket 

a szemközti 2.' zsebben is megfigyeltünk. 

A Leu-szelepen történő átjutás jellemzése metadinamikával. Várható volt, hogy a húgysav 

nem jut a külső térbe, mivel a befelé-nyitott konformáció a záródást mutató mozgások után még 

mindig nyitottabb az ismert ATP-kötött, zárt konformációkhoz képest. Ezért az ATP-kötött, 

befelé-zárt ABCG2 szerkezettel is indítottunk egyensúlyi szimulációkat úgy, hogy a húgysav 

molekula a Leu-szelep közelében helyezkedett el (Cikk-5: S7. ábra). Átjutást így sem tudtunk 

megfigyelni, ezért a szubsztrát extracelluláris térbe történő lépését gyorsított szimulációkkal, 

metadinamikával vizsgáltuk, amellyel az átjutás energetikájának leírására is lehetőség 

nyílik101,102. 

A metadinamikai MD szimulációk során, ha a szubsztrát hosszabb ideig tartózkodott egy 

helyen, akkor a potenciálisenergia-felületet úgy változtattuk meg, hogy az extracelluláris 

irányba történő mozgás esetén csökkenjen a rendszer energiája. Mivel a hosszabb 

metadinamikai szimulációkban nem sikerült konvergenciát elérnünk, mert a húgysav nem 

találta meg a visszavezető utat a központi zsebbe, az átjutás energetikáját nem tudtuk pontosan 

leírni. Ezért több rövid szimulációt végeztünk el addig a pontig, amikor a húgysav áthaladt a 

Leu-szelepen. A szubsztrát kölcsönhatásba lépett az egyik protomer N601' és P602' és a másik 

protomer N604 és Y605 aminosavaival (Cikk-5: 5. ábra). A kijárat körüli aminosavak közé 

tartozott az 556-559, 616-618, valamint az ellentétes TM2 extracelluláris vége (T421 és N425). 

Annak érdekében, hogy betekintést nyerjünk a szubsztrát áthaladásának energetikájába, minden 

egyes szimulációban kiszámoltuk a rendszerbe pumpált energiát addig az időpontig, amikor a 

húgysavmolekula áthaladt a Leu-szelepen (Cikk-5: 5. ábra). A hat szimulációból háromban ez 

a szabadenergiabevitel 7-13 kcal/mol között volt, ami összevethető az ATP-molekula 

hidrolíziséből felszabaduló energiával. Fontos megjegyeznünk, hogy MD szimulációkban nem 

hasíthatunk ATP-t, ezért használtunk metadinamikát energiabevitelre. Továbbá ez nem azt 

jelenti, hogy egy szubsztrát átjutásához egy ATP molekula hasítására van szükség, hanem azt 

mutatja, hogy mivel az energia mértéke összemérhető volt az ATP-hasításának energiájával, a 

zárt konformáció, amit egyébként sokan a transzport lépés utáni konformációnak gondolnak, 

alkalmas volt a transzport vizsgálatához. 

 

4.2.3. Összefoglalás 

A homológia modellel végzett vizsgálataink és kísérleteink arra utaltak, hogy az ABCG2 

NBD/TMD interfész szerkezete más mint a CFTR megfelelő régiójának szerkezete. Azaz a 

Q141K, köszvényt is okozó variáns megmentésére a CFTR megmentésére alkalmazott 
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módszerektől eltérő megközelítést érdemes alkalmazni. A homológia modellhez történő 

dokkolásokkal azonosítottuk egy fiziológiás szubsztrát feltételezett átjutási útvonalát. Mivel a 

dokkolás ilyen esetekben kevésbé megbízható, az útvonal megerősítésére immár kísérletes 

szerkezetekkel MD szimulációkat végeztünk, amelyek áttörést jelenthetnek a szubsztrát-

transzport folyamatának és koleszterin általi szabályozásának megértésében. Bioinformatikai 

elemzésünk a központi kötőhelyen kívüli drogkötő zsebeket tárt fel (2. zseb), továbbá egy 

dinamikus transzportútvonalat, amely alkalmas eltérő szerkezetű szubsztrátok szállítására. 

Valószínűsíthető továbbá, hogy a membrán koleszterintartalma a fehérje citoplazmatikus 

régióinak zárását segíti elő, így gyorsítva a transzportot. 

 

4.3. Membrán (ABC) fehérjékhez kapcsolódó (web) alkalmazásaink 

4.3.1. Adatbázis ABC fehérjék mutációinak összehasonlító elemzéséhez 

(Cikk-6: ABCMdb: a database for the comparative analysis of protein mutations in ABC 

transporters, and a potential framework for a general application; http://abcm2.hegelab.org) 

Az ABC fehérjék mutációi számos betegség kialakulásában játszanak szerepet5,8,85. 

Betegségekkel összefüggő mutációk tanulmányozása mellett számos in vitro mutagenezises 

vizsgálat található az irodalomban, amelyben egyes aminosavak szubsztrátfelismerésben, 

domének közötti kommunikációban, ATP-kötésben és hidrolízisben betöltött szerepét 

vizsgálták. Egyes aminosavak cseréje megkönnyítheti teljes ABC-transzporterek vagy azok 

egyes doménjeinek fehérjeexpresszióját és szerkezetének meghatározását is. Mutagenezises 

vizsgálatok tervezésekor fontos előre tudni, hogy hoztak-e már létre hasonló konstrukciókat, 

vagy leírtak-e már olyan mutánsokat, amelyek ugyanazokat a vizsgálni kívánt régiókat vagy 

kölcsönhatásokat befolyásolják. Ha egy ABC-fehérjében egy aminosav szerepét már 

részletesen jellemezték, akkor a homológia és az aminosav-konzerváltság figyelembevételével, 

a bioinformatika egyik paradigmája alapján, következtetni lehet más ABC-transzporterekben a 

homológ helyen levő aminosav szerepére is103,104. 

Az irodalomban leírt mutációk elérésének megkönnyítésére létrehoztuk az ABC-fehérje 

mutációs adatbázist (ABCMdb, ABCM2), amelyhez a mutációkat publikációk teljes 

szövegéből (pdf) nyertünk ki automatikus szövegbányászattal. Minden egyes adott emberi ABC 

fehérje  általánosan használt neveivel a PubMed adatbázisban keresést végeztünk, a cikkek 

teljes szövegét tartalmazó pdf fájlokat a pdfetch programmal 

(https://code.google.com/archive/p/pdfetch) automatikus módon letöltöttük. A mutációk 

azonosítására létrehoztunk egy MutationFinder-alapú105 munkafolyamatot, amelynek a 
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bemenete egy pdf file, a kimenete pedig tartalmazza a mutációt és azokat a mondatokat, 

amelyekben a mutáció említésre került. Az ABCC6 és a CFTR fehérje automatikusan 

azonosított mutációit összehasonlítottuk ezen fehérjék publikus, betegek szekvenálási adatait 

tartalmazó mutációs adatbázisaiban található bejegyzésekkel. Az ABCC6 fehérje mutációi 

okozzák a pseudoxanthoma elasticum (PXE) betegséget7, amelynek során kalcium halmozódik 

fel elasztikus rostokban, s ez kóros elváltozást idéz elő elsősorban a bőrben, a szemben és a 

keringési rendszerben. Tanulmányunk írásakor a PXE adatbázis 183 missense és nonsense 

ABCC6 mutációt tartalmazott, melyeknek 87%-át megtaláltuk, továbbá 48 olyan egyedi 

mutációt is kinyertünk, amely a PXE adatbázisában nem szerepelt. A CFTR1 adatbázis 

(http://www.genet.sickkids.on.ca) 900 missense és nonsense mutációjából 562 darabot 

nyertünk vissza cikkekből, a fennmaradó 338 eset vizsgálatából pedig arra következtettünk, 

hogy ezek többsége nem publikált klinikai vizsgálatból származik. Az általunk használt 

MutFinder-alapú módszer 791 olyan mutációt is talált, amelyek nem voltak jelen ezekben az 

adatbázisokban, s a mutáns fehérjéket in vivo vagy in vitro módon vizsgáló publikációkból 

származtak. 

Web alkalmazásunkban nem csak az adott humán ABC fehérje mutációi kereshetők, hanem 

szekvencia-illesztések használatával, lehetővé tettük a különböző fehérjék szekvenciálisan 

homológ pozícióiban lévő variánsainak összehasonlítását is. Szintén lehetőség van egyszerű 

klikkeléssel a mutációk megjelenítésére a fehérjék 3D szerkezetén. Bár kéziratunk idézettségén 

nem látszik, a Google Analytics web szolgáltatás és személyes visszajelzések alapján sokan 

használják alkalmazásunkat, ezért 2017-ben jelentős fejlesztéseket hajtottunk végre rajta (pl. 

DNS-szintű adatok hozzáadása, mutációk hatásának beillesztése SNAP2 és PROVEAN 

prediktorok alapján106,107). Adatbázisunk fejlesztéséhez és újabb funkciókkal való bővítéséhez 

a web technológiák jelentős átalakulása miatt az egész keretrendszert újra kell írnunk. Tartalmi 

bővítéséhez az eddig megvalósult legfontosabb rész kísérletes ABC fehérje szerkezetek 

összegyűjtése és a humán ABC fehérjék szerkezetének generálása AF2-vel (Cikk-9 és 

http://abc3d.hegelab.org24). 

 

4.3.2. Pgp-szerű ABC fehérjeszerkezetek kvantitatív összehasonlítása konftorokkal 

(Cikk-7: Quantitative comparison of ABC membrane protein type I exporter structures in a 

standardized way; http://conftors.hegelab.org)  

Egyre több ABC membránfehérje szerkezetét határozzák meg krio-elektronmikroszkópiával. A 

kapcsolódó tanulmányokban az új szerkezeteket összehasonlítják korábbi szerkezetekkel, de 

ezek az összehasonlítások általában szemikvantitatív jellegűek és nem teljesek. Míg a 
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kísérletesen meghatározott szerkezetek 

validálásához kiszámítanak alapvető fontos 

mértékeket (pl. φ/ψ szögek, a modell illeszkedése 

kísérleti adatokhoz)108,109, addig a szerkezetek 

geometriai és fizikai-kémiai tulajdonságainak 

jellemzésére nem határoztak még meg 

standardizált mérőszámokat. Korábban a 

rendelkezésre álló nagy felbontású szerkezetek 

alacsony száma miatt viszonylag egyszerű volt 

eldönteni, hogy mely ismert konformációkat kell 

összehasonlítani egy új szerkezet 

konformációjával. A megoldott szerkezetek 

számának növekedésével azonban 

szabványosított, automatikusan generálható 

mérőszámokra lenne szükség. Saját 

tanulmányainkhoz is szükségünk volt ilyen 

mérőszámokra. Egyrészt fontos, hogy ne pusztán 

a legjobb felbontású szerkezetet válasszuk ki, 

hanem olyat, amely a megfelelő konformációval 

rendelkezik. Másrészt számos ABC szerkezet meglepő tulajdonságokat mutatott (pl. nagy 

membrán-béli dőlés szög), amelyek alapján kísérletet befolyásoló döntést is kellett hoznunk. 

Ezért megvizsgáltuk a Pgp-szerű szerkezetek különféle kvantitatív jellemzőit. Először a 

fehérjének a lipid kettősréteg normáljához képest mutatott dőlését és a hidrofób kettősréteg 

fehérje körüli helyzetét tanulmányoztuk. Ezeket az adatokat több adathalmazból és saját 

szimulációinkból számoltuk. A legtöbb esetben a dölésszög-béli különbségek elhanyagolhatók 

voltak (<6°). A fehérje körüli kettősréteg elhelyezkedését a transzmembrán hélixek 

tömegközéppontja és a kettősréteg középpontja közötti z tengely mentén mért távolsággal 

jellemeztük. Ezek és más (pl. hélixek törése, elfordulása, membránszolvatáció) mérőszámok 

azonban még mindig nem rendelkeztek megfelelő felbontással különböző szerkezetek pontos 

összehasonlításához. Ezért az ABC területen szerzett tapasztalatunkra támaszkodva olyan, 

aminosav párok közötti vektorokat definiáltunk, melyek nagysága vagy egy másik vektorral 

bezárt szöge jellemző az adott konformációra. 

Ezeket a vektorokat konformációs vektoroknak, konftoroknak neveztük el. Például az 

extracelluláris tér felé való nyitás mértékének összehasonlítására a THX1-2 az egyik 

 

7. ábra: Példák Pgp-szerű szerkezetek 
konformációit leíró dedikált vektorokra. 
THX: átkereszteződő TM hélixek által 
definiált konftorok (kék); ICX: ezen TM 
hélixek intracelluláris részeinek 
megfeleltethető konftorok (piros); NBDX: 
csatoló hélix tömegközéppontja és az NBD S9 
hélix első aminosava közötti konftor (türkiz). 
Ezen vektorok által bezárt szögek a befelé 
nyitottságot jellemzik. 
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legalkalmasabb vektor-pár (7. ábra), amelyek által bezárt szögek átlaga a "alul-nyitott/befelé-

néző”, "alul-zárt/befelé-néző", "alul-zárt/felül-zárt", és "alul-zárt/felül-nyitott" 

konformációkkal rendelkező ABC szerkezetekben 46°, 26°, 39° és 35°. 

Összefoglalva, a javasolt metrikák hozzájárulnak az ABC membránfehérjék szerkezeti 

jellemzőinek mélyebb megértéséhez, a szerkezetek validálásához és molekuladinamikai 

trajektóriákban megfigyelt mozgások elemzéséhez. Hasonló metrikák más fehérjecsaládokra is 

kidolgozhatók és alkalmazhatók. 

 

4.3.3. MemBlob szerver TM-régiók krio-EM denzitásból való meghatározására 

(Cikk-8: MemBlob database and server for identifying transmembrane regions using cryo-EM 

maps; http://memblob.hegelab.org) 

Membránfehérjék szerkezetének és működésének megértéséhez fontos a transzmembrán, 

illetve egyéb, lipidekkel kölcsönható régióik azonosítása. Röntgen krisztallográfiával 

meghatározott szerkezetekben a lipidek ritkán azonosíthatók és nem feltétlen a fiziológiás 

kötőhelyekhez kapcsolódnak. A lipidekkel kölcsönható helyeket ritkán vizsgálják közvetlenül, 

azok a kísérletek, amelyekben a feltételezett TM-hélixek köré különböző pozíciókba tag-et 

(címkéket) illesztve azok hozzáférhetőségét vizsgálják, általában alacsony felbontású adatokat 

szolgáltatnak110,111. Ezért számos in silico predikciós módszert is fejlesztettek a TM-régiók 

meghatározására, amelyek közül a legnépszerűbbek a TMDET, a PPM és a MEMPROTMD112–

114. 

Az utóbbi évek technikai fejlesztéseinek köszönhetően a membránfehérjék szerkezetét 

egyre inkább krio-elektronmikroszkópiával oldják meg. Észrevettük, hogy a krio-

elektronmikroszkópiát (krio-EM) alkalmazó membránfehérje szerkezetmeghatározás során 

jelen lévő lipidkörnyezet (pl. micella, bicella és nanodisc) elektronsűrűsége is látható a 

meghatározott krio-EM denzitásban. Ezért kifejlesztettünk egy olyan munkafolyamatot 

(MemBlob), ami membránfehérjék kísérletes krio-EM denzitását felhasználva meghatározza a 

fehérje lipidkörnyezettel körülvett TM részét. Röviden összefoglalva, ha a membránfehérje 

denzitását kivonjuk a teljes denzitásból, akkor megkapjuk a membránkörnyezet denzitását, 

amely széleinek a 3D koordinátái meghatározhatók. A denzitás széleit körbe 10 fokonként 

határoztuk meg, s minden egyes koordinátához megkerestük a legközelebbi fehérje atomot, ami 

így meghatározta a keresett, lipidbe süllyedő fehérje régiót (8. ábra). 
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A web alkalmazás 

egyrészt adatbázisként 

működik, minden 2018. 

júliusig krio-EM-mel 

meghatározott  

membránfehérje 

szerkezetre (92 TM fehérje 

4 Å vagy annál jobb 

felbontással) kiszámolt 

adatot tartalmaz. Lehetővé 

teszi ugyanakkor a 

felhasználó számára, hogy 

egy tetszőleges szerkezetet 

feltöltsön, s lefuttassa az 

algoritmust. Az adatbázis 

összeállítása során kiderült, hogy az elektrondenzitás térképek körülbelül 30%-a nem 

tartalmazott jól definiált, a membránkörnyezetnek megfelelő részt. Ezeket a szerkezeteket vagy 

megfelelő lipidkörnyezet hiányában oldották meg, vagy az elektronsűrűség-térképeik alacsony 

jel/zaj aránya akadályozta a membránpaca határainak meghatározását. 

Tanulmányunk bemutatta, hogy a krio-EM sűrűségtérképek a fehérjeszerkezeten kívül más 

értékes információt is tartalmaznak, mint például a lipidkörnyezet helyzete és esetlegesen a 

rendezetlen régiókhoz tartozó sűrűségek, s ezek a kísérletes adatok bioinformatikai eszközökkel 

hozzáférhetővé tehetők. A web alkalmazást a megjelenése utáni első évben már sokat 

használták, s az egyik elsőszerző (G. Csizmadia) előadás formájában egy Gordon konferencián 

bemutathatta. Tusnády Gáborral (ELKH TTK) együttműködve az általa TM fehérjékre 

kidolgozott, széles körben használt web alkalmazások közé tervezzük integrálni. 

 

4.3.4. Transzmembrán fehérjék AlphaFold2 predikciója 

(Cikk-9: Ins and outs of AlphaFold2 transmembrane protein structure predictions; 

http://alphafold.hegelab.org) 

Bár hatalmas erőforrásokat fordítottak a fehérjék szerkezetének szekvenciájuk alapján történő 

jóslására, ez hosszú évekig kihívást jelentő feladat maradt115. A területen komoly áttörés a 

CASP13 és CASP14 (Critical Assessment of Protein Structure Prediction) versenyen történt116, 

amikor egy neurális hálózaton alapuló megközelítés, az AlphaFold (AlphaFold2, AF2) 

 

8. ábra: A MemBlob munkafolyamata a CFTR szerkezetén 
bemutatva. A fehérje atomi szerkezetéből (RCSB, PDB ID: 5uak) 
denzitást számolunk, amit kivonunk a teljes denzitásból (EMD). A 
megmaradt membrán-paca széleinek koordinátai definiálják a membrán 
interfész (lila) és hidrofób (zöld) régióit. Piros: alacsony felbontású 
szerkezeti rész, aminosav oldallánc hozzárendelés nélkül. Bekarikázott: a 
rendezetlen R doménből származó denzitások. 
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kiemelkedett a többi módszer közül28. Az AF2 predikció bemenete egy fehérjelánc 

szekvenciája, amelyet az algoritmus kiegészít többszörös szekvencia-illesztésből és rokon 

fehérjék szerkezetéből származó információkkal. Az eredményül kapott szerkezeti modellek 

minőségét a pLDDT (predicted Local Distance Difference Test) pontszám átlaga jellemzi 

(amely 0 és 100 közötti értékeket vehet fel; a magasabb érték jobb) és a kimeneti szerkezeti 

modelleket ez alapján rangsorolják28. Azt, hogy az AF2 CASP14-ben megfigyelt nagy 

pontossága és megbízhatósága bármely fehérjeszerkezet jóslásakor is érvényes28,117, még nem 

validálták.  Nem ismert, hogy a legmagasabb pLDDT pontszámmal rendelkező szerkezeti 

modell mindig megfelel-e a natív szerkezetnek. A transzmembrán fehérjék tanulmányozásával 

foglalkozó kutatók különösen szkeptikusak az AF2 általános megbízhatóságával kapcsolatban, 

mert ezeknek a fehérjéknek a vizsgálata akár kísérleti, akár számítási módszerekkel különösen 

nehéz, és az AlphaFold2-t nem hangolták specifikusan TM fehérjékre.   

A jósolt transzmembrán (ABC) fehérjeszerkezetek racionalitásának vizsgálata. Annak 

érdekében, hogy az AF2 által épített TM fehérje szerkezetek jóságát megvizsgáljuk, 

összehasonlítottuk a TM és a szolubilis fehérjék prediktált szerkezeteinek pLDDT pontszámát. 

Érdekes módon az oldható fehérjék pontszámai szélesebb eloszlást mutattak, és több 

alacsonyabb pLDDT értékű szerkezet volt megfigyelhető a TM fehérjékhez képest (9. ábra, a). 

Ez váratlan volt, mivel az AlphaFold2 tanulási készlete eleve több szolubilis szerkezetet 

tartalmazott és az algoritmust nem érzékenyítették TM fehérjékre. Ugyanakkor ismert az is, 

hogy az alacsony pLDDT-értékek szerkezeti rendezetlenséggel is korrelálnak28, azaz a 

membrénfehérjékre kapott magasabb értékek összhangban vannak azzal, hogy bennük 

kevesebb rendezetlen régió található a szolubilis fehérjékhez képest. A következő lépésben 

összehasonlítottuk a TM hélixek AF2 szerkezetekben megfigyelhető térbeli helyzetét a lipid 

kettősrétegben megfigyelhető és elvárt fiziológiás hélix orientációkkal (Cikk-9, 1. ábra). Azt 

találtuk, hogy az AF2 szerkezetek többségében a TM régióknak megfelelő hélixek végei 

kijelölnek két síkot, amelyek távolsága megfeleltethető lipid kettősrétegek vastagságának. 

Ezeknél specifikusabban, fehérje-fold szinten is teszteltük az AF2 teljesítményét. Ehhez az 

ABC fehérje szupercsalád kiváló választás, mivel a jelenleg rendelkezésre álló PDB 

szerkezeteik TM doménjei igen változatosak, kilenc különböző fold-családba sorolhatók (Cikk-

9, S3 ábrán még nyolc szerkezeti család szerepel, azóta már azonosítottunk egy újat – lsd. 

http://abc3d.hegelab.org)24,118,119. Célunk az volt, hogy az AF2 által létrehozott ABC 

szerkezeteket összehasonlítsuk kísérletesen meghatározott szerkezetekkel. Az 

összehasonlításhoz TM-pontszám (TM-score) értékeket használtunk, amelyet a TMalign120 

algoritmussal számoltunk minden egyes AF2 ABC szerkezet és minden egyes ABC fold-család 
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referencia szerkezete között. Amennyiben a TM-pontszám nagyobb 0,5-nél, a két fehérje foldja 

megegyezőnek tekinthető121. Eredményeink azt mutatták, hogy az AF2 által jósolt ABC TM 

domének 99,5%-a megfelel egy kísérletes ABC-foldnak, mert 0,5 feletti értéket mutattak a 

megfelelő referencia-szerkezettel szemben (9. ábra, b). 

Kihívást jelentő és új transzmembrán szerkezetek előrejelzése. Fontos megemlíteni, hogy 

az EBI adatbázisában elhelyezett27, AF2-vel jósolt transzmembrán fehérje szerkezetek jelentős 

részéhez van megfeleltethető kísérletes szerkezet, amely ugyanannak vagy homológ fehérjének 

a vizsgálatából származik. Ezek nagy része, a 2018-04-30 előtti szerkezetek, benne volt az AF2 

tanulási halmazában, a 2020 közepéig publikált szerkezeteket pedig sablonként használták a 

predikciós futtatások során28. Ezért az AF2 szerkezetjóslások megbízhatóságát kétféleképpen 

teszteltük. Először a CASP14 verseny kihívást jelentő TM célpontját (T1024, LmrP, PDBID: 

6t1z, megjelent 2019-10-07122) választottuk ki, amelynek voltak ismert homológ szerkezetei, 

majd olyan új TM szerkezeteket, amelyek szintén 2018-04-30 után kerültek a PDB adatbázisba 

így nem voltak benne a tanulóhalmazban. Az utóbbi tesztelés során kiterjedt irodalmi, SCOP123 

és PFAM124 kereséseket végeztünk olyan transzmembrán fehérje szerkezetek vagy homológ 

szerkezeteik azonosítására, amelyek nem kerültek bele az AF2 tanulóhalmazába. Így 

azonosítottuk az ABC transzmembrán MlaE-szerű szerkezetet125, az ER membránfehérje 

komplex 6-os alegységének szerkezetét, valamint az MprF szerkezetet126. Ezeket tudtuk a 

tanítóhalmaztól teljesen független, AF2 TM fehérje jóslások tesztelésére használni. A sablonok 

nélküli AF2 futtatások az MlaE (PDBID: 7ch0, RMSD: 1,28Å, TM-score: 0,95; 9c. ábra) és az 

EMC6 (PDBID: 6ww7, RMSD: 0,96Å, TM-score: 0,93; Cikk-9, 3c. ábra) esetén a kísérleti 

szerkezetekhez nagyon hasonló modelleket eredményeztek. Ezzel szemben az MprF 

 

9. ábra: (a) Transzmembrán (TMEM) és szolubilis (SOLU) AF2-prediktált szerkezetek jósága pLDDT pont 
alapján. (b) AF2-jósolt ABC fehérje szerkezetek hasonlósága kísérletes szerkezetekhez (megegyező fold, ha 
TM-score > 0,5). (c) Az MlaE fehérje jósolt szerkezete (kék-piros az N-végtől a C-végig) gyakorlatilag 
megegyezik a kísérletes szerkezettel (szürke, PDB ID: 7ch0). 
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transzmembrán domén legjobb pLDDT pontszámú prediktált szerkezete nem egyezett a 

kísérleti szerkezettel (Cikk-9, 4a. ábra). Ezért ezt a predikciót többször (n=6) elvégeztük a 

randomszám generátor különböző kiindulásai állapotaival, majd a TM-score segítségével 

összehasonlítottuk a kimenetet a 7duw transzmembrán doménjével. A pLDDT-pontszámok és 

a TM-pontszámok ábrázolása (Cikk-9, 4b. ábra) azt mutatta, hogy a 6x5 prediktált szerkezet 

közül a legjobb pLDDT-pontszámmal rendelkező szerkezet mutatta a legmagasabb TM-

pontszámot, azaz ez hasonlított legjobban a célszerkezethez (Cikk-9, 4c. ábra). Fontos 

megjegyezni, hogy az MprF konformációk közötti különbség két szubdomén (flippáz és 

szintáz) elkülönülését mutatja127, azaz az AF2 az LmrP jósláshoz hasonlóan egy, a kísérletes 

szerkezettől eltérő, de funkcionálisan releváns állapotot ragadhatott meg. 

Az AF2 útmutatást adhat ABC szerkezetekhez kapcsolódó kérdések vizsgálatához. Az AF2 

is használt sablonokat a szerkezeti modellezéshez, azaz az általa épített szerkezetek egy része 

magas minőségű homológia modellnek is tekinthető. Az általunk részletesebben vizsgált humán 

ABC-fehérjék AF2-modellezését kikapcsolt sablonhasználattal is elvégeztük. Eredményeink 

azt mutatták, hogy az egyláncú fehérjékre betanított AlphaFold2 algoritmus jól működik 

féltranszporterekre is, mind homodimer, mind heterodimer esetben (Cikk-9, 5. ábra c-e és S5. 

ábra). 

Azt is megvizsgáltuk, hogy az AF2 szerkezeti modellek hogyan egészíthetik ki vagy 

helyettesíthetik a homológia modelleket MD szimulációkban. A CFTR fehérje esetén, a templát 

nélküli AF2-predikció egyenes TM8 hélixet eredményezett, ez a szerkezet pedig MD 

szimulációkban racionálisabb nyitódást mutatott a kísérleteshez képest (Cikk-9, 5. ábra, f-h).  

Hozzájárulásunk az AlphaFold2 kódhoz. Két jelentős hibát is felfedeztünk a publikus AF2 

kódban (http://alphafold.hegelab.org). Mindkettő memóriafelhasználással kapcsolatban lépett 

fel abban az esetben, ha a bemenetként kapott többszörös szekvenciaillesztés nagyon 

nagyméretű. Az első hiba esetén a GPU memória használat növekedett meg annyira jelentősen 

még rövid fehérjék esetén is (~250 a.a. NBD), hogy egy 24 GB RAM-val rendelkező GPU sem 

volt elegendő a számolásokhoz. A másik hiba eredete hasonló, csak a rendszer memóriáját 

terheli meg. Javításainkat a DeepMind már beépítette az AF2 kódba. 

Összefoglalás. Bemutattuk, hogy az AF2 membránfehérjékre is hasonló minőségű 

szerkezeteket tud jósolni mint szolubilis fehérjékre. Viszont előzetes eredményeink azt 

mutatják, hogy a 2021 novemberében megjelent AlphaFold-Multimer128, amelyet 

fehérjekomplexek jóslására fejlesztettek, membránfehérje komplexeket nem jósol annyira jó 

hatásfokkal. AF2 felhasználásával megépítettük olyan dimer humán ABC fehérjék szerkezetét, 

amelyek sem a kísérletes PDB, sem az AF2 EBI adatbázisban nem találhatók meg. Ezeket a 
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3D-beacon protokol felhasznásával kötöttük be nagyobb adatbázisokba (pl. PDB-

KnowledgeBase), hogy mások számára is könnyen hozzáférhetők legyenek 

(https://3dbeacon.hegelab.org)24. 

  

4.3.5. MemMoRF, lipidekkel kölcsönható rendezetlen fehérjerégiók adatbázisa 

(Cikk-10: The MemMoRF database for recognizing disordered protein regions interacting with 

cellular membranes; http://memmorf.hegelab.org) 

A fehérje-membrán kölcsönhatások alapvető szerepet játszanak számos celluláris folyamatban 

(pl. jelátvitel, vezikuláris transzport, vírusinvázió). Az ilyen kölcsönhatások kialakításában 

gyakran vesznek részt rendezetlen régiók (Intrinsically Disordered Region, IDR), amelyek 

nemcsak más fehérjékkel, hanem lipidekkel is képesek specifikus, reverzibilis kölcsönhatásokat 

kialakítani129–131. Míg a fehérjepartnerekkel való kölcsönhatás során rendezetlen-rendezett 

átmenetet mutató IDR-eket MoRF-nak (Molecular Recognition Feature) nevezik132,133, addig a 

lipidek által indukált rendezetlen-rendezett átmentet megvalósító szegmenseket MemMoRF-

oknak neveztük el (10. ábra). Mivel a MemMoRF-ok kísérletes tanulmányozása és számításos 

jellemzése is kihívást jelent, s az irodalomban ezekről a régiókról adatok egyelőre csak szórtan 

találhatók, vizsgálatuk megkönnyítése érdekében létrehoztuk a kísérletileg validált 

MemMoRF-ok átfogó adatbázisát (https://memmorf.hegelab.org). A MemMoRF azonosítást 

irodalmi és NMR adatokra alapoztuk. A potenciális MemMoRF-ok dinamikájának jellemzésére 

a kémiai eltolódásokból számított másodlagos szerkezeti hajlamot134 és random coil index135 

értékeket építettük be adatbázisunkba. Összesen 538 fehérjét vizsgáltunk meg (PDB adatbázis, 

Protein Ensemble Database, és irodalom alapján), s 

ezek közül 107 fehérjében találtunk membránnal 

kölcsönható régiókat (n=149). 131 régió mutatott 

rendezetlen-rendezett átmenetet lipid-kölcsönhatás 

során, 19 flexibilis maradt kötődés után is, 18 pedig 

rendezett szerkezettel rendelkezett oldatban is. 

Ezekhez a fehérjékhez és MemMoRF-okhoz tartozó 

adatokat cikkekből származó mondatokkal, szerkezeti 

adatokkal (pl. PFAM-domének124, rövid lineáris 

motívumok136) és betegségekkel kapcsolatos 

információkkal (pl. dbSNP137 és MIM138) egészítettük 

ki. Adatbázisunk (1) szabadon hozzáférhető, könnyen 

használható, szervezett erőforrás; (2) gold standard 

 

10. ábra Molekula dinamika 
szimulációkban a phospholemman (PDB 
ID: 2jo1) MemMoRF régiója (a.a. 58-72) 
membránkörnyezetben megörzi 
helicitását, míg lipid-kölcsönhatások 
nélkül elveszti azt.  
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készletet tartalmaz a rendezetlen régiók lipidkölcsönhatásának szekvencia-függőségének 

meghatározásához; (3) kiváló minőségű készletet jelent a MemMoRF-azonosításra szolgáló új 

in silico algoritmusok kifejlesztéséhez; és (4) elősegíti a MemMoRF-okat tartalmazó fehérjék 

további kísérleti vizsgálatát. A MemMoRF adatbázis egy felhasználóbarát felületen keresztül 

érhető el, így jó eséllyel válhat a széles tudományos közösség számára a transzmembrán és 

membránhoz kapcsolódó fehérjék rendezetlen régióinak központi forrásává. 

5. Kitekintés 

A bemutatott cikkekhez kapcsolódó projekteken jelenleg is dolgozunk, a felmerült érdekesebb 

problémák közül vázolok az alábbiakban néhányat. (1) Az ABC fehérjék összeszerelődését 

alloszterikus módon erősen befolyásolják a doménjeik közötti kölcsönhatások (készülő kézirat 

Lukács Gergellyel együttműködésben, McGill University, Kanada). Ez alapján azt is 

feltételezzük, hogy alloszterikus események a vártnál sokkal jobban meghatározzák a transzport 

folyamatokat és a szubsztrát-felismerést, amelynek tanulmányozását elkezdtük egy növényi 

ABCG fehérjén (Markus Geisler kísérletes partnerrel, University of Fribourg, Svájc). (2) 

Kérdéses, hogy az AlphaFold-Multimer mennyire jól tudja prediktálni membránfehérjék 

komplexeit. Ezt vizsgáljuk az emberi SERCA kalcium ATPáz és a SARS Cov-2 Envelope 

fehérjére fókuszáltan, kísérletes és elméleti módszerek kombinációjával (NKFIH K137610 

pályázat). (3) Az Elixir 3D-bioinfo közösségen keresztül bekapcsolódtunk szerkezeti adatokkal 

kapcsolatos technológiai fejlesztésekbe (Christine Orengo UCL, Sameer Velankar és Váradi 

Mihály, EBI, Anglia). Ennek keretében az in silico módon épített szerkezeteinket és MD 

szimulációinkból származó konformációs sokaságainkat a 3D-beacon rendszeren keresztül 

tervezzük megosztani a tudományos közösséggel (https://3dbeacon.hegelab.org)24. Továbbá 

standardokat, munkafolyamatokat és szoftvereket hozunk létre fehérjecsaládok szerkezetinek 

összehasonlító elemzésére (http://abc3d.hegelab.org)24. 

Az elmúlt években tudományterületünk eredményei kapcsán és együttműködő 

partnereinkkel való interakció során számos izgalmas kérdés merült fel kutatási területünk 

jövőjével kapcsolatban. Molekuladinamikai szimulációink felhasználhatóságát nagyban 

befolyásolja a lefedhető időskála rövidsége – vajon átütést hozhat-e a területen a 

kvantumszámítógépek megjelenése? Pillanatnyilag a kvantumkémiai számítások tűnnek 

legkönnyebben kvantumszámítógépre alkalmazhatónak, ugyanakkor a speciálisan ezekre 

kifejlesztett numerikus algoritmusok áttörést hozhatnak a klasszikus MD szimulációkban is. Az 

első praktikusan is használható kvantumszámítógépeket valószínűleg ipari résztvevők fogják 

létrehozni, ami lassíthatja bizonyos tudományterületeken való használatukat. Azonban az 
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elmúlt években az ipar és az akadémia kapcsolata is jelentősen átalakult, amelynek egyik kitűnő 

példája az AlphaFold. A DeepMind vállalat kitűzte egy különösen nehéz probléma megoldását, 

s erőforrásokat nem kímélve, a célra fókuszálva, rövid időn belül elérte azt. Ráadásul, meglepő 

módon nem pusztán a prediktált fehérjeszerkezeteket tették közkinccsé, hanem a forráskódot is 

nyilvánosságra hozták a tudományos közösség számára felhasználható módon. A másik 

különlegesség az ilyen típusú kutatásban, hogy többé az ipari környezet nem riasztó a 

tudományos munka iránt érdeklődők számára, hiszen egy ilyen projekt hossza összemérhető 

egy pályázat futamidejével, a tudományos feladaton kívül nincsen más elvárt teljesítmény (pl. 

publikációs nyomás), s még az anyagi megbecsülés is kimagasló. A minőségi akadémiai 

kutatások megmaradása valószínűleg erősen függ attól, hogy ezeket a paramétereket akadémiai 

környezetben mennyire sikerül közelíteni az ipari paraméterekhez. Az AlphaFold 

megjelenésével, a nagy megbízhatóságú szekvencia-alapú fehérjeszerkezet építéssel felvetette 

azt a kérdést is, hogy vajon lezárult-e a fehérjékkel kapcsolatos bioinformatika kora. Erre a 

válasz egy egyértelmű nem, ugyanis az AlphaFold nem oldott meg minden fehérje-szerkezettel 

kapcsolatos kérdést. Komplexek szerkezetének AF2-predikciója kimagaslónak tűnik, de nem 

elégségesnek, különösen membráfehérjék komplexei esetén. Rendezetlen régiók jelenlétét jól 

tudja jelezni, de más eszközök erre alkalmasabbak lehetnek. Ugyanakkor ezen algoritmusok 

egyike sem képes a dinamikát és a konformációs sokaságot jellemezni. Továbbá az AF2 a 

fehérje-feltekeredés folyamatáról semmiféle közvetlen információt nem szolgáltat, amelynek 

megértése legalább olyan fontos, mint a szekvencia-alapú szerkezet-jóslás, figyelembe véve, 

hogy számos betegséget fehérje-feltekeredési probléma okoz. Összefoglalva, a fehérje 

szerkezetek megléte egy alapadathalmaz (mint a genom szekvencia), de az értelmét meg kell 

találni. Ennek egyik megközelítés módja adatbányászat lehet ebben a nagy mennyiségű 

szerkezeti adathalmazban, ami pont a szerkezeti bioinformatika big data korának kezdetét jelzi. 

Egy másik fontos megközelítése a fehérjeszerkezetek lényegi megértésének a fehérjedinamika 

vizsgálata. Bár léteznek és elengedhetetlenül fontosak ehhez kísérletes módszerek (pl. NMR, 

FRET), az atomi szintű történések (pl. működés, mutációk hatása, gyógyszer-kötődés) 

megértéséhez az in silico vizsgálatok nélkülözhetetlenek. Ezek közül a jelenleg 

legmegbízhatóbb módszer a molekuláris dinamika, amit méltán nevezett a Nobel-díjas Karplus 

számításos mikroszkópnak. 
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6. Új tudományos eredmények  

1. Bemutattuk, hogy a CFTR korrektorok többsége az NBD1/CL4 interfészt stabilizálja, 

ám a terápia hatásosságának növelésére szükség van más helyen ható vegyületekre is, 

amit interfész stabilizált mutáns fehérjével érdemes keresni.  

2. Kimutattuk, hogy a VX-770 potenciátor a CFTR fehérje funkcióját annak 

destabilizálásán keresztül javítja, ami viszont a korrektorok hatását gyengíti, ezért új 

potenciátorok fejlesztése szükséges. 

3. Molekula dinamika szimulációkkal a klorid-vezetéshez szükséges geometriával 

rendelkező CFTR-konformációkat tudtunk azonosítani és a klorid-átjutást jellemezni. 

4. Elsőként modelleztük az ABCG2 fehérje szerkezetét és molekula dinamika szimulációk 

alkalmazásával meghatároztuk a köszvénnyel asszociált Q141K és a szubszrátspecifitás 

változását okozó R482G mutációk lehetséges szerkezeti hatásait is. 

5. Az ABCG2 legjelentősebb fiziológiás szubsztrátja, a húgysav jelenlétében végzett MD-

szimulációkkal jellemeztük a transzlokációs útvonalat in silico dokkolás alkalmazása 

mellett. 

6. Az ABCG2 fehérjével végzett MD-szimulációink alapján megállapíthattuk, hogy a 

koleszterin a transzportfolyamatot a transzmembrán hélixek intracelluláris oldalon 

történő zárásának megkönnyítésével segíti elő. 

7. Az ABCM2 web alkalmazásunkban lehetővé tettük különböző ABC fehérjék 

szekvenciálisan homológ pozícióiban lévő variánsainak összehasonlítását. 

8. ABC fehérjeszerkezetek összehasonlítására és osztályozására szabványosított, 

automatikusan generálható mérőszámokat, konftorokat hoztunk létre. 

9. Kifejlesztettük a MemBlob munkafolyamatot (MemBlob), amely kísérletes adatokból 

meghatározza a fehérje lipiddel körülvett TM részét. 

10. Bemutattuk, hogy az AF2 membránfehérjékre is hasonló minőségű szerkezeteket tud 

jósolni, mint szolubilis fehérjékre. 

11. Adatbázisban tettük elérhetővé az olyan rendezetlen régiókat, amelyek kísérletes adatok 

alapján lipidekkel is képesek specifikus, reverzibilis kölcsönhatásokat kialakítani 

(MemMoRF). 
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CFTR is an ATP-binding cassette transporter and functions as a 
cyclic AMP–dependent Cl− channel at the apical plasma mem-
brane of epithelial cells1. CFTR comprises two membrane-

spanning domains (MSD1 and MSD2) with four cytosolic loops 
(CL1–4) and three cytosolic domains: a regulatory domain and two 
nucleotide-binding domains (NBD1 and NBD2). The coupling heli-
ces of CL2 (MSD1) and ICL4 (MSD2) reach across and interact with 
the NBD of the opposite subunit, providing noncovalent interactions 
between the MSDs and the NBDs. These domain-domain interfaces 
seem to be critical in the structural and functional integrity of the 
channel2–4 (Fig. 1a). Newly synthesized CFTR is N-glycosylated and 
undergoes cotranslational domain folding and post-translational, 
coupled-domain assembly in the endoplasmic reticulum2,5–9, aided 
by a network of molecular chaperones10,11 (Supplementary Fig. 1a). 
Upon bypassing the endoplasmic reticulum quality control check-
points and traversing the Golgi complex, the native CFTR under-
goes complex glycosylation1,11.

Cystic fibrosis, one of the most common inherited diseases in the 
Caucasian population, is caused by loss-of-function mutations in 
CFTR that lead to the imbalance of airway surface fluid homeosta-
sis, mucus dehydration, hyperinflammation, bacterial colonization 
and, consequently, recurrent lung infection, the primary cause of 
morbidity and mortality in cystic fibrosis patients1,12,13. Deletion of 
Phe508 (ΔF508) in the NBD1, the most prevalent CFTR mutation 
present in ~90% of cystic fibrosis patients, causes global misfolding 
and endoplasmic reticulum–associated degradation via the ubiq-
uitin proteasome system, resulting in marginal plasma membrane 

expression of the partially functional ΔF508-CFTR1,6,11,14. The resid-
ual plasma membrane channel activity could be enhanced by mod-
ulating ΔF508-CFTR’s biosynthetic processing, peripheral stability 
and channel gating through low temperature, chemical chaperones 
or small molecules14–19.

Although symptomatic therapies have increased the life expec-
tancy of cystic fibrosis patients, considerable efforts have been 
devoted to identifying compounds that can increase either the 
mutant’s biosynthetic processing efficiency and cell-surface density 
(‘correctors’) or the activity of resident mutant CFTR in the plasma 
membrane (‘potentiators’)19. VX-770 (Ivacaftor), the only approved 
potentiator drug, substantially enhances the channel function of 
several mutants20, unlike available correctors that are modestly 
effective and have incompletely understood mechanisms14,17,21. In 
principle, correctors may facilitate ΔF508-CFTR folding via direct 
binding as pharmacological chaperones22 or indirectly as chemical 
chaperones (such as glycerol, trimethylamine N-oxide (TMAO) 
and myo-inositol)16,23. Correctors may also enhance the mutant’s 
functional expression as proteostasis regulators11 by modulating the 
cellular machineries responsible for folding, degradation and vesic-
ular trafficking of ΔF508-CFTR (for example, 4-phenylbutyrate, 
HDAC inhibitor, HSF1 inducers and kinase inhibitors; reviewed 
in refs. 11,19). VX-809, the most promising investigational correc-
tor, restores mutant plasma membrane expression and function to 
<15% that of wild-type CFTR in immortalized and primary human 
bronchial epithelia14. Although circumstantial evidence suggests 
that VX-809, like some of the previously identified correctors  
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mechanism-based corrector combination restores 
DF508-cFtr folding and function
tsukasa okiyoneda1,13, guido Veit1, Johanna F dekkers2–4, miklos bagdany1, naoto soya1,  
haijin Xu1, ariel roldan1, alan s Verkman5,6, mark Kurth7, agnes simon8, tamas hegedus9,10,  
Jeffrey m beekman2–4 & gergely l lukacs1,11,12*

The most common cystic fibrosis mutation, DF508 in nucleotide binding domain 1 (NBD1), impairs cystic fibrosis transmem-
brane conductance regulator (CFTR)-coupled domain folding, plasma membrane expression, function and stability. VX-809, a 
promising investigational corrector of DF508-CFTR misprocessing, has limited clinical benefit and an incompletely understood 
mechanism, hampering drug development. Given the effect of second-site suppressor mutations, robust DF508-CFTR correc-
tion most likely requires stabilization of NBD1 energetics and the interface between membrane-spanning domains (MSDs) 
and NBD1, which are both established primary conformational defects. Here we elucidate the molecular targets of available 
correctors: class I stabilizes the NBD1-MSD1 and NBD1-MSD2 interfaces, and class II targets NBD2. Only chemical chaperones, 
surrogates of class III correctors, stabilize human DF508-NBD1. Although VX-809 can correct missense mutations primarily 
destabilizing the NBD1-MSD1/2 interface, functional plasma membrane expression of DF508-CFTR also requires compounds 
that counteract the NBD1 and NBD2 stability defects in cystic fibrosis bronchial epithelial cells and intestinal organoids. Thus, 
the combination of structure-guided correctors represents an effective approach for cystic fibrosis therapy. 
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(for example, C3 (VRT-325) and C4 (corr-4a)) and potentiators (for 
example, P1 (VRT-532) and VX-770), directly targets ΔF508-CFTR 
during endoplasmic reticulum biogenesis, the molecular basis of 
correction remains elusive14,24. Although VX-809–induced ΔF508-
CFTR activity at the plasma membrane is potentiated two-fold with 
VX-770 in preclinical settings14, additional improvement seems 
to be required in corrector efficacy to achieve substantial clinical  
benefit in cystic fibrosis21.

Recent studies revealed that ΔF508-NBD1 is thermodynamically 
and kinetically destabilized at physiological temperature and sug-
gested that NBD1 stabilization would effectively counteract ΔF508-
CFTR misprocessing25,26. Substantial stabilization of ΔF508-NBD1 
by suppressor mutations, however, resulted in a limited increase 
in folding and plasma membrane expression of ΔF508-CFTR27,28. 
Remarkably, robust rescue (65–80%) of ΔF508-CFTR folding could 
be achieved by suppressor mutations that simultaneously stabilized 
ΔF508-NBD1 and the NBD1 interface with the CL4 coupling helix 
in the MSD2 (refs. 27,28). These observations suggest that efficient 
correction of both primary structural defects is necessary and suffi-
cient to restore ΔF508-CFTR function to the wild-type level in most 
cystic fibrosis patients. As a corollary, it is conceivable that correc-
tion of one of the primary (NBD1 or the NBD1-MSD2 interface) 
or secondary (for example, NBD2 misfolding5) structural defects 
accounts for the limited ΔF508-CFTR rescue efficiency of cor-
rectors identified to date11,14,17,19,21,22,29. Furthermore, combinations 
of correctors that counteract distinct conformational defects may 
potentiate each other’s effect on ΔF508-CFTR folding and function, 
in analogy to suppressor mutations of the primary folding defects27,28 
(Supplementary Fig. 1b).

On the basis of in vitro studies of isolated ΔF508-NBD1 in combi-
nation with in vivo CFTR processing, functional assays and in silico 
docking analysis as well as published data22, we propose that cor-
rectors can be mechanistically classified into three groups. We also 
show that the efficacy of VX-809, which targets the NBD1-MSD1/2 
interface, can be potentiated with two other classes of chemicals, as 
determined by ΔF508-CFTR folding, plasma membrane expression, 
stability and function in cell culture models and intestinal organoids 
from cystic fibrosis patients. Thus, targeting multiple conforma-
tional defects enables us to counteract ΔF508-CFTR misfolding, 
demonstrating that the structure-guided combination of correctors 
may provide an effective therapeutic strategy in cystic fibrosis.

ReSulTS
Class I corrector plus NBD1 stabilization restores folding
We postulated that small-molecule combinations targeting both 
primary folding defects would achieve wild type–like folding of 
ΔF508-CFTR, as documented in the case of second-site suppressor 
mutations confined to the NBD1 and the NBD1-MSD2 interface27,28. 
To categorize the available corrector molecules (Supplementary 
Results, Supplementary Table 1) according to their preferential 
targets, we determined the rescue efficiency of ΔF508-CFTR con-
taining either genetically stabilized NBD1 (stabilized through the 
quadruple mutation G550E R553Q R555K F494N (referred to col-
lectively as the R1S mutation; second-site mutations are defined 
in Supplementary Table 2) or the stabilized NBD1-MSD2 inter-
face (stabilized by the R1070W mutation in the CL4; Fig. 1a). We 
confirmed that the R1070W and R1S suppressor mutations mod-
estly increased the plasma membrane density of ΔF508-CFTR 
from <2% to 7% and 16% that of the wild type, respectively, as 
determined by cell-surface ELISA in baby hamster kidney (BHK) 
cells27 (Supplementary Fig. 2a). VX-809, C18 (a VX-809 analog) 
and C3, the most effective correctors in our screen, increased the 
plasma membrane density of ΔF508-CFTRR1S (ResR1S) and ΔF508-
CFTRR1070W (ResR1070W) to 93–100% and 30–34% that of the wild 
type, respectively (Fig. 1b). This observation suggests that VX-809, 
C18 and C3 preferentially target the NBD1-MSD2 interface over 

the NBD1 energetic defect and that they are designated as class I 
correctors (Fig. 1b and Supplementary Fig. 2a). The preferential 
rescue of the NBD1-MSD2 interface and NBD1 stability defects was 
estimated by the augmented plasma membrane density of ResR1S 
and ResR1070W, respectively, a measure that indicates the capacity 
of correctors to synergize with the respective suppressor mutation 
(Supplementary Fig. 2a). The ratio of ResR1S over ResR1070W sug-
gested that VX-809, C18 and C3 have a stabilizing effect on the 
NBD1-MSD2 interface that is ~3.5-fold stronger than their effect 
on NBD1 (Fig. 1c). This inference was confirmed by using ΔF508-
CFTR variants containing the functionally analogous suppres-
sor mutations F494N Q637R F429S (referred to as ‘3S’ mutation), 
G550E R553Q R555K (‘R’ mutation) or V510D; the 3S and R muta-
tions stabilize the NBD1, and V510D stabilizes the NBD1-MSD2 
interface7,27,30,31. VX-809, C18 or C3 increased the plasma mem-
brane density of ΔF508-CFTR3S and ΔF508-CFTRR from 7–25% to 
60–120% of the wild type, respectively, and enhanced their complex 
glycosylation but was less effective in the case of ΔF508-CFTRV510D, 
which responded similarly to ResR1070W (Supplementary Fig. 2b,c). 
A similar rescue efficiency was obtained in the presence of VX-809, 
C18 or C3 by analyzing the magnitude of fold correction of the cell-
surface density relative to that induced by the respective second-site 
mutation (or mutations) alone. The reduced rescue efficiency of 
ΔF508-CFTR3S relative to ResR1S by class I correctors may be attrib-
uted to the more efficient stabilization of the NBD1-NBD2 interface 
by the R1S suppressor mutation.

Metabolic pulse-chase experiments confirmed that only the 
combination of VX-809, C18 or C3 with NBD1 stabilization 
(R1S) enhanced ΔF508-CFTR folding efficiency near to that of 
the wild type (22–32%), indicating a four- to eight-fold potentia-
tion between class I correctors and the effect of the R1S mutation 
(Fig. 1d and Supplementary Fig. 2d), but ΔF508-CFTR folding 
was modestly enhanced by this combination of correctors in the 
presence of mutations conferring interface stabilization (R1070W 
or V510D). Dual-acting compounds such as C15 (corr-2b32) and 
CoPo-22 (CoPo33), which combine both corrector and potentiator 
effects, only slightly enhanced the plasma membrane density of 
ΔF508-CFTR variants (Supplementary Fig. 2a).

The wild type–like ΔF508-CFTR complex glycosylation, func-
tion and plasma membrane density were reproduced by genetic 
stabilization of NBD1 and the NBD1-MSD2 interface as well as by 
the combination of class I correctors and NBD1 suppressor muta-
tions in polarized human immortalized cystic fibrosis bronchial 
respiratory epithelial (CFBE41o-) cells (Supplementary Fig. 3). 
Class I correctors increased the plasma membrane density, complex 
glycosylation and apical Cl− current (ICl(apical)) of ΔF508-CFTR 
to ~100–130% and ~30% that of the wild type in the presence of 
the R1S and R1070W mutations, respectively, in CFBE41o- cells 
expressing the mutant channel under the control of a tetracycline-
responsive promoter (Fig. 1e,f and Supplementary Fig. 3e–g), con-
sistent with preferential stabilization of the NBD1-MSD2 interface 
by class I correctors in CFBE41o- cells.

To evaluate the efficiency of class I correctors as a function of 
the ΔF508-NBD1 conformational stability, we established the rela-
tionship between NBD1 stability (reflected by the Tm values of the 
0S, 1S (F494N), 3S or R4S suppressor mutants of ΔF508-NBD1 
or wild-type NBD1, as described in Supplementary Table 2) 
and the plasma membrane density of the respective CFTR vari-
ants. The plasma membrane expression of CFTR in the wild type 
was dependent on NBD1 stability with an eight-fold steeper slope 
(12.9 ± 3.1% per °C) compared to that of ΔF508-CFTR (1.7 ± 0.2% 
per °C), confirming the critical role of the Phe508 side chain in 
CFTR-coupled domain folding1,6 (Fig. 1g). With effects similar 
to those of the R1070W mutation27 (9.2 ± 2.3% per °C), VX-809 
(9.8 ± 0.7% per °C), C18 (9.6 ± 1.3% per °C) and C3 (10.8 ± 2.1% 
per °C) restored wild type–like coupling between NBD1 stability 
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(Tm) and ΔF508-CFTR plasma membrane expression, supporting 
the possibility that class I correctors stabilize the NBD1-MSD2 
interface (Fig. 1g). Notably, the improvement of wild-type CFTR 
plasma membrane expression by NBD1 stabilization reinforces 
the notion that the inherent conformational fluctuation of NBD1 
partly accounts for the limited processing efficiency of the wild-
type channel27 (Fig. 1g).

Mechanisms of action of CFTR correction
To assess whether VX-809 or C18 can directly bind ΔF508-CFTR 
as a pharmacological chaperone, we determined the functional 
stability of the temperature-rescued mutant channel in an artificial 
planar phospholipid bilayer27,34. These experiments used ΔF508-
CFTR with the R29K and R555K mutations (ΔF508-CFTR2RK) to 
improve the channel reconstitution success by modestly enhanc-
ing plasma membrane expression after the 26 °C rescue while 
preserving the ΔF508-CFTR channel gating and functional sta-
bility defects, as reported before34 (Supplementary Fig. 4a–c). 
The open probability (Po) of the phosphorylated ΔF508-CFTR2RK 
channel was progressively decreased from 0.21 to 0.09 upon rais-
ing the temperature from 24 °C to 36 °C34,35 (Fig. 2a,b). In con-
trast, the Po of the wild type was increased from 0.35 to 0.47  
(Fig. 2a,b). VX-809 and C18 prevented the thermal inactiva-
tion of the mutant and maintained Po values of 0.21 and 0.26, 
respectively, at 36 °C during the course of the measurement  

(Fig. 2a,b and Supplementary Fig. 4d), providing evidence that 
these compounds can directly interact with the channel.

To delineate potential VX-809 target sites, we performed in silico 
docking on the NBD1 crystal structure (Protein Data Bank (PDB) 
code 2BBT) and two CFTR homology models3,36 following the  
deletion of Phe508 using AutoDock. VX-809 was docked to the 
NBD1-CL1(MSD1), NBD1-CL4(MSD2) and NBD1-NBD2 inter-
faces (Fig. 2c, Supplementary Fig. 5 and Supplementary Table 3).  
Some of these sites have been reported as putative corrector bind-
ing sites37,38. To test the in silico predictions, we disrupted the 
NBD1-CL4 and NBD1-CL1 interfaces with the R1070W or F508G 
mutations5,6,27,39 and the cystic fibrosis–causing R170G muta-
tion (http://www.genet.sickkids.on.ca/), respectively, in wild-type 
CFTR. The R170G substitution probably disrupts the electrostatic 
interaction between Arg170 (CL1) and Glu402, Glu403 and/or 
Glu476 (NBD1) (Fig. 1a). The F508G mutation interferes with 
hydrophobic patch formation at the NBD1-CL4 interface but only 
marginally compromises NBD1 energetics3,27. These events lead to 
the destabilization of the joint CL1-CL4 interface with NBD1 and 
the subsequent misfolding of multiple CFTR domains6. Remarkably, 
the severe processing and plasma membrane expression defects 
of both CL1 and CL4 interface mutants were largely corrected 
by VX-809, C18 and C3 (Fig. 3a–c). Conversely, stabilization of 
the NBD1-CL4 interface through the V510D or R1070W muta-
tions in the absence of Phe508 attenuated the relative efficiency of  
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MSD1/2 interfaces in the CFTR open structural model36. Some critical interface residues are indicated. (b) Relative plasma membrane (PM) density 
of ResR1S (y axis) or ResR1070W (x axis) upon corrector treatment was measured by ElISA in BHK cells (n = 6–12). Correctors indicated by black symbols 
are listed in Supplementary Figure 2a. WT, wild type. (c) Structural preference of correctors to NBD1-MSD2 interface over NBD1 stability defect was 
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ResR1070W (ResR1S/ResR1070W, x axis). (d) The maturation efficiency of ΔF508-CFTR was measured by metabolic pulse-chase experiments. B, immature core-
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control. (g) Correlation between the Tm of NBD1 variants of 0S, 1S, 3S, R1S and R4S (listed in Supplementary Table 2) and plasma membrane density of 
the respective CFTR variants in BHK cells (n = 8–12) in the presence or absence of correctors. The data were fitted by linear regression analysis. Correctors 
(C3 at 10 μM; C18 and vX-809 at 3 μM) were applied for 24 h at 37 °C. Data represent mean ± s.e.m.
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class I correctors but not that of C4 on ΔF508-CFTR3S (Fig. 3d 
and Supplementary Fig. 6a). Moreover, the V510D mutation, 
which improves wild-type expression conceivably by stabilizing 
the NBD1-CL4 and NBD1-CL1 interfaces and marginally stabiliz-
ing the NBD1 itself27, also attenuated the effect of class I correc-
tors on wild-type CFTR (Supplementary Fig. 6b). To our surprise, 
the V510D but not the R1S mutation substantially corrected the 
R170G defect (Supplementary Fig. 6c), suggesting that the NBD1-
CL1 interface defect is coupled to that of NBD1-CL4. The rescue of 
CFTRR170G expression by class I correctors, however, was partially 
diminished by the V510D mutation (Supplementary Fig. 6d). 
In addition to being consistent with in silico docking prediction 
(Supplementary Fig. 5a,c,e), the stronger effect of VX-809 on the 
CL1 mutants compared to transmembrane helix 1 mutants such as 
G85E and G91R (Supplementary Fig. 7a) was also consistent with 
the model that VX-809 targets the interdomain interface composed 
of NBD1 and the CL1 plus CL4, which contains the respective  
coupling helices1.

To further dissect the VX-809 target, we assessed its effect on the 
steady-state expression of wild-type CFTR domain  combinations 
representing stalled biosynthetic folding intermediates6,40. This 
approach is favored by the observation that the conformation of 
early folding intermediates is similar between the wild type and 
ΔF508-CFTR41. VX-809 increased the amount of wild-type and 
ΔF508-MSD1-NBD1 domain combination (also known as M1N1) 
equally as well as it increased the amount of wild-type MSD1 and 
MSD1-NBD1-R domain combination, but there was no increase 

for the domain  combinations that lacked MSD1 (Supplementary 
Fig. 7a–e), suggesting that VX-809 targeting of MSD1 is a prereq-
uisite for stabilizing the domain interface composed of CL1, CL4 
and NBD1.

To determine the possible role of VX-809 at the NBD1-NBD2 
interface, we used NBD2 deletion variants (CFTR-ΔNBD2) because 
they have folding characteristics similar to those of wild-type CFTR 
(refs. 6–8). Class I correctors and the R1S mutation rescued ΔF508-
CFTR-ΔNBD2 plasma membrane expression to 50–75% that of its 
wild-type counterpart, as in the case of the full-length molecule 
(Fig. 3e,f), ruling out any substantial role of NBD1-NBD2 or the 
NBD2-MSD1 and NBD2-MSD2 interfaces in CFTR correction 
(Supplementary Fig. 5c–f). This result was in agreement with the 
prediction of preserved VX-809 binding sites in the CFTR-ΔNBD2 
model (Fig. 2c). In contrast, NBD2 deletion virtually eliminated 
the ability of C4 (a C13 analog)17 or core-corr-II42 to correct 
ΔF508-CFTRR1S (Fig. 3e–f). Therefore, we designated C4 and 
core-corr-II as members of class II (Fig. 1b,c and Supplementary  
Fig. 2a). That the class II corrector effect was prevented by the 
NBD2 deletion is consistent with in silico docking predictions, 
supporting that the putative target of C4 and core-corr-II is the 
NBD1-NBD2 and/or NBD2-MSD1/2 interface (Supplementary 
Figs. 8 and 9), and with the weaker rescue efficiency of class II cor-
rectors on the NBD1-MSD1/2 interface mutants (R1070W, F508G 
or R170G) compared to that of class I correctors (Fig. 3a–c).  
These results are also in line with the observation that the C4 
 rescue effect is exerted only after MSD2 translation is completed40.  
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Although in silico docking predicted the regulatory insertion,  
a 32-residue segment between the first two β-strands in the NBD1 
(ref. 43), as a possible binding site of class II correctors in NBD1 
(Supplementary Figs. 8 and 9), this scenario was ruled out because 
C4 remained effective for the ΔF508-CFTR-ΔRI containing ener-
getically stabilized NBD1 (refs. 25,26) (Supplementary Fig. 9f).

Chemical chaperones stabilize human DF508-NBD1
Although none of the correctors tested seems to preferentially stabi-
lize the NBD1, according to the structural complementation analy-
sis (Fig. 1b,c), it remains possible that correctors can exert a limited 
conformational stabilization effect on human ΔF508-NBD1, simi-
larly to RDR1, a compound that directly binds and stabilizes mouse 
ΔF508-NBD1 (ref. 22). To assess this possibility, we first monitored 
the thermal unfolding propensity of the domain by differential 
scanning fluorimetry (DSF)27. Initial studies were carried out on 
human ΔF508-NBD1 containing the single solubilizing mutation 
F494N (ΔF508-NBD11S), followed by validation on native ΔF508-
NBD1 with protein yield reduced by several factors and increased 
thermal sensitivity. Most of the available correctors, including 
RDR1 (ref. 22), failed to counteract the conformational instability 
of human ΔF508-NBD11S and ΔF508-NBD1, as reflected by their 8- 
to 9-°C-lower Tm relative to their wild-type counterparts (Fig. 4a–c 
and Supplementary Fig. 10a). C6, C11 (dynasore) or C12 weakly 
increased the Tm of ΔF508-NBD11S, but this effect was minimal on 

ΔF508-NBD1 (Fig. 4b,c and Supplementary Fig. 10a). Accordingly, 
C11 neither attenuated the in vitro ubiquitination of unfolded 
NBD1 by the chaperone-dependent E3 ubiquitin ligase CHIP27 
(Supplementary Fig. 10b) nor enhanced the plasma  membrane 
expression of the chimera formed by ΔF508-NBD11S anchored to 
truncated CD4 (CD4T-ΔF508-NBD11S; described below). In con-
trast, ATP and chemical chaperones (glycerol, TMAO, myo-inositol 
and D-sorbitol) substantially enhanced the Tm of ΔF508-NBD11S and 
ΔF508-NBD1 (Fig. 4a–c and Supplementary Fig. 10a). The DSF 
results were substantiated by monitoring the in vivo folding of NBD1 
in the context of the CD4T-ΔF508-NBD11S chimera. The measure-
ment of the chimera plasma membrane density, as a  validated  
surrogate readout of the biosynthetic processing efficiency6,27, 
showed that only chemical chaperones (for example, glycerol and 
myo-inositol) and solubilizing mutations (R4S) but none of the  
correctors stabilized cytosolic ΔF508-NBD11S anchored to the  
truncated CD4 reporter molecule (Fig. 4d).

Considering the enhanced conformational dynamics of resi-
dues 507–511 in isolated ΔF508-NBD13S, as shown by hydrogen  
deuterium exchange and MS (HDX-MS)44, we tested whether 
VX-809 could limit the conformational dynamics of this region. 
We confirmed the accelerated deuteration of the peptide spanning  
residues 505–509 in ΔF508-NBD11S relative to its wild-type  
counterpart44 but not that of the remaining >60 peptides, which 
represent 98% sequence coverage of NBD11S (Fig. 4e–h and 
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Supplementary Fig. 10c). VX-809, however, was unable to suppress 
the HDX kinetics of the 505–509 segment and of the other peptides, 
suggesting that VX-809 is unable to elicit localized conformational 
stabilization on ΔF508-NBD11S (Fig. 4e–h).

Corrector combinations robustly rescue DF508 in BHK cells
On the basis of this study and other published data22,38,40, we pro-
pose the categorization of the ΔF508 correctors into three classes 
(Fig. 5a). Class I (C3, C18 and VX-809) primarily stabilizes the 
NBD1-CL1 and NBD1-CL4 interfaces, class II (core-corr-II and 
corr-4 analogs (C4, C13)) targets NBD2 and/or its interface, and 
class III stabilizes ΔF508-NBD1. Because RDR1 stabilizes mouse but 
not human NBD1 (ref. 22) (Fig. 4), we used chemical  chaperones 
such as glycerol as surrogate class III correctors in our proof- 
of-principle studies.

The combination of chemicals with complementary structural 
targets is predicted to potentiate the individual correctors via ΔF508-
CFTR–coupled domain folding and phenocopy the combination of 
suppressor mutations27,28 (Supplementary Fig. 1b). Though combin-
ing a class I corrector (VX-809, C18 or C3) with a class II corrector 
(C4 or core-corr-II) only modestly rescued the amount of ΔF508-
CFTR in the plasma membrane (<10% of wild-type CFTR), the 
combination of class I corrector and glycerol enhanced ΔF508-CFTR  
plasma membrane expression to 30–50% that of the wild type, 
supporting that correction of both primary defects is required for 
robust ΔF508-CFTR rescue (Fig. 5b). The class I corrector and glyc-
erol each achieved <8% rescue, and this effect was further improved 

by class II correctors and enhanced ΔF508-CFTR plasma membrane 
expression to ~60–110% that of the wild type (Fig. 5b). Similar 
phenotypes were confirmed by monitoring the accumulation of 
complex-glycosylated ΔF508-CFTR with immunoblotting (Fig. 5c). 
Metabolic pulse-chase experiments (Fig. 5d,e) and ELISA (Fig. 5f) 
revealed that the combined treatment increased the ΔF508-CFTR 
folding efficiency to ~70% that of the wild type and largely rescued 
the plasma membrane stability defect of the mutant. Thus, both 
enhanced endoplasmic reticulum folding efficiency and the plasma 
membrane stability of ΔF508-CFTR in the presence of two classes 
of correctors with glycerol account for the wild type–like plasma 
membrane expression.

DF508-CFTR rescue in bronchial epithelia
The rationally selected chemical combination also consider-
ably potentiated the VX-809 rescue of the ΔF508-CFTR in polar-
ized respiratory epithelial cells. The plasma membrane density of 
ΔF508-CFTR in CFBE41o- cells treated with a class I corrector 
was enhanced by approximately three-fold in the presence of 5% 
glycerol and was further augmented by treatment with class II cor-
rector (C4 or core-corr-II), representing an approximately five-fold 
increase of the VX-809 effect (Fig. 6a). The combined treatment of 
two classes of correctors with glycerol enhanced the plasma mem-
brane density of ΔF508-CFTR to ~10% that of wild-type CFTR,  
a comparable effect to that achieved by low temperature (Fig. 6a).  
The VX-809 effect was further potentiated by combination with 
C4 and glycerol and partially restored ΔF508-CFTR complex 

Figure 4 | effect of correctors 
on the isolated NBD1 stability in 
vitro and in vivo. (a–c) Melting 
temperature (Tm) of human 
ΔF508-NBD11S (a) or ΔF508-
NBD1 (0S) (b,c) was determined 
by DSF6,27 as described in the 
online Methods. The indicated 
correctors or chemical chaperones 
(Supplementary Table 1) were 
present during thermal unfolding  
at the following concentrations: 
3 μM and 10 μM C1, C2, C3, C4, 
C5, C6, C7, C9, C11, C12, C13, C14, 
C17 and CoPo; 10 μM and 20 μM 
C8, C15 and C16; 1 μM and 3 μM 
C18 and vX-809, 5 μM and 15 μM 
RDR1; 2.5 μg ml−1 and 5 μg ml−1 
core-corr-II; 5% and 10% glycerol; 
150 mM and 300 mM TMAo, 
taurine, myo-inositol (myo) and 
D-sorbitol. Wild-type NBD11S (WT 
(1S)) or wild-type NBD1 (WT (0S)) 
were used as positive controls. 
In c, the Tm of ΔF508-NBD1 was 
determined by DSF as in b. Data 
represent mean ± s.e.m. (n = 3). 
The change in Tm was considered 
statistically significant if it was 
more ± 3 s.d. (30.2 ± 0.4 °C) of the 
Tm of DMSo-treated ΔF508-NBD1. 
(d) Plasma membrane (PM) density of CD4T-ΔF508-NBD11S in transiently transfected African green monkey kidney (CoS-7) cells was measured  
by plasma membrane ElISA using anti-CD4. The ElISA signal of mock-transfected cells is also indicated. Cells were treated with corrector for 24 h at  
37 °C. CD4T-ΔF508-NBD1R4S (ΔF508R4S) and CD4T-WT-NBD11S (WT-1S) were used as positive controls. Data represent mean ± s.e.m. (n = 8–12).  
(e–h) Conformational dynamics of wild-type and ΔF508-NBD11S was determined by HDX-MS following 5 min of D2o labeling in the presence or absence 
of 10 μM vX-809. Data represent mean ± s.e.m. (n = 3). Representative peptides shown span residues 471–490 (e), 491–501 (f), 505–508 (WT) and 
505–509 (ΔF508) (g) and 510–525 (h) and are from >60 peptides obtained by pepsin digestion.
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 glycosylation (Fig. 6b), plasma membrane stability (Fig. 6c) and 
function at the apical plasma membrane in CFBE41o- epithelial 
cells (Fig. 6d,e). Similar enhancement was observed in other polar-
ized epithelial cell models. The combined treatment enhanced the 
plasma membrane density of ΔF508-CFTR to ~40% and ~15% that 
of the wild type in Madin-Darby Canine Kidney cells and human 
lung papillary adenocarcinoma epithelial cells (NCI-H441), respec-
tively (Supplementary Fig. 11).

Functional correction of DF508-CFTR rectal organoids
Finally, the efficacy of the mechanism-based corrector combi-
nation was evaluated in human rectal organoids derived from  
cystic fibrosis patients homozygous for the ΔF508 mutation45. 
CFTR channel activity was measured by monitoring forskolin-
induced swelling (FIS) of organoids as the cross-sectional area 
of organoids was proportional with CFTR-mediated chloride and 

coupled water transport45. Although class I correctors (C18 or 
VX-809) modestly improved the FIS of CFTRΔF508/ΔF508 organoids, 
combining it with myo-inositol46, a chemical chaperone selected 
on the basis of its minimal toxicity, enhanced the ΔF508-
CFTR–dependent FIS to 30–60% of that observed in organoids 
from healthy individuals (wild type) (Fig. 6f–h). The rescue 
of ΔF508-CFTR–mediated FIS was completely prevented with 
CFTR blockers (inhibitor 172 (Inh172) and GlyH101) (Fig. 6f–h). 
Likewise, organoids expressing nonfunctional, truncated CFTR 
variants harboring a premature truncation (E60X) and the  
frame shift mutation 4015ATTTdel in the N-terminal tail 
and NBD2, respectively, also failed to show any FIS (Fig. 6h). 
Remarkably, VX-809, C4 and myo-inositol jointly restored 
ΔF508-CFTR–dependent FIS to >80% that of the wild type.  
A comparison of the individual, dual and triple combination effect 
of correctors on FIS of CFTRΔF508/ΔF508 organoids indicates a 2- to 
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2.5-fold potentiation (Fig. 6h). Together, these results demon-
strate that mechanism-based corrector combinations are capable 
of robustly rescuing ΔF508-CFTR folding and function in cell 
culture models and primary human cystic fibrosis organoids.

Notably, class I correctors, class II correctors and glycerol also 
augmented the plasma membrane expression of wild-type CFTR 
with an intrinsic low folding efficiency (~30%)1 (Supplementary 
Fig. 12a). The wild-type CFTR rescue efficiency by VX-809 or C18 
but not C4 was suppressed in the presence of the V510D mutation 
and, to a lesser extent, by the 3S or R4S mutation (Supplementary 
Fig. 12b), consistent with the limited conformational instability 
of the NBD1-MSD1, of NBD1-MSD2 interfaces and of NBD1 in 
wild-type CFTR27. These observations, along with the overlapping 
VX-809 in silico docking data on ΔF508-CFTR and wild-type CFTR 
(Supplementary Fig. 12c) and on in vitro data showing MSD1 
stabilization are consistent with the possibility that VX-809, simi-
larly to the V510D mutation, targets the conformationally unstable  
wild-type NBD1-MSD1/2 interface.

DISCuSSION
Here we show that the combination of correctors targeting comple-
mentary conformational defects can overcome their individually 
modest effects and restore ΔF508-CFTR processing and plasma 
membrane channel function. Using in vivo, in vitro and in silico 
analyses, we identified subsets of correctors that preferentially target 
the primary conformational defect at the NBD1-MSD1(CL1) and 
NBD1-MSD2(CL4) interfaces (class I) or the resulting NBD2 mis-
assembly (class II). None of the tested correctors belong to class III,  
which targets the human ΔF508-NBD1 energetic defect. Only chemi-
cal chaperones, such as glycerol and myo-inositol, can substitute for a 
class III corrector by stabilizing human ΔF508-NBD1 both in vitro  
and in vivo. Although we cannot rule out that glycerol has multiple  
targets in ΔF508-CFTR, NBD2 deletion diminished glycerol’s 
effect on plasma membrane expression and complex glycosylation 
of ΔF508-CFTRR1S but left ΔF508-CFTRR1070W expression largely 
unaffected (Fig. 3e,f and Supplementary Fig. 7f,g). In addition, 
glycerol rescued the amount of ΔF508-CFTRR1070W in the plasma 
membrane, similar to the effect of the NBD1 stabilizing mutations24 
(Supplementary Fig. 7f,g). These observations suggest that glyc-
erol may primarily stabilize the NBD1. The proposed classification 
of correctors also provides a plausible explanation for the additive 
effect of C3 (class I) and C4 (class II)47,48 or of VX-809 (class I) and 
C4 (class II), the attenuated efficiency of C3 and VX-809 (ref. 14) 
and the potentiation of class I correctors by chemical chaperones 
(as class III surrogates) (Figs. 5 and 6). The limited synergy between 
class I and class II correctors in the absence of a chemical chaperone 
may imply that suppression of ΔF508-CFTR primary defects is a 
prerequisite for correction of the secondary NBD2 defect.

Because of its ability to selectively increase the endoplasmic 
reticulum folding efficiency and plasma membrane stability in mul-
tiple cellular models, VX-809 was predicted to overcome a kinetic 
folding trap and/or stabilize the native-like conformer by directly 
interacting with ΔF508-CFTR14. The inhibition of ΔF508-CFTR2RK 
thermal inactivation by VX-809 or C18 suggests that these correc-
tors can directly interact with the mutant at the single-molecule 
level. Although VX-809 prevented functional inactivation upon 
raising the temperature from 24 °C to 36 °C, extended exposure to 
36 °C attenuated the VX-809 rescue effect, probably because only 
the NBD1-MSD1/2 interface defect was stabilized. This interpreta-
tion is consistent with the modest effect of genetic stabilization of 
the NBD1-MSD1/2 interface49 compared to the effect on the NBD1 
(ref. 35) and may explain the negligible effect of VX-809 on ΔF508-
CFTRI539T thermal inactivation, which was reported recently38. 
Notably, the direct interaction of C3 and potentiators P1 and 
VX-770 with purified CFTR was also inferred on the basis of their 
modulation of the channel ATPase and transport activity24,50,51.

Definitive identification of the VX-809 binding site (or sites) in 
the absence of a functionally inert, cross-linkable adduct remains a 
challenge and is further complicated by the coupled folding and mis-
folding mechanism of CFTR domains6,8, which may allow allosteric 
corrections of folding defects from different binding sites. However, 
our analysis by in silico predictions, in concert with in vitro assays 
(DSF and HDX-MS) using isolated human NBD1s and in vivo stud-
ies using full-length CFTRs with deletion and point mutations, sug-
gest that the NBD1-CL1/4 represents a primary target of VX-809, a 
conclusion that partly overlaps with a recent proposition38.

Importantly, mutations confined to transmembrane helix 1 
(G91R) and CL2 (M266R and W277R) of MSD1 could also be par-
tially rescued, presumably via targeting the coupled interface defect 
at NBD1-CL1/4. These results, together with those obtained using 
CFTR fragments and CL1 mutations, provide a plausible model of 
VX-809 action in which it binds MSD1 and stabilizes the CL1-CL4 
coupling helix, a critical step to form the proper interactions of NBD1, 
first with MSD1 then with MSD2, and ultimately facilitates coopera-
tive domain assembly upon completion of NBD2 translation27,28,38. 
Counteracting the processing defect of the cystic fibrosis–causing 
R170G and other missense mutations localized to transmembrane 
helix 1 and CL1/4 described here and previously38 by class I correc-
tors also suggests that VX-809 may be successfully used alone or in 
combination in a variety of rare cystic fibrosis mutations.

Although the additive effect of corrector pairing has been pre-
viously observed14,47,48, the rationale for corrector combination 
remained elusive. Our most important finding is that the mechanism- 
based classification of correctors permitted a rationally designed 
corrector combination approach that achieved a considerable 
improvement in ΔF508-CFTR rescue efficiency. Chemical correc-
tion of NBD1, the NBD1-MSD1/2 interface and NBD2 instability 
almost completely restored ΔF508-CFTR folding, plasma membrane 
expression, stability and function in BHK cells. ΔF508-CFTR rescue 
was weaker in kidney and respiratory epithelial cells (10–30% that 
of the wild type) than in BHK cells. This result could be attributed to 
modest NBD1 stabilization by reduced glycerol concentration (5%), 
which was required to maintain epithelial polarity.

Although the robust combination correction of ΔF508-CFTR 
transport function in human CFTRΔF508/ΔF508 organoids may be an 
overestimate, owing to the rate-limiting ion transport capacity of 
the basolateral plasma membrane in wild-type intestinal organoids, 
VX-809–induced ΔF508-CFTR chloride transport was augmented 
almost four-fold by treatment with class II compound and chemi-
cal chaperone, as shown by the FIS measurements. Considering 
that VX-809 improves ΔF508-CFTR plasma membrane function 
to ~15% that of the wild type in primary human bronchial epithe-
lia14 with marginally translatable clinical benefit21, it is reasonable to 
assume that structural defect–targeted corrector combination will 
eventually confer sufficient CFTR transport capacity in respiratory 
epithelial cells to achieve substantial clinical improvements in most 
CFTRΔF508/ΔF508 patients.

None of the available correctors but chemical chaperones 
can counteract the human ΔF508-NBD1 conformational defect, 
according to studies on in vitro and in vivo folding. This represents 
a bottleneck of cystic fibrosis pharmacological therapy, as systemic 
administration of chemical chaperones is not feasible. To achieve 
improved pharmacological correction in combination with class I  
correctors (for example, VX-809), an NBD1 stabilizer must be 
identified. The initial isolation of pharmacological chaperones sta-
bilizing the NBD1 could be envisioned by high-throughput screen-
ing of diverse compounds or fragment libraries in vitro, in vivo or  
in silico using ΔF508-NBD1 or ΔF508-CFTR cell-based functional 
or biochemical assays17,22. Exploiting NBD1-MSD1/2 interface  
stabilization by second-site suppressor mutations or class I correc-
tors (for example,VX-809) may bias high-throughput screening 
efforts toward the isolation of NBD1-stabilizing small molecules.  
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We believe that the successful identification of NBD1 stabilizers 
would make mechanism-based corrector combination therapy  
feasible for most cystic fibrosis patients. 
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MeTHODS
Methods and any associated references are available in the online 
version of the paper.
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ONlINe MeTHODS
Cell lines. Full-length and truncated human CFTR variants with the 3HA 
tag in the fourth extracellular loop52 were constructed by PCR mutagenesis 
(Supplementary Table 2). Detailed information on PCR mutagenesis is avail-
able from the authors on request. BHK cells stably expressing CFTR variants 
were generated and grown as previously described27. MDCK type II cells 
stably expressing CFTR-3HA variants were generated by lentivirus infection 
under puromycin selection (1–5 μg/ml) and grown in Dulbecco’s modified 
Eagle’s medium (DMEM) (Invitrogen, Carlsbad, CA) supplemented with 10% 
FBS (FBS). CFBE41o- Tet-on and NCI-H441 Tet-on cells stably expressing 
CFTR-3HA variants under a tetracycline-responsive promoter were gener-
ated by lenti virus transduction using the Lenti-X TetON Advanced Inducible 
Expression System (Clontech, Mountain View, CA) under puromycin (3 μg/ml) 
and G418 selection (0.2 mg/ml) and were grown in minimal essential medium 
(MEM, Invitrogen) supplemented with 10% FBS, 2 mM L-glutamine and  
10 mM HEPES and in RPMI-1640 Medium (ATCC) supplemented with 10% 
FBS, respectively. For propagation, the CFBE41o- cells were cultured in plastic 
flasks coated with an extracellular matrix (ECM mix) consisting of 10 μg/ml 
human fibronectin (EMD), 30 μg/ml PureCol collagen preparation (Advanced 
Biomatrix) and 100 μg/ml bovine serum albumin (Sigma-Aldrich) diluted in 
LHC basal medium (Invitrogen). The CFTR-3HA expression was induced by 
0.5 or 1 μg/ml doxycycline treatment for 4 d.

Antibodies and reagents. Antibodies (Abs) were obtained from the following 
sources: Monoclonal anti-CFTR L12B4 (no. MAB3484; dilution 1:1,000; recog-
nizing NBD1) and M3A7 (no. MAB3480; dilution 1:1,000; recognizing NBD2) 
were purchased from Millipore Bioscience Research Reagents (Temecula, 
CA). Mouse monoclonal anti-HA (no. MMS-101R; dilution 1:1,000) was from 
Covance Innovative Antibodies (Berkeley, CA). Chemicals were obtained 
from Sigma-Aldrich (St. Louis, MO) at the highest grade available. Most of the 
CFTR correctors were obtained from Cystic Fibrosis Foundation Therapeutics 
(CFFT) Inc., VX-809 was from Selleck (Houston, TX) and class II compounds 
were synthesized as described42. All of the correctors used in this study are 
listed in Supplementary Table 1.

NBD1 protein purification. Recombinant human NBD1 proteins were puri-
fied from E. coli as previously described27. The NBD1 protein was concentrated 
to 3–5 mg/ml in buffer containing 150 mM NaCl, 1 mM ATP, 2 mM MgCl2,  
1 mM TCEP, 10% glycerol and 10 mM HEPES, pH 7.8.

Microsome preparation. Microsomes were isolated by differential cen-
trifugation from BHK cells stably expressing 3HA-tagged WT CFTR or 
ΔF508-CFTR2RK as described27. To enrich for the complex-glycosylated ΔF508-
CFTR2RK, cells were incubated at 26 °C for ~36 h followed by treatment with 
150 μg/ml cycloheximide (CHX, 26 °C for 12 h) before microsome isolation52. 
WT CFTR–expressing cells were treated with 150 μg/ml CHX for 3 h to elimi-
nate the endoplasmic reticulum–localized core-glycosylated form.

Planar lipid bilayer studies. WT or ΔF508-CFTR reconstitution and channel  
activity were essentially measured as described previously27. A planar 
phospholipid bilayer was made of a 2:1 (w/w) mixture of 1-palmitoyl-2-
 oleoyl-sn-glycero-3-phosphoethanolamine (POPE) and 1-palmitoyl-2-oleoyl-
sn-glycero-3-phospho-L-serine (POPS, Avanti Polar Lipids, Alabaster, AL) in an 
n-decane solution at a final lipid concentration of 25 mg/ml and was formed 
over a 200- or 250-μm-diameter hole in a polystyrene chamber by monitoring 
the increase in its capacitance to 150–200 pF. The bilayer was bathed in sym-
metrical 300 mM Tris-HCl, 10 mM HEPES (pH 7.2), 5 mM MgCl2 and 1 mM 
EGTA. Microsomes (10- to 20-μg proteins) isolated from CFTR-expressing 
BHK cells were prephosphorylated in the presence of 100 U/ml protein  
kinase A (PKA) catalytic subunit (Promega) and 2 mM MgATP at room tem-
perature for 10 min, added to the cis compartment and fused to the planar lipid 
bilayer. CFTR channel activity was recorded in the presence of 100 U/ml PKA 
catalytic subunit and 2 mM MgATP. Currents were measured with a BC-535 
amplifier (Warner Instrument, Hamden, CT). Voltage was clamped at Vm = −60 
mV. In temperature ramp experiments, the chamber was heated from room 
temperature to 36 °C at a rate of ~1–2 °C/min. Single-channel activities were 
acquired using pClamp 8.1 (Axon Instruments) with 10 kHz, filtered at 200 Hz 
with low-pass 8-pole Bessel filter and stored digitally. Records were filtered at 50 
Hz and analyzed using Clampfit 10.3 (Axon Instruments). We applied a 50% cut-
off between open and closed levels, and events shorter than 10 ms were excluded 

from the analysis. Single-channel open probability (Po) was determined as NPo 
divided by the number of channels, where NPo was obtained from event detec-
tion features of Clampfit 10.3 and N represents the number of channels.

HDX-MS. Localized conformational dynamics of isolated NBD1s was  
measured by HDX-MS essentially as described44. HDX was initiated by 
mixing 1–2 μL of NBD1 stock solution to 15 volumes of D2O-based buffer  
(pD 7.5, based on pD = pHread + 0.40)53 containing 150 mM NaCl, 1 mM ATP, 
2 mM MgCl2, 1 mM TCEP and glycerol, resulting in a final D2O concentration 
of more than 90% (v/v). The final concentration of glycerol was adjusted to 
1%. The mixtures were incubated for 15 s, 1 min, 5 min, 15 min, 1 h and 2 h at 
room temperature and then quenched by adding a 2- to 2.5-μL aliquot of the 
mixture to 300 mM phosphate buffer containing 8 M urea, pH 2.5 (quenching 
buffer). Quenched solutions were flash frozen in MeOH containing dry ice, 
and samples were stored at –80 °C.

Prior to high performance liquid chromatography (HPLC)-MS analysis, the 
labeled protein solutions were thawed and immediately loaded onto the injec-
tion valve. Deuterated NBD1 was digested in an on-line immobilized pepsin 
column prepared in house. On-line pepsin digestion was carried out at a flow 
rate of 50 μL/min for ~1.5 min, and resulting peptides were trapped on a C18 
trapping column (Optimized Technologies, Oregon City, OR). Following desalt-
ing for 1.5 min (at a 150 μl/min flow rate), peptides were loaded onto a C18 
column (1 mm i.d. × 50 mm, Thermo Fisher Scientific, Waltham, MA) through 
a six-port valve. Peptides were separated using a 13–90% linear gradient of ace-
tonitrile containing 0.1% formic acid for 6 min at 50 μl/min. Chromatographic 
separation was performed using an Agilent 1100 HPLC system. To minimize 
back-exchange, the column, solvent delivery lines, injector and other accessories 
were immersed in an ice bath. The C18 column was directly connected to the 
electrospray ionization source of LTQ Orbitrap XL (Thermo Fisher Scientific). 
Mass spectra of peptides were acquired in positive-ion mode for m/z 200–2,000. 
Identification of peptides was carried out in separate experiments by tandem 
MS (MS/MS) analysis in data-dependent acquisition mode, using collision-
induced dissociation. All MS/MS spectra were analyzed using SEQUEST pro-
gram (Thermo Fisher Scientific). Searching results from SEQUEST were further 
manually inspected, and only those verifiable were considered in HDX analysis. 
Triplicate measurements were carried out for each time point. HDExaminer 
(Sierra Analytics, Modesto, CA) was used to determine the deuteration level as 
a function of labeling time. The deuterium levels of peptides were not corrected 
for back-exchange, and therefore presented values reflect the relative exchange 
levels across the protein samples54.

Differential scanning fluorimetry (DSF). The melting temperature of recom-
binant human NBD1 was measured as previously described27. DSF scans of NBD1 
(7–12 μM) were obtained in 150 mM NaCl, 20 mM MgCl2 and 10 mM HEPES, 
pH 7.5, and were performed using a Stratagene Mx3005p (Agilent Technologies, 
La Jolla, CA) qPCR instrument in the presence of 2× Sypro Orange. The medium 
ATP concentration was kept at 2.5 mM unless otherwise indicated.

Measurement of CFTR cell-surface density and stability. Cell-surface CFTR-
3HA density and stability was measured by ELISA using anti-HA as previously 
described52. The plasma membrane density of CD4-NBD1 chimeras was mea-
sured by cell-surface ELISA using anti-CD4 (no. 555344; dilution 1:1,000; BD 
Biosciences; OKT4) in transiently transfected COS-7 cells as described6,27. The 
cell-surface density of CFTR and CD4-NBD1 chimeras was normalized with pro-
tein concentrations based on BCA assay. Data are presented as mean ± s.e.m. from 
at least two independent experiments consisting of multiple (3–8) measurements.

Western blotting and pulse-chase experiments. Western blotting and pulse-
chase experiments were performed as previously described52. Cells were treated 
with correctors for 24 h at 37 °C and during the pulse-labeling and chase period.

ICl(apical) measurement. ICl(apical) measurements were essentially performed 
as described13. CFBE41o- cells were plated on ECM mix–coated 12-mm Snapwell 
filters (Corning, Corning, NY) at a density of 1 × 105 cells/cm2. Polarized epi-
thelia (≥5 d after confluence) were mounted in Ussing chambers, bathed in 
Krebs-bicarbonate Ringer and continuously bubbled with 95% O2 and 5% CO2. 
To impose a chloride gradient, Cl− was replaced by gluconate in the apical com-
partment. To functionally isolate the apical plasma membrane, the basolateral 
plasma membrane was permeabilized with 100 μM amphotericin B, and the 
epithelial sodium channel was inhibited with 100 μM amiloride. CFTR activity  
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was  stimulated by apical forskolin (0.03–10 μM) and genistein (100 μM) fol-
lowed by the addition of CFTR inhibitor 172 (Inh172, 20 μM) to determine CFTR-
specific apical Cl− current (ICl(apical)). Measurements were performed at 37 °C.  
The transepithelial resistance (TER) of CFBE was predominantly between  
200–1,700 Ω/cm2. Although the combination of three chemicals, including 
glycerol, reduced the TER of permeabilized CFBE cells to <200 Ω/cm2, the 
CFTR-mediated ICl(apical) was measured by monitoring only the CFTR-Inh172–
sensitive component of the forskolin- and genistein-stimulated ICl(apical).

In silico docking. In silico docking of VX-809, C4 and core-corr-II was  
performed using AutoDock 4.2.

Preparation of the proteins. Proteins were prepared initially in PDB format. The 
structure of the ΔF508-NBD1 was obtained from the PDB database (PDB code 
2BBT)44. The F504N and Q646R solubilizing mutations were reverted back to 
Phe504 and Gln646 followed by energy minimization in SYBYL (Tripos Inc.) 
using the AMBER force field55 with AMBERF99 charges56. Two full-length 
models, one representing the closed state (http://dokhlab.unc.edu/research/
CFTR/home.html)3 and the other representing the open state36, were selected 
for docking. For comparability, both models were trimmed to contain amino 
acids 81–365, 391–648, 855–1154 and 1208–1429. Phe508 was deleted followed 
by the adjustment of the neighboring residues using the Modloop server57 
and by energy minimization using the AMBER force-field with AMBERF99 
charges56. All of the amino acid numbers mentioned in the paper correspond 
to the amino acid numbering in the WT CFTR.

Preparation of ligands. Ligands were prepared in mol2 format. VX-809 was 
downloaded from the PubChem Compound Database in three-dimensional 
sdf format and converted to mol2 format by SYBYL. Molecules C4 and 
core-corr-II were drawn in two dimensions using ChemBioDraw Ultra 12.0 
(CambridgeSoft) and saved in mol2 format. Their coordinates were copied to 
the PRODRG server58 to obtain an initial three-dimensional structure. The 
resulting mol2 files of C4 and core-corr-II were corrected to contain appro-
priate atom types and were subjected to energy minimization in SYBYL. The 
Tripos force field with Gasteiger-Hückel charges were used until the RMS gra-
dient of the energy derivative reached 0.01 kcal/mol/Å.

Running the docking simulations. The docking was performed using AutoDock59. 
Input files were prepared using AutoDock 4.2 with AutoDockTools (MGLTools 
1.5.4). Ligands were loaded with Gasteiger charges and were saved in pdbqt for-
mat. Polar hydrogen atoms and Kollmann charges were added to the proteins. 
The grid box was centered on coordinates 95 Å, 70 Å, 170 Å, and its size was 
set to 70 Å × 70 Å × 70 Å with 0.5-Å spacing to include the two NBDs and the 
coupling helices (Supplementary Fig. 5b). To achieve this box size, AutoDock 
was compiled with a value of MAX_GRID_POINTS higher than the default 
126, which allowed us to set 140 grid points in each direction. Lamarckian 
Genetic Algorithm was used for docking with default settings, except for the 
parameters ga_pop_size (300) and ga_num_evals (30,000,000) to perform 
exhaustive sampling. Three docking simulations with different random seeds 
for each drug and structure were run on the Hungarian HPC infrastructure 
(NIIF Institute, Hungary). From each run, 250 hits were collected.

Analysis of the docking simulations. All the 750 poses for each docking were used 
for analysis. These conformations were analyzed using SciPy (http://www.scipy.
org/) and in-house written Python scripts. A Python package for SciPy called 
hcluster was used to perform hierarchic clustering based on r.m.s. deviation 
using the centroid distance measure. The threshold for forming flat clusters was 
set to include conformations with r.m.s. deviation values smaller than 3 Å into 
each cluster. Binding poses were clustered by r.m.s. deviation and ordered by the 
binding pose with the lowest binding free energy in each cluster. The four clus-
ters, in which the pose with the lowest binding free energy exhibits one of the 
lowest binding free energies, are shown in figures, which were prepared in the 
PyMOL Molecular Graphics System (Schrödinger, LLC). The CFTR amino acid 
binding sites of correctors were determined using PyMOL by selecting residues 
with less than a 4 Å distance from every molecule in each cluster.

In vitro ubiquitination of NBD1. In vitro ubiquitination of purified ΔF508-1S-
NBD1 was performed as previously27. NBD1-1S (1 μM) was incubated for 5 min 
at 34 °C with 0.1% DMSO (as control) or C11 in reaction buffer (20 mM HEPES,  
pH 7.5, 50 mM NaCl, 5 mM MgCl2, 2 mM DTT, 20 μM MG-132, 5 μg/ml 

 leupeptine, 5 μg/ml pepstatin A) in the presence of 2 μM Hsc70. After the heat 
denaturation, the CHIP-mediated NBD1 ubiquitination was initiated by incuba-
tion at 26 °C for 2 h with 0.1 μM E1, 4 μM UbcH5c, 3 μM CHIP and 10 μM ubiq-
uitin (Sigma). NBD1was analyzed by immunoblotting with anti-NBD1 (L12B4).

Crypt isolation and organoid culture from human rectal biopsies. Crypt 
isolation and culture of human intestinal organoids have been described pre-
viously60. Rectal suction biopsies were obtained for intestinal current mea-
surements (ICM) during standard cystic fibrosis care by a procedure described 
previously45 that has been approved by the Ethics Committee of the University 
Medical Centre Utrecht and the Erasmus Medical Centre of Rotterdam. In 
short, rectal biopsies were washed with cold complete chelation solution and 
incubated with 10 mM EDTA for 60–120 min at 4 °C. Supernatant was har-
vested, and EDTA was washed away. Crypts were isolated by centrifugation 
and embedded in matrigel (growth factor reduced, phenol-free, BD bioscience) 
and seeded (50–100 crypts per 50 μl matrigel per well) in 24-well plates.  
The matrigel was polymerized for 10 min at 37 °C and immersed in com-
plete culture medium: advanced DMEM/F12 supplemented with penicillin- 
streptomycin, 10 mM HEPES, Glutamax, N2, B27 (all from Invitrogen), 1 mM 
N-acetylcysteine (Sigma) and the following growth factors: 50 ng/ml mEGF, 
50% Wnt3a-conditioned medium and 10% Noggin-conditioned medium, 20% 
Rspo1-conditioned medium, 10 μM nicotinamide (Sigma), 10 nM gastrin 
(Sigma), 500 nM A83-01 (Tocris) and 10 μM SB202190 (Sigma). The medium 
was refreshed every 2–3 d, and organoids were passaged 1:4 every 7–10 days. 
Organoids from passages 1–10 were used for confocal live cell imaging.

CFTR transport activity of human rectal organoids. Organoids were seeded 
from a 7-d-old culture in a 4-μl matrigel placed into a flat-bottom 96-well cul-
ture plate (Nunc) and commonly contained 40–80 organoids and 100 μl culture 
medium. To visualize volume changes, 1 d after seeding, organoids were loaded 
with 10 μM Calcein green for 60 min (Invitrogen). After Calcein green treat-
ment (with or without CFTR inhibition), 5 μM forskolin was added, and the 
organoids’ morphology was monitored by time-lapse fluorescence laser con-
focal microscopy (LSM710, Zeiss, 5× objective). To inhibit CFTR, organoids 
were preincubated with 50 μM CFTR-Inh172 and 50 μM GlyH-101 (Cystic 
Fibrosis Foundation Therapeutics, Inc.) for 3 h. Images were collected every 
10 min for 90 min in a top-stage incubator (5% CO2 at 37 °C). Each condition 
was monitored in triplicate wells. For ΔF508-CFTR correction, organoids were 
preincubated for 20–24 h with 2 μM C4, 2 μM C18, 100 nM or 2 μM VX-809 
or 125 mM myo-inositol (Sigma-Aldrich) as single treatment or in combina-
tions. DMSO concentration was identical under all conditions and did not 
exceed 0.2% (w/v). The organoid surface area was quantified using Volocity 
(Improvision) imaging software. The normalized total organoid surface area 
was calculated and averaged from three individual wells per condition. The 
area under the curve was calculated using Prism (GraphPad Software).

Statistical analysis. Results are presented as mean ± s.e.m. for the number (n) 
of experiments. Statistical analysis was performed by two-tailed Student’s t-test 
with the means of at least three independent experiments, and a 95% confi-
dence level was considered significant.
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CYST I C F I BROS I S

Some gating potentiators, including VX-770, diminish
DF508-CFTR functional expression
Guido Veit,1 Radu G. Avramescu,1 Doranda Perdomo,1 Puay-Wah Phuan,2 Miklos Bagdany,1

Pirjo M. Apaja,1 Florence Borot,1 Daniel Szollosi,3,4 Yu-Sheng Wu,1 Walter E. Finkbeiner,5

Tamas Hegedus,3,4 Alan S. Verkman,2 Gergely L. Lukacs1,6,7*

Cystic fibrosis (CF) is caused by mutations in the CF transmembrane regulator (CFTR) that result in reduced
anion conductance at the apical membrane of secretory epithelia. Treatment of CF patients carrying the
G551D gating mutation with the potentiator VX-770 (ivacaftor) largely restores channel activity and has shown
substantial clinical benefit. However, most CF patients carry the DF508 mutation, which impairs CFTR folding,
processing, function, and stability. Studies in homozygous DF508 CF patients indicated little clinical benefit of
monotherapy with the investigational corrector VX-809 (lumacaftor) or VX-770, whereas combination clinical
trials show limited but significant improvements in lung function. We show that VX-770, as well as most other
potentiators, reduces the correction efficacy of VX-809 and another investigational corrector, VX-661. To mimic
the administration of VX-770 alone or in combination with VX-809, we examined its long-term effect in immor-
talized and primary human respiratory epithelia. VX-770 diminished the folding efficiency and the metabolic
stability of DF508-CFTR at the endoplasmic reticulum (ER) and post-ER compartments, respectively, causing
reduced cell surface DF508-CFTR density and function. VX-770–induced destabilization of DF508-CFTR was in-
fluenced by second-site suppressor mutations of the folding defect and was prevented by stabilization of the
nucleotide-binding domain 1 (NBD1)–NBD2 interface. The reduced correction efficiency of DF508-CFTR, as well
as of two other processing mutations in the presence of VX-770, suggests the need for further optimization of
potentiators to maximize the clinical benefit of corrector-potentiator combination therapy in CF.

INTRODUCTION

Cystic fibrosis (CF), one of the most common inherited diseases in the
Caucasian population, is caused by mutations in the CF transmem-
brane regulator (CFTR) gene that lead to loss of CFTR channel func-
tion and impaired epithelial anion transport in the lung, intestine,
pancreas, and other organs (1, 2). The nearly 2000 different mutations
identified in the CFTR gene (http://www.genet.sickkids.on.ca) have
been categorized into six different classes according to the resulting
molecular aberration (3, 4). The most prevalent class II mutation, de-
letion of phenylalanine 508 (DF508), results in misfolded CFTR channels
that are predominantly recognized and degraded by the endoplasmic re-
ticulum (ER) quality control machinery (2, 5). DF508-CFTR molecules
that escape from the ER are functionally impaired (class III mutation)
and conformationally unstable, with rapid removal from the plasma
membrane (PM) by the peripheral quality control and targeting for
endolysosomal degradation (6). G551D, the third most common CF-
causing mutation that affects ~4% of CF patients, belongs to class III
and displays normal processing and cell surface expression but severe
functional impairment (7).

The CFTR protein is an ATP (adenosine 5′-triphosphate)–binding
cassette transporter family member that comprises two membrane-

spanning domains (MSD1 and MSD2) and three cytosolic domains,
two nucleotide-binding domains (NBD1 and NBD2) and a regulatory
domain (8). The DF508 mutation in the NBD1 produces multiple
structural defects in CFTR. At least two of those, NBD1 misfolding
and NBD1-MSD1/2 interfacial instability, have to be reversed geneti-
cally and/or pharmacologically to achieve near wild type–like PM ex-
pression (9–13).

Mechanistically, the available investigational small-molecule CFTR
modulators fall into three classes: (i) suppressor molecules that pre-
vent premature termination of protein synthesis; (ii) correctors that
partially revert the folding and processing defects; and (iii) potentia-
tors that increase channel gating and conductance (14–16). The poten-
tiator ivacaftor (VX-770, Kalydeco) has been approved for therapy of
CF patients with one copy of G551D (17) or some other rare gating
mutations (18, 19). VX-770 treatment of patients with G551D and
other class III mutations demonstrated marked clinical benefit, includ-
ing ~10 to 14% increase in the forced expiratory volume in 1 s (FEV1),
decrease in pulmonary exacerbations, and weight gain relative to pla-
cebo treatment (20–22).

Nasal potential difference and short-circuit current (Isc) measure-
ments in rectal biopsies of CF patients as well as in primary human
bronchial epithelial (HBE) cells indicate that a subset of homozygous
DF508 patients have residual DF508-CFTR PM function (23–25). The
PM expression and activity of DF508-CFTR inversely correlate with
CF disease severity (23, 25, 26). Acute addition of VX-770 in HBE cell
cultures from some patients homozygous for the DF508 mutation
increased the residual forskolin-stimulated channel activity from
~4 to 16% of that in HBE cultures from non-CF individuals, whereas
other cultures were not responsive (24). A phase 2 trial in DF508
homozygous patients, however, showed no improvement in FEV1,
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although a small reduction in sweat chloride concentration upon VX-
770 treatment occurred (27).

Likewise, treatment with VX-809 (lumacaftor) alone, a promising
investigational corrector drug that restores the DF508-CFTR PM ex-
pression and function to ~15% of wild-type CFTR activity in non-CF
HBE cells (28), failed to show robust improvement in lung function of
DF508/DF508 patients (29). In cell cultures, a combination of chronic
VX-809 and acute VX-770, together with a cAMP (cyclic adenosine
3′,5′-monophosphate) agonist, increased DF508-CFTR conductance
to ~25% of that in non-CF HBE (28). These preclinical results mo-
tivated the ongoing phase 2-3 clinical trials of combination treatment
with VX-770 andVX-809, or VX-661, another investigational corrector
(14) (http://www.clinicaltrials.gov NCT01225211 and NCT01531673).
The results of a phase 2 trial in homozygous DF508 patients receiving
VX-809 and VX-770 combination treatment suggested an improve-
ment in FEV1 of 8.6% compared to placebo (P < 0.001) and amarginal
decrease in sweat chloride concentration (30), although sustained clin-
ical benefit awaits verification. The recent news release of the first phase
3 trials reported a mean absolute improvement in FEV1 compared to
placebo in the range of 2.6 to 4.0% (P≤ 0.0004) (31). The limited clin-
ical efficacy of combination therapy based on these data may be ac-
counted for by insufficient tissue concentration of the drugs, decreased
susceptibility to correction in the inflamed lung, and/or conformational
destabilization of the mutant upon chronic exposure to VX-770. To
evaluate the latter possibility, we determined the effect of prolonged
exposure to VX-770, and to other investigational potentiators, on the
biochemical and functional expression of DF508-CFTR. The results
indicate that VX-770 and some, but not all, other potentiators cause
DF508-CFTR destabilization at multiple cellular sites in model sys-
tems and primary CF HBE, with consequent reduced functional ex-
pression of DF508-CFTR at the cell surface.

RESULTS

Prolonged exposure to VX-770 reduces the PM and cellular
expression of DF508-CFTR
To investigate the effect of prolonged exposure to VX-770 on DF508-
CFTR PM expression, we first used the human CF bronchial epithelial
cell line CFBE41o− (referred to as CFBE), a widely validated model
system with CFTRDF508/DF508 genetic background but no detectable
CFTR protein expression (32). CFBE cells were engineered for inducible
expression of CFTR variants as described (10, 33). To facilitate the PM
detection of DF508-CFTR, horseradish peroxidase isoenzyme C (HRP-C)
was genetically engineered into its fourth extracellular loop. The func-
tional and biochemical properties of DF508-CFTR-HRP are similar to
those of the 3HA-tagged variant (13, 34) (fig. S1, A to D).

Acute addition of VX-770 to low temperature–rescued DF508-CFTR
(rDF508) in CFBE cells increased the cAMP-dependent protein kinase
(PKA)–activated current by up to sixfold with EC50 of 12.8 ± 1.0 nM
(fig. S2, A and B), similar to that reported in DF508/DF508 HBE cells
(22 ± 10 nM) (24). Prolonged exposure (24 hours) to VX-770, however,
caused a concentration-dependent decrease in the PM density of DF508-
CFTR, regardless of whether the preincubation with VX-770 was done at
physiological temperature or at 26 to 30°C, which facilitated DF508 CFTR
biosynthetic processing (Fig. 1, A and B). The maximal reduction in
DF508-CFTR PM density was attained at ~30 nM VX-770, well below
the plasma concentration of ~3.5 mM in VX-770–treated CF patients

(35). Although increasing the concentration of human serum (0 to
100%) raised the EC50 of VX-770 from 2.5 ± 0.2 nM to 23.1 ± 4.6 nM
in the presence of VX-809, it did not affect the reduced PM density
achieved by long-term treatment with ≥100 nM VX-770 (fig. S2, G
and H). In contrast, the PM density of wild-type CFTR or G551D-CFTR
was not reduced by prolonged VX-770 exposure (Fig. 1, A and C).

VX-809 partially restored DF508-CFTR biogenesis, function, and
PM expression by about three- to fourfold in CFBE and primary
HBE monolayers (fig. S2C) (10, 13, 28). VX-809 alone or in combi-
nation with low-temperature rescue, however, failed to prevent the
VX-770–dependent reduction in DF508-CFTR PM density (Fig. 1,
A and B, and fig. S2C). Similar results were obtained for DF508-CFTR
rescued with the corrector VX-661 (fig. S2D). The VX-770–induced
reduction in DF508-CFTR PM density was independent of channel
gating because neither activation of adenyl cyclase by forskolin nor
blocking the channel with BPO-27 (36) influenced the VX-770 effect
(Fig. 1B and fig. S2C). Extended exposure to VX-770 did not affect cell
viability (fig. S2E). PM down-regulation of 3HA-tagged DF508-CFTR
by VX-770 in low temperature–rescued CFBE, NCI-H441 (a lung adeno-
carcinoma cell line exhibiting some Clara cell features), and MDCK II
(Madin-Darby canine kidney) epithelial cells suggested that the VX-770
effect is not CFBE-specific or related to the HRP-tag insertion (Fig. 1D
and fig. S2F).

To evaluate whether VX-770 causes the redistribution of PM resi-
dent DF508-CFTR to intracellular pools or exerts a global down-
regulation of mature DF508-CFTR in post-ER compartments, we
determined the cellular expression of DF508-CFTR by immunoblot
analysis. VX-770 treatment for 24 hours decreased the amount of
the complex-glycosylated DF508-CFTR (C-band) in CFBE lysates in
a dose-dependent manner (Fig. 1E). The VX-770 effect was attenuated
in VX-809– or VX-661–treated cells, probably due to partial stabiliza-
tion of the mature DF508-CFTR pool by VX-809, as reported previ-
ously (Fig. 1, F and G) (10, 28, 37). In contrast, the complex-glycosylated
form of wild-type CFTR and G551D-CFTR was not affected by pro-
longed VX-770 exposure (Fig. 1H). The modest, albeit significant (P =
0.02), decrease in the steady-state level of core-glycosylated DF508-
CFTR (B-band) may be due to reduced biogenesis and/or accelerated ER
degradation upon exposure to 100 nM VX-770 (Fig. 1, E to G). These
observations suggest that the VX-770 effect cannot be explained merely
by accelerated internalization or impeded recycling of rDF508-CFTR.

DF508-CFTR chloride conductance decreases after
long-term VX-770 exposure in CFBE and primary
respiratory epithelia
To assess the functional consequence of prolonged VX-770 exposure
of CFBE and primary HBE cells, we performed short-circuit current
(Isc) measurements after 24 hours of incubation with 100 nM VX-770.
Forskolin-stimulated Isc was measured after inhibition of ENaC (epi-
thelial sodium channel) by amiloride and maximal acute potentiation
of cell surface DF508-CFTR function with 10 mM VX-770 (Fig. 2A).
Forskolin-stimulated Isc (1.7 ± 0.3 mA/cm2) was reduced to 1.1 ±
0.2 mA/cm after incubation of DF508-CFTR–expressing CFBE cells
with VX-770 for 24 hours. A comparable reduction in Isc was ob-
served in VX-809– and VX-661–corrected cells (Fig. 2, A and B).

To confirm the relevance of these results to human tissues, we assessed
the VX-770 effect in primary HBE cell cultures, isolated from the lungs
of six CFTRDF508/DF508 patients and four CFTRWT/WT donors. The HBE
cells were differentiated on Snapwell filter inserts under air-liquid
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interface (ALI) conditions for at least
4 weeks either in Ultroser G medium (i),
which increases the ENaC- and CFTR-
mediated currents (38), or in ALI medium
(ii) (39) (Fig. 2, C and D). The residual
CFTR-mediated Isc in the DF508-CFTR
HBE was augmented by treatment with
the correctors VX-809 or VX-661 (3 mM,
24 hours) (13). To further increase CFTR-
mediated Isc and isolate the apical anion
conductance, some cells were differentiated
in Ultroser G medium and analyzed after
basolateral permeabilization and in the
presence of a basolateral-to-apical Cl− gra-
dient. Independent of the differentiation
method and presence of a chloride gradi-
ent, exposure to VX-770 for 24 hours de-
creased the VX-809– or VX-661–corrected DF508-CFTR current by 33 ±
6% and 47 ± 8% (mean ± SEM, n = 6), respectively (Fig. 2, C and D, and
Table 1). In contrast, VX-770 pretreatment did not affect the PKA-acti-
vated wild-type CFTR current in HBE (Fig. 2E and table S1), in line with
the absence of changes in PM and C-band density in wild-type CFTR
(Fig. 1H).

Potentiator P5 does not impair the PM density and function
of DF508-CFTR
To determine whether down-regulation of rDF508-CFTR is a univer-
sal phenomenon of long-term potentiator exposure, we tested a panel
of CFTR potentiators with distinct chemical structures. These investi-
gational small molecules, abbreviated as P1 to P10, were made available

Fig. 1. Prolonged VX-770 exposure reduces
the PM expression of DF508-CFTR but not
wild-type (WT) or G551D-CFTR in human
CFBE. (A and C) PM density of DF508-CFTR-
HRP (DF508) (A), G551D-CFTR-3HA (G551D)
(A), and WT-CFTR-3HA (C). Cells were treated
with VX-770 for 24 hours in the presence or
absence of 3 mM VX-809 at 37°C, and the
values are expressed as percentage of
non–VX-770-treated controls (n = 3). (B
and D) PM density of low temperature (48
hours, 26°C)–rescued DF508-CFTR-HRP
(rDF508-HRP) (B) or DF508-CFTR-3HA
(rDF508-3HA) (D). Cells were treated with
VX-770 in the presence or absence of VX-809
(3 mM), BPO-27 (25 mM), or forskolin (1 mM) for
24 hours at 26°C followed by a 1-hour chase
at 37°C (n = 3). (E to G) Effect of VX-770 on
the expression pattern of low temperature–
rescued DF508-CFTR-3HA determined by im-
munoblot. Cells were treated with VX-770 alone
(E) or in combination with VX-809 (3 mM) (F) or
VX-661 (3 mM) (G) for 24 hours at 26°C. CFTR
was visualized with anti-HA antibody, and
anti–Na+/K+-ATPase antibody served as load-
ing control. Densitometric analysis of the core-
glycosylated (B-band, filled arrowhead) or
complex-glycosylated (C-band, empty arrow-
head) DF508-CFTR is expressed as percentage
of control (lower panels, n = 3 to 4). (H) Effect
of VX-770 on WT- and G551D-CFTR expression
measured by immunoblot (left panel) and
quantification of the C-band density (right
panel, n = 3). Error bars indicate SEM of three
or four independent experiments.
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by the Cystic Fibrosis Foundation Therapeutics Inc. (CFFT) for the re-
search community (fig. S3A). The potency and efficacy of P1 to P10 on
the activity of low-temperature rDF508-CFTR were demonstrated in
CFBE cells using the halide-sensitive yellow fluorescent protein (YFP)
quenching assay. Acute addition of P1 to P8 confirmed the potentiation
of the rDF508-CFTR activity, whereas P9 and P10 had only small effects
(Fig. 3, A to H, and fig. S3, B to D). The dose-response curve of genistein
(P6), a flavone widely used for acute potentiation of CFTR activity, did
not reach saturation activity at 100 mM, suggesting that rDF508-CFTR
has lower affinity for genistein than wild-type CFTR (40, 41) (Fig. 3F).

Prolonged treatment (24 hours) with most potentiators produced a
concentration-dependent decrease in DF508-CFTR PM density in CFBE

partially rescued with low temperature alone
or in combination with VX-809 (Fig. 3, A
to H). This was especially prominent for
genistein (P6), with ~60 and ~75% de-
crease in rDF508-CFTR PM density and
conductance, respectively (Fig. 3, F, I, and
J). P5 did not reduce the DF508-CFTR
PM density and potentiated the rDF508-
CFTR activity by up to about sevenfold
in CFBE cells (Fig. 3E). This result was
confirmed by immunoblot analysis of
low-temperature and VX-809 rDF508-
CFTR. Increasing concentrations of P5
did not alter the relative abundance of
core- and complex-glycosylated DF508-
CFTR, suggesting that P5 does not affect
DF508-CFTR ER processing and stability
(Fig. 4A).

Isc measurements in CFBE expressing
DF508-CFTR and primary HBE cells iso-
lated from four CFTRDF508/DF508 patients
also confirmed the lack of effect of prolonged
P5 exposure on the maximal activation of
DF508-CFTR current at physiological tem-
perature (Fig. 4, B and C, and Table 1). P5
may thus be a useful investigational com-
pound to potentiate DF508-CFTR function
without impairing its PM expression.

VX-770 impairs biogenesis,
stability, and endocytic trafficking
of the DF508-CFTR
Because VX-770 may impair both the bio-
genesis and the metabolic stability of
mature DF508-CFTR, according to the
immunoblot analysis, we measured con-
formational maturation of newly formed
DF508 CFTR by the metabolic pulse-chase
technique (11). Phosphorimage analysis
was used to quantify the conversion effi-
ciency of core-glycosylated DF508-CFTR
(B-band), labeled with [35S]methionine
and [35S]cysteine, into complex-glycosylated
DF508-CFTR (C-band) upon traversing
the cis/medial Golgi in CFBE cells. The fold-
ing efficiency of DF508-CFTR in the pres-

ence of VX-809 decreased from 1.8 ± 0.2% to 1.3 ± 0.1% after VX-770
treatment for 24 hours, representing a ~25% (P = 0.026) reduction
(Fig. 5A, left panel). Similarly, the folding efficiency of VX-770–treated
DF508-CFTR-3S, carrying NBD1-stabilizing second-site mutations,
decreased from 4.0 ± 0.2% to 2.6 ± 0.6% (P = 0.049) (Fig. 5A, right
panel). The reduced ER maturation efficiency cannot be attributed to
decreased transcription or profoundly increased degradation of the core-
glycosylated DF508-CFTR because neither the mRNA level nor the
B-band stability was affected by VX-770 (fig. S4, A to C). The decreased
incorporation of radioactivity during the 30-min pulse is consistent with
increased cotranslational degradation and/or partial translational inhibi-
tion (fig. S4D).

Fig. 2. Prolonged incubation with VX-770 reduces the maximal CFTR-mediated anion current in
CFBE and primary cultures of DF508-CFTR but not WT-CFTR HBE. (A and B) Representative Isc
recordings (A) and quantification of the changes in Isc (n = 3) (B) in CFBE monolayer expressing
DF508-CFTR with or without 24-hour VX-770 (100 nM), VX-809 (3 mM), or VX-661 (3 mM) pretreatment.
CFTR-mediated currents were induced by sequential acute addition of VX-770 (770, 10 mM) and forskolin
(frk, 20 mM) followed by CFTR inhibition with Inh172 (172, 20 mM) in the presence of a basolateral-to-
apical chloride gradient after basolateral permeabilization with amphotericin B. (C to E) Representa-
tive Isc traces (upper panels) and quantification of the Inh172 inhibited current (DIsc Inh172, lower
panels) in HBE isolated from six different homozygous DF508 CF patients (C and D) or four WT-CFTR
donors (E) with or without VX-770 treatment (24 hours, 100 nM) alone (E) or in combination with VX-809
(3 mM) (C) and VX-661 (3 mM) (D). The HBE cells were either polarized in Ultroser G medium (i) followed
by measurement in the presence of a basolateral-to-apical chloride gradient and basolateral permea-
bilization with amphotericin B, or polarized in ALI medium (ii) and measured as an intact monolayer
with equimolar chloride concentrations in both chambers. Error bars indicate SEM of three
independent experiments (B) or SD of triplicate measurements (C to E). *P < 0.05, ***P < 0.001 (exact
P values are listed in table S3).
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The peripheral stability of rDF508-CFTR was determined both at
the PM and in post-ER compartments in CFBE cells. After the accu-
mulation of low temperature–rescued DF508-CFTR at the PM, it was
rapidly removed with a T1/2 ~2.5 hours at 37°C (Fig. 5B), probably as
a result of accelerated internalization, lysosomal targeting, and attenu-
ated recycling, as reported in HeLa cells (6). The T1/2 of rDF508-CFTR
at the PM was decreased by VX-770 to ~1.75 hours, regardless of
whether VX-770 was present for 24 or 3 hours (Fig. 5B). VX-770 also
accelerated the PM turnover of rDF508-CFTR that was modestly sta-
bilized by VX-809 (28), as reflected by the reduction of T1/2 from ~3 to
~2.25 hours (Fig. 5C). In addition, VX-770 destabilized the complex-
glycosylated rDF508-CFTR pool both in the presence and in the ab-
sence of VX-809, as determined by cycloheximide (CHX) chase and
immunoblot (Fig. 5, D and E). Similar results were obtained by metabolic
pulse-chase for rDF508-CFTR containing the 3S NBD1 stabilizing mu-
tation (fig. S4E). Together, these observations suggest that VX-770 inter-
feres with both the biogenesis and the peripheral stability of mature
DF508-CFTR in the presence or absence of VX-809, which likely accounts
for reduced DF508-CFTR PM function. As found for VX-770, prolonged
treatment with potentiators P1, P2, P4, P6, and P7 led to a destabiliza-
tion of PM-localized rDF508-CFTR (Fig. 5F). Notably, destabilization
was not seen in CFBE treated with P3 or P5 (Fig. 5F).

The conformational destabilization of rDF508-CFTR by VX-770
may be recognized by the peripheral quality control machinery that
targets non-native PM proteins for lysosomal degradation (42). This
possibility was assessed by determining the post-endocytic fate of
rDF508-CFTR by measuring the pH of CFTR-containing endocytic
vesicleswith fluorescence ratio image analysis (FRIA) (43). rDF508-CFTR
was accumulated in polarized, filter-grown CFBE at reduced tempera-
ture and exposed for 24 hours toDMSO,VX-809, VX-770, orVX-809+
VX-770. The rDF508-CFTR-3HA was unfolded at 37°C for 1.5 hours
and then labeled with pH-sensitive FITC (fluorescein isothiocyanate) at
0°C, using the antibody capture technique as described inMaterials and
Methods. Internalization of labeled PM DF508-CFTR was initiated by
shifting the temperature to 37°C.

Endocytosed rDF508-CFTR was delivered after 30 min into multi-
vesicular bodies (MVB)/lysosomes (pH 5.25 ± 0.01), whereas wild-

type CFTR largely remained in early endosomes (Fig. 5, G and H,
and fig. S4F). MVB/lysosomal delivery was inhibited by VX-809, as
seen by preferential confinement to early endosomes (pH 6.31 ± 0.1)
during a 2-hour chase (Fig. 5, G and H). VX-770 partially reversed the
VX-809 trafficking effect by facilitating rDF508-CFTR transfer to late
endosomes, as indicated by the pH (5.84 ± 0.1) of the rDF508-CFTR–
containing vesicular compartment after a 2-hour chase (Fig. 5, G and H),
suggesting that VX-770 increases DF508-CFTR susceptibility to recog-
nition by the peripheral quality control machinery.

The effect of VX-770 at the single-molecule level was measured by
determining the channel function of rDF508-CFTR with or without
second-site suppressor mutations in reconstituted planar phospholipid
bilayer (Fig. 6, A to E). R29K and R555K mutations were introduced
(DF508-CFTR-2RK) to increase channel reconstitution efficiency (44).
The open probability (Po) of phosphorylated DF508-CFTR-2RK
channel decreased from 0.19 to 0.09 upon increasing the temperature
from 24 to 36°C (Fig. 6B). VX-770 enhanced DF508-CFTR-2RK
function at low temperature (Po = 0.43 at 24°C), but accelerated its in-
activation rate, as indicated by the ~3.5-fold faster loss of channel activ-
ity between 32 and 36°C (−18.1 ± 1.4%/°C in the presence of VX-770
versus −4.9 ± 2.8%/°C inactivation rate in the control) (Fig. 6, A to C).
These results suggest a direct interaction of VX-770 with DF508-CFTR-
2RK, resulting in its destabilization.

Second-site mutations modulate DF508-CFTR susceptibility
to VX-770–mediated down-regulation
Second-site suppressor mutations in DF508-CFTR have been used to
investigate mechanisms of small-molecule CFTR modulators (10) (fig.
S5A). An increasing number of solubilizing mutations (1S, 2S, and 3S)
progressively stabilize the isolated DF508-NBD1 domain energetically
(see table S2 for list of all mutants) (11, 45–47). Similarly, NBD1-MSD2
interface–stabilizing mutants (for example, R1070W or V510D) (8, 48)
enhance the PM expression of DF508-CFTR PM to ~5 to 10% of wild-
type CFTR. Combining the two classes of mutations increased expres-
sion to ~50% of wild-type CFTR by aiding coupled domain folding
(10, 11). Unexpectedly, neither solubilizing nor interface-stabilizing
mutations alone or in combination prevented the reduction in DF508-

Table 1. Effect of 24 hours of potentiator treatment on Isc measurements of primary CFTRDF508/DF508 HBE. n.d., not determined.

Patient
Differentiation

medium

VX-809 VX-661

DMSO
Mean ± SD
(mA/cm2)

VX-770
Mean ± SD
(mA/cm2)

Change %
P5

Mean ± SD
(mA/cm2)

Change %
DMSO

Mean ± SD
(mA/cm2)

VX-770
Mean ± SD
(mA/cm2)

Change %

09-04 ALI (39) 4.61 ± 1.13 3.63 ± 1.17 −21 3.30 ± 0.44 −28 3.67 ± 1.27 3.17 ± 0.55 −14

13-35 ALI 4.77 ± 0.88 3.18 ± 0.17 −33 5.17 ± 0.23 8 4.33 ± 1.63 1.53 ± 0.74 −65

12-23 ALI 2.72 ± 0.94 1.78 ± 0.94 −35 2.57 ± 0.55 −6 2.85 ± 0.35 1.38 ± 0.79 −52

11-17 ALI 2.47 ± 0.40 2.47 ± 0.40 −49 3.03 ± 0.49 23 2.47 ± 0.15 1.13 ± 0.23 −54

Mean ALI 3.64 2.46 −34 3.52 −1 3.33 1.80 −46

CFFT006F Ultroser G (38) 21.52 ± 1.38 18.89 ± 0.59 −12 n.d. n.d. 12.34 ± 1.27 6.90 ± 1.48 −44

CFFT010H Ultroser G 9.95 ± 1.62 5.26 ± 0.80 −47 n.d. n.d. 11.21 ± 2.36 5.44 ± 1.37 −51

Mean Ultroser G 15.74 12.07 −30 11.78 6.17 −48

Combined
(mean ± SEM)

−33 ± 6 −1 ± 11 −47 ± 8
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CFTR expression after prolonged VX-770
exposure, regardless of the presence of
VX-809 (Fig. 7, A and B, and fig. S5, B
to F). Solubilizing mutations augmented
the loss of DF508-CFTR PM expression
by VX-770 from ~45 to ~80% and de-
creased the IC50 of VX-770 from ~10 nM
to 1 to 2 nM (P = 0.0020 to 0.0153) (Fig. 7,
A to C, and fig. S5, B and C). In contrast,
the C-terminal 70–amino acid truncation
(D70 CFTR), which reduced the PM stabil-
ity and expression by ~90% relative to wild-
type CFTR (49), was resistant to prolonged
VX-770 treatment (Fig. 7A and fig. S5G).
The lack of apparent correlation between
global down-regulation of DF508-CFTR
PM density and the extent of VX-770–
induced destabilization is further supported
by the phenotype of revertant mutations
[3R; G550E, R553Q, and R555K (50)] alone
or in combination with 1S (R1S). These
mutations energetically stabilize the DF508-
NBD1 to an extent comparable to 3S, in-
crease the PM density to ~40 to 50% of
wild-type CFTR (11), and either directly
or indirectly delay NBD1-NBD2 dimer
dissociation (11, 51) and channel closing,
manifesting in about twofold increased
Po (Fig. 6D and fig. S6A). 3R or R1S muta-
tions prevented the VX-770–induced down-
regulation of DF508-CFTR from the PM
(Fig. 7, A and D, and fig. S5H), and the
R1S mutation eliminated the thermal in-
activation in the bilayer and attenuated the
potentiating effect of VX-770 (Fig. 6D
and fig. S6A). Similarly, the DF508-E1371S
(E1371S) mutation, which increases NBD1-
NBD2 dimer stability by preventing the
hydrolysis of bound ATP to the Walker
A and B motifs in NBD2 and thereby the
dissociation of the NBD1-NBD2 dimer
(52, 53), protected DF508-CFTR from ther-
mal inactivation in reconstituted planar
phospholipid bilayer experiments regard-
less of the presence of VX-770 (Fig. 6E
and fig. S6B).

To offer a possible explanation for the
VX-770 interaction with DF508-CFTR,
we propose the formation of multiple
binding pockets in the partially unfolded
DF508-NBD1/2, based on molecular dy-
namics simulations and docking studies
(fig. S7A). The putative binding sites of
VX-770 are labeled in red in the DF508-
CFTR structure (fig. S7B). High-affinity/
low binding energy (less than −6.5 kcal/mol)
interactions of VX-770 with amino acids in
the NBD1/2 interface and the coupling

Fig. 3. Prolonged treatment with most potentiators reduces the PM density of rescued DF508-
CFTR. (A to H) Effect of potentiators P1 (A), P2 (B), P3 (C), P4 (D), P5 (E), P6 (F), P7 (G), and P8 (H) on
rDF508-CFTR PM density in the presence or absence of 3 mM VX-809 (24-hour exposure, 26°C + 1-hour
chase at 37°C, left axis, blue and red circles, n = 3) and function (acute addition, 32°C, right axis, gray
circles, n = 3) in CFBE cells. (I and J) Representative Isc recordings (I) and quantification of the changes
in Isc (n = 3) (J) in CFBE monolayer expressing rDF508 with or without 24-hour P6 (genistein, 10 to 100 mM)
pretreatment. CFTR was activated by sequential acute addition of forskolin (20 mM) and genistein (10 to
100 mM) followed by CFTR inhibition with Inh172 (20 mM) in the presence of a basolateral-to-apical chloride
gradient after basolateral permeabilization with amphotericin B. Error bars indicate SEM of three
independent experiments.
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helix of CL1 in DF508-CFTR only partially overlap with those in wild-type
CFTR (fig. S7C), consistent with the absence of the destabilizing effect of
VX-770 in wild-type CFTR. The lack of VX-770 destabilizing effect on the
revertant and NBD2 ATPase (adenosine triphosphatase) mutants is in line
with the notion that prolonged NBD1-NBD2 dimerization (51, 54) either
directly or allosterically hinders the VX-770 association with destabilizing
sites. Although the dockings studies suggest partially overlapping putative
binding sites for P5 and VX-770, P5 also has unique interactions in NBD1
(amino acids 621 to 623) that are not observed for VX-770 (fig. S7D).

Rare CF mutations sensitize CFTR to
VX-770–induced down-regulation
Gating potentiation of class III mutations by acute VX-770 exposure
in preclinical settings rationalized the approval of ivacaftor in patients
with eight rare CF mutations (19). To evaluate whether prolonged
VX-770 exposure may interfere with the expression of other class
III and class II mutations, we determined the PM density and function
of R347H-, R170G-, and P67L-CFTR (fig. S8A) in CFBE. Whereas
R347H-CFTR, a class III mutation (55), was resistant to VX-770, PM
expression was reduced by 30 to 43% and forskolin-stimulated Isc was
reduced by 32 to 38% in VX-809–rescued R170G-CFTR and P67L-CFTR
by VX-770 (Fig. 7, E to H, and fig. S8, B and C), raising the possibility
that multiple class II mutations are susceptible to VX-770–mediated
destabilization.

DISCUSSION

Here, we provide evidence that basal and VX-809– or VX-661–rescued
PM densities of DF508-CFTR are reduced in parallel with the loss of
chloride conductance upon prolonged exposure to VX-770. The reduc-
tion in channel density was not prevented by partial correction of the
DF508-CFTR biogenesis defect by low temperature. In contrast, the PM
expression of wild-type CFTR and G551D-CFTR was not reduced by
prolonged VX-770 treatment.

Although the cellular basis of the destabilizing action of VX-770 on
DF508-CFTR is well documented both in this work and in an accom-
panying publication (56), its molecular details remain to be elucidated.
Although indirect effect cannot be ruled out, we postulate that direct
association of VX-770 with DF508-CFTR increases its unfolding pro-
pensity, an inference supported by the accelerated rate of functional
inactivation of temperature-rescued DF508-CFTR-2RK in reconsti-
tuted planar lipid bilayers. The conformational destabilization of
DF508-CFTR by VX-770 is also in line with its reduced ER folding ef-
ficiency, accelerated PM, and post-ER pool turnover, as well as lysosomal
targeting from early endosomes, phenomena that have been described as
hallmarks of the peripheral quality control of non-native membrane pro-
teins (6, 42).

Conformational stabilization of NBD1 or the NBD1-MSD2 inter-
face with second-site mutations (1S, 2S, or 3S and R1070W or V510D,
respectively) sensitized DF508-CFTR to VX-770, as reflected by the
increased fractional down-regulation and decreased IC50 (from ~10
to ~2 nM) despite partial rescue of misprocessing of these mutant var-
iants (11). Despite conferring similar energetic stabilization as NBD1-
3S, the revertant mutations that are clustered at residues 550 to 555
(11) bestowed complete resistance to PM down-regulation and ther-
mal functional inactivation in the bilayer by VX-770. Because the re-
vertant mutations probably stabilize the NBD1-NBD2 dimer (51), this
observation suggests that an unstable NBD1-NBD2 interface is a pre-
requisite for the VX-770 destabilizing action, an inference that is sup-
ported by the resistance of DF508-CFTR-E1371S to VX-770. The E1371S
substitution retards channel closing by preventing the hydrolysis of
bound ATP to the Walker A and B motifs in NBD2 and thereby the
dissociation of the NBD1-NBD2 dimer (52, 53).

Monotherapy with VX-809, which increased DF508-CFTR–mediated
Isc to ~14% of that in wild-type CFTR in primary HBE (28), did not
confer substantial clinical benefit (29). The maximally stimulated Isc
in VX-809–rescued DF508/DF508-HBE in combination with acute

Fig. 4. Prolonged exposure to potentiator P5 does not impair the
expression and function of DF508-CFTR. (A) Effect of P5 on the ex-
pression pattern of rDF508, determined by immunoblot. Cells were treated
with P5 in combination with VX-809, and CFTR was visualized using anti-
HA antibody. Anti–Na+/K+-ATPase antibody served as loading control. Den-
sitometric analysis of the core-glycosylated (B-band, filled arrowhead) or
complex-glycosylated (C-band, empty arrowhead) rDF508 is expressed as
percentage of non–P5-treated controls (right panel, n = 3). (B) Representa-
tive Isc recordings (left panel) and quantification of the changes in Isc (n = 3,
right panel) in CFBE monolayer expressing DF508-CFTR with or without
24-hour P5 (3 mM) pretreatment. Measurements were performed in the
presence of a basolateral-to-apical chloride gradient after basolateral
permeabilization. (C) Representative Isc traces (left panel) and quantifi-
cation of the Inh172 inhibited current (DIsc Inh172, right panel) in HBE
isolated from four different homozygous DF508 CF patients with or with-
out P5 treatment (3 mM, 24 hours, 37°C) in combination with VX-809 (3 mM).
The HBE cells were polarized in ALI medium and measured without per-
meabilization with symmetrical chloride-containing solutions. Error bars in-
dicate SEM of three independent experiments (A and B) or SD of triplicate
measurements (C).
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VX-770 potentiation reached ~23% of that in non-CF HBE in our
studies (Table 1 and table S1). These results are consistent with published
data suggesting an Isc equivalent to~25%of that innon-CFHBE (twofold
increase over VX-809 alone) (28). Prolonged VX-770 exposure reduced
the DF508 Isc by 33 ± 6% (mean ± SEM, n = 6) in VX-809–corrected
HBE, albeit with a considerable range of values in cells from different
CF patients (12 to 49%, Table 1), which is likely due to the influence of
the genetic or epigenetic variability between individuals on the proteo-

stasis network activity (57, 58). In VX-661–rescued DF508/DF508-HBE,
the VX-770–induced functional attenuation ranged between 14 and 65%
with a mean of 47 ± 8% (± SEM, n = 6) (Table 1). If these results trans-
late to the clinical setting, combination of corrector therapy with VX-770
could be beneficial for a subpopulation of DF508 CF patients, butmay
reduce the overall rescue efficiency below the threshold required for
clinical benefit in poor VX-809 responders and/or individuals suscep-
tible to VX-770–mediated channel destabilization. The negative

Fig. 5. VX-770 attenuates the matura-
tion and accelerates the PM removal
of DF508-CFTR. (A) Determination of ER
folding efficiency of DF508-CFTR in the
presence of VX-809 (3 µM, 24 hours, left
panel, n = 5) or of DF508-3S in the ab-
sence of VX-809 (right panel, n = 3) by
metabolic pulse-chase in CFBE cells with
or without VX-770 (1.0 or 0.1 µM, 1-hour
pretreatment). The folding efficiency was
calculated as the percentage of pulse-
labeled, immature core-glycosylated DF508-
CFTR (B-band, filled arrowhead) conversion
into the mature complex-glycosylated
form (C-band, open arrowhead). Labeling
was performed for 30 min followed by
chase for 2.5 hours at 37°C. (B and C) Effect
of VX-770 on the PM stability of low tem-
perature–rescued (48 hours, 26°C) DF508-
CFTR (rDF508). CFBE monolayer was treated
with VX-770 (1 mM, 3 or 24 hours, 26°C)
alone (B) or in combination with VX-809
(3 mM) (C) followed by chase at 37°C for
1.5 or 3 hours (n = 4). (D) Stability of
rDF508 in CFBE cells treated with VX-770
(100 nM, 24 hours) and VX-809 (3 mM, 24
hours) was determined by immunoblot
with CHX chase. (E) Complex-glycosylated
CFTR [open arrowhead in (D)] disappear-
ance was quantified by densitometry and
is expressed as percentage of initial amount
(n = 3). (F) Effect of each potentiator (P1, P4,
P7, and P8, 30 mM; P2 and P3, 3 mM; P5, 10 mM;
and P6, 100 mM; 24 hours, 26°C) on the PM
stability of rDF508 (n = 3). (G) Representative
histogram of rDF508-containing vesicular pH
measured by FRIA. The cells were treated
with dimethyl sulfoxide (DMSO), VX-809 (3 mM),
or VX-809 and 0.1 mM VX-770 for 24 hours
and during the 120-min chase. The Gaussian
distribution of the vesicular pH of 280 ves-
icles is indicated for each condition. (H) In-
fluence of VX-770 on the endolysosomal
transfer kinetics of rDF508. The graph shows
the mean vesicular pH at each chase point
(n = 3). Error bars indicate SEM of three to five
independent experiments. *P < 0.05, **P <
0.01 (exact P values are listed in table S3).
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action of VX-770 would be more pronounced in patients having a
single copy of DF508-CFTR.

A limitation of our study is that the concentration of free VX-770
in lung cells of CF patients treated with VX-770 is not known, and hence,

the VX-770–induced down-regulation
of DF508-CFTR can only be extrapo-
lated. VX-770 treatment with the recom-
mended dose of 150 mg every 12 hours
produced a peak plasma concentration
of 3.5 mM after 5 days (35). Because
~97% of VX-770 is bound to plasma
protein (35, 59), the free drug concentra-
tion is estimated to be ~100 nM in vivo,
which is in line with its clinical benefit in
patients carrying at least one G551D allele
(21, 22) despite its relatively high EC50

for activation of G551D-CFTR (236 nM
VX-770) in primary HBE (24). In our stu-
dies, maximal reduction of DF508-CFTR
PM density and function was seen at
~30 nM VX-770 in CFBE. The effective
in vivo intracellular concentration of VX-
770, however, could be even higher than
predicted due to the accumulation of VX-
770 in primary HBE cells (56) and its
eightfold enrichment in the epithelial
lining fluid of the rat lung relative to plas-
ma (59).

Because CFTR-mediated transepithe-
lial transport is closely correlated with
CF disease severity (23, 25, 60), evalua-
tion of sustained exposure to modulators
should be valuable in identifying individ-
uals who would benefit from corrector-
potentiator combination therapy with,
for example, patient-derived primary or
conditionally reprogrammed respiratory
cells (61), or intestinal organoids (62). As
a complementary strategy, new poten-
tiators might be identified that lack the
DF508-CFTR destabilizing action, as ex-
emplified by the P5 (63). P5 efficiently sti-
mulated the activity of phosphorylated
rDF508-CFTR, but not G551D (63). The
latter suggests that the mechanism of action
of P5 is distinct from that of VX-770 and
therefore could be valuable to correct the
gating defect of DF508-CFTRwhile preserv-
ing its PM density.

In summary, our results suggest that
VX-770, as well as most of the available
investigational potentiators, impairs the
biochemical stability of DF508-CFTR and
other class II processing mutations (such
as P67L and R170G). These findings in cell
cultures may translate to reduced efficacy
of corrector-potentiator combination ther-
apy in the clinical setting. Further structure-

activity studies of existing potentiators, as well as identification of
potentiators that do not destabilize mutant CFTRs, are warranted to
enhance the therapeutic benefit of corrector-potentiator combination
therapy in CF.

Fig. 6. VX-770 directly interacts with and destabilizes the DF508-CFTR-2RK channel. (A) Repre-
sentative records show DF508-R29K-R555K-CFTR (DF-2RK) channel function in the presence of 1 mM
VX-770 from two separate experiments at ~25°C (two channels incorporated), ~30°C, and ~35°C (one
channel incorporated). The closed (c) and open (o) states of the channels are indicated. (B) Single-
channel open probabilities (Po) of protein kinase A–activated DF508-CFTR-2RK in the presence or ab-
sence of VX-770 (1 mM) (n = 7 to 46). The cumulative duration of single-channel measurements for any
given temperature exceeded 8.5 min. (C) Temperature-dependent inactivation of DF508-2RK in the
presence or absence of VX-770 (1 mM) derived by normalization with 24°C values of the results de-
picted in (B). (D and E) Single-channel open probabilities (Po) of protein kinase A–activated DF508-
CFTR-R1S (DF508-R1S, n = 4 to 13) (D) or DF508-CFTR-E1371S (DF-E1371S, n = 4 to 6) (E) determined by
artificial phospholipid bilayer measurements in the presence or absence of VX-770 [1 mM in (D), 0.1 mM
in (E)]. The cumulative measurement time for any given temperature was >4.5 min for DF508-R1S and
>3 min for DF508-E1371S. Error bars indicate SEM of 4 to 46 independent experiments. *P < 0.05, **P <
0.01 (exact P values are listed in table S3).
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MATERIALS AND METHODS

Study design
The goal of the study was to measure
the effect of long-term administration
of VX-770 and other investigational po-
tentiators, either alone or in combina-
tion with small-molecule correctors, on
the biochemical and functional expres-
sion of DF508-CFTR in immortalized
and primary human respiratory epithe-
lia. CFBE heterologously expressing wild-
type, G551D-, or DF508-CFTR and
primary HBE with a CFTRWT/WT (from
four donors) or a CFTRDF508/DF508 (from
six patients) genotype were subjected to
chronic treatment with VX-770 (24 hours)
in the presence or absence of the cor-
rectors VX-809 or VX-661, and CFTR
function was determined by short-circuit
current measurement or halide-sensitive
YFP fluorescence quenching. The PM
density, PM stability, cellular expression,
conformational maturation, metabolic
stability, and lysosomal targeting of DF508-
CFTR were determined in CFBE to exam-
ine the cellular phenotype of the VX-770
destabilizing action. To elucidate the mo-
lecular mechanism of the VX-770 effect,
we examined the functional destabilization
of the mutant in a planar lipid bilayer and
investigated the PM density and function
of DF508-CFTR containing second-site
mutations. Putative binding sites of poten-
tiators were identified by molecular dy-
namic simulation and in silico docking.
Finally, to assess the VX-770 effect spec-
ificity, the PM density and function of
other class III and class II mutations
(R347H-, R170G-, and P67L-CFTR) were
determined in CFBE.

Antibodies and reagents
Mouse monoclonal anti–hemagglutinin
(HA) anitbody was purchased from Co-
vance Innovative Antibodies. VX-770,
VX-809, and VX-661 were acquired from
Selleckchem. The CFTR potentiators P1
to P10 were made available by R. J. Bridges
(Rosalind Franklin University of Medicine
and Science) and CFFT. All other chem-
icals were purchased from Sigma-Aldrich
at the highest grade available.

Cell lines
Full-length human CFTR variants with
the 3HA-tag in the fourth extracellular
loop have been described before (10).

Fig. 7. Suppressor mutations of DF508-CFTR and other CF-causing CFTR mutations modulate the
susceptibility to VX-770–mediated PM down-regulation. (A) PM density of DF508-CFTR with or
without second-site suppressor mutations and of non–DF508-CFTR variants was measured after VX-
770 (100 nM, 24 hours) incubation (n = 3). (B and D) PM density of DF508-3S (B) (n = 3) and DF508-
R1S (D) (n = 3) after 24 hours of treatment with increasing concentrations of VX-770 in the presence or
absence of VX-809 (3 mM). (C) 50% inhibitory concentration (IC50) of VX-770 on CFTR variants’ PM ex-
pression, calculated on the basis of the measurements shown in (B), (D), and fig. S5 (B to F). (E and F)
PM density of R347H-CFTR (E) and R170G-CFTR (F) after 24 hours of treatment with increasing concen-
trations of VX-770 in the presence of DMSO or VX-809 (3 mM). (G) CFTR PM density after VX-770 (100 nM,
24 hours) incubation, measured for CF-causing mutants G551D-, R347H-, R170G-, and P67L-CFTR (n = 3).
The values for DF508- and WT-CFTR are shown for comparison. (H) Quantification of the changes in Isc (n = 3)
(B) in CFBE monolayers expressing R347H-, R170G-, or P67L-CFTR with or without 24-hour VX-770 (100 nM)
and VX-809 (3 mM) pretreatment (n = 3 to 4). Error bars indicate SEM of three to four independent
experiments. *P < 0.05, **P < 0.01, ***P < 0.001 (exact P values are listed in table S3).
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The HRP-C was introduced into the fourth extracellular loop repla-
cing the 3HA-tag by using the Eco RV/Avr II restriction sites with a 5′
linker (ctcgaatcaggaggtagtggtggcggaagt). The CFTR variants used in
this study are listed in table S2. Maintenance of the human CF bron-
chial epithelial cell line CFBE41o− (32), with a CFTRDF508/DF508 geno-
type [a gift from D. Gruenert, University of California, San Francisco
(UCSF)], and stable cell line generation of CFTR-3HA variants under
the control of a tetracycline-responsive transactivator were described
before (33). NCI-H441 and MDCK II cells expressing inducible
DF508-CFTR have been described (10).

Primary HBE and short-circuit current measurements
Primary cultures of HBE cells from four CFTRDF508/DF508 CF patients
and four CFTRWT/WT donors were isolated and grown at ALI in ALI
differentiation medium, as described (39, 64). Primary cultures differ-
entiated in Ultorser G medium (38) from two CFTRDF508/DF508 CF pa-
tients were purchased from ChanTest. Isc measurements of primary
HBE and CFBE epithelia were performed as described (33, 65).

PM density measurement
The PM density of 3HA-tagged CFTR variants was determined by cell
surface enzyme-linked immunosorbent assay (ELISA) (6). HRP-tagged
CFTR PM density was measured in a VICTOR Light Plate Reader
(PerkinElmer) after addition of HRP-substrate (50 µl per well; SuperSignal
West Pico, Thermo Fisher Scientific). PM density measurements were nor-
malized with cell viability determined by alamarBlue Assay (Invitrogen).

Halide-sensitive YFP quenching assay
Assay of DF508-CFTR function by halide-sensitive YFP fluorescence
quenching was performed as described (33). CFBE cells expressing
inducible DF508-CFTR were transduced with lentiviral particles en-
coding the halide sensor YFP-F46L/H148Q/I152L (66) followed by iso-
lation of double-expressing clones. YFP-expressing cells or controls
were seeded onto 96-well microplates at a density of 2 × 104 cells per
well, induced for DF508-CFTR expression for 2 days at 37°C, and low
temperature–rescued for an additional 48 hours at 26°C. During the as-
say, cells were incubated in phosphate-buffered saline (PBS)–chloride
(50 ml per well) (140 mMNaCl, 2.7 mMKCl, 8.1 mMNa2HPO4, 1.5 mM
KH2PO4, 1.1 mM MgCl2, 0.7 mM CaCl2, and 5 mM glucose, pH 7.4)
containing the indicated potentiator concentrations, followed by well-wise
injection of activator solution (50 ml per well) [20 mM forskolin, 0.5 mM
3-isobutyl-1-methyl-xanthine (IBMX), 0.5 mM 8-(4-chlorophenylthio)-
adenosine-3′,5′-cyclic monophosphate (cpt-cAMP)] and 100 ml of PBS-
iodide, in which NaCl was replaced with NaI. The fluorescence was
monitored for 36 s with a 5-Hz acquisition rate at 485-nm excitation
and 520-nm emission wavelengths using a POLARstar OPTIMA (BMG
LABTECH) fluorescence plate reader. After background subtraction and
normalization to YFP signals before NaI injection, the I− influx rate was
calculated by linear fitting to the initial slope.

Pulse-chase labeling
Experiments were performed as described (11). Briefly, CFBE cells ex-
pressing DF508-CFTR were pretreated with 3 µM VX-809 for 24 hours
followed by 1-hour exposure to 1 or 0.1 µM VX-770. CFBE cells ex-
pressing DF508-CFTR-3S were exposed to 1 µM VX-770 for 1 hour.
CFTR variants were pulse-labeled with [35S]methionine and [35S]cysteine
(0.2 mCi/ml) (EasyTag EXPRESS Protein Labeling Mix, PerkinElmer)
in cysteine- and methionine-free medium for 30 min and chased in

full medium for 2.5 or 4.5 hours at 37°C in the presence of the indicated
compounds. Radioactivity incorporated into the core- and complex-
glycosylated CFTR was visualized by fluorography and quantified
by phosphorimage analysis with a Typhoon imaging platform (GE
Healthcare).

Fluorescence ratiometric image analysis
The methodology for FRIA of endocytic vesicles containing CFTR as
a cargo has been described in detail (43). Briefly, filter-grown CFBEi-
DF508-3HA was allowed to polarize for 5 days and temperature-
rescued for 48 hours at 30°C. VX-809 or VX-809 (3 µM) with 0.1 µM
VX-770 was added for the last 24 hours and kept during the experiment.
Before labeling, the cells were shifted to 37°C for 1.5 hours. Subsequently,
rDF508-CFTR-3HA was labeled with anti-HA antibody and FITC-
conjugated goat anti-mouse secondary Fab (Jackson ImmunoResearch)
on ice. Synchronized internalization was performed at the indicated
times at 37°C. FRIA was performed on a Zeiss AxioObserver Z1 inverted
fluorescence microscope (Carl Zeiss MicroImaging) equipped with an
X-Cite 120Q fluorescence illumination system (Lumen Dynamics Group
Inc.) and Evolve 512 EMCCD (electron-multiplying charge-coupled de-
vice) camera (Photometrics Technology). The acquisition was carried out
at 495 ± 5–nm and 440 ± 10–nm excitation wavelengths with a 535 ±
25–nm emission filter and analyzed with MetaFluor software (Molecular
Devices).

Planar lipid bilayer studies
Isolated CFTR-containing microsomes (containing 20 to 40 mg of total
protein) were fused to planar lipid bilayers, and currents were analyzed
as described previously (10, 11). Briefly, voltage was clamped at −60 mV,
and currents were measured with a BC-535 amplifier (Warner Instru-
ment) and pCLAMP 9 or 10 software (Axon Instruments), filtered at
200 Hz, and sampled at 10 kHz with an eight-pole Bessel filter and Digi-
data 1320 or 1440 digitizer (Axon Instruments). The chamber was grad-
ually warmed from 23 to 37°C, reaching the maximum temperature
within 8 to 9 min. Open probability (Po) values were calculated for 2°C
temperature intervals between 23 and 37°C, and the midpoints are de-
picted on the x axis.

Statistical analysis
Results are presented as means ± SEM, with the number of experi-
ments indicated. Statistical analysis was performed by two-tailed Student’s
t test with the means of at least three independent experiments. The 95%
confidence level was considered significant. For Isc measurements, we
performed paired t test analysis of patient/donor cells measured under
different conditions. We used the Hill equation to calculate IC50 val-
ues in the GraphPad Prism software package. Original data and exact
P values are provided in table S3.

SUPPLEMENTARY MATERIALS

www.sciencetranslationalmedicine.org/cgi/content/full/6/246/246ra97/DC1
Materials and Methods
Fig. S1. Comparison between 3HA- and HRP-tagged DF508-CFTR.
Fig. S2. Acute VX-770 potentiation in CFBE and the effect of extended VX-770 exposure on the
PM density of rDF508-CFTR in other epithelial cell models.
Fig. S3. Structure and effect of CFFT potentiator panel on the rDF508-CFTR function and PM
density.
Fig. S4. The effect of prolonged exposure to VX-770 on the biogenesis and stability of CFTR
variants.
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Fig. S5. The effect of VX-770 on the PM density of CFTR variants.
Fig. S6. Representative records of DF508-R1S and DF508-E1371S activities in artificial phospholipid
bilayer.
Fig. S7. In silico modeling of VX-770 and P5 binding to wild-type and DF508-CFTR cytosolic
regions.
Fig. S8. The effect of prolonged VX-770 exposure on the CF-causing mutants R347H-, R170G-,
and P67L-CFTR.
Table S1. Effect of 24 hours of potentiator treatment on Isc measurements in primary CFTRWT/WT HBE.
Table S2. CFTR mutants used in this study.
Table S3. Data and derived P values used in composite graphs (provided as an Excel file).
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CFTR less stable, accelerating the removal of this channel from the cell membrane.
co-authors now show that combining the two types of drugs does not work effectively because potentiators make 
called ''correctors,'' help bring mutant CFTR to the cell surface, but two manuscripts by Cholon and Veit and
it improves the activity of mutant CFTR, but cannot work if there is no CFTR on the cell surface. Other drugs, 
enough to treat the severest and most common form of this disease. Ivacaftor is a ''potentiator,'' which means that
and other complications. Ivacaftor is the only targeted drug approved for cystic fibrosis, but it is not effective 

Cystic fibrosis is a genetic disease caused by mutations of the CFTR ion channel, resulting in pulmonary
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Abstract
Cystic fibrosis (CF), a lethal monogenic disease, is caused by pathogenic variants of the CFTR chloride channel. The major-
ity of CF mutations affect protein folding and stability leading overall to diminished apical anion conductance of epithelial 
cells. The recently published cryo-EM structures of full-length human and zebrafish CFTR provide a good model to gain 
insight into structure–function relationships of CFTR variants. Although, some of the structures were determined in the 
phosphorylated and ATP-bound active state, none of the static structures showed an open pathway for chloride permeation. 
Therefore, we performed molecular dynamics simulations to generate a conformational ensemble of the protein and used 
channel detecting algorithms to identify conformations with an opened channel. Our simulations indicate a main intracel-
lular entry at TM4/6, a secondary pore at TM10/12, and a bottleneck region involving numerous amino acids from TM1, 
TM6, and TM12 in accordance with experiments. Since chloride ions entered the pathway in our equilibrium simulations, 
but did not traverse the bottleneck region, we performed metadynamics simulations, which revealed two possible exits. One 
of the chloride ions exits includes hydrophobic lipid tails that may explain the lipid-dependency of CFTR function. In sum-
mary, our in silico study provides a detailed description of a potential chloride channel pathway based on a recent cryo-EM 
structure and may help to understand the gating of the CFTR chloride channel, thus contributing to novel strategies to rescue 
dysfunctional mutants.

Keywords Cystic fibrosis · ABCC7 · Chloride channel · Structure · Molecular dynamics

Introduction

Cystic fibrosis is a monogenic disease associated with high 
mortality and is caused by mutations affecting the CFTR 
(cystic fibrosis transmembrane conductance regulator also 
known as ABCC7) protein, a chloride channel in the plasma 
membrane of epithelial cells. In the presence of mutations a 
lack of functional CFTR expression in the apical membrane 
is observed resulting in imbalanced salt and water homeo-
stasis [1]. The most frequent mutation in patients with cystic 
fibrosis (CF) is the deletion of F508 (F508del) impairing 
both protein folding and function [2]. Recent clinical trials 
are promising, and combinations of several drugs have been 
reported to act on the affected steps of CFTR biogenesis, 
trafficking and function [3]. For understanding the effects of 
mutations and drugs on CFTR, the knowledge of high-reso-
lution structure and dynamics of the channel in the context 
of gating is essential. This information is also crucial for the 
development of more potent treatment modalities correcting 
the effect of F508del and other mutations.
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CFTR (ABCC7) is the member of the ATP binding cas-
sette (ABC) superfamily. It consists of two transmembrane 
domains (TMD1 and TMD2), each consisting of 6 TM heli-
ces, two nucleotide binding domains (NBD1 and NBD2), 
and a disordered segment, called regulatory (R) domain [4, 
5]. The R domain phosphorylation is a prerequisite for chan-
nel gating. The N-terminus, also called Lasso/L0 region, 
plays a role in the functional expression of CFTR through 
its intramolecular and intermolecular protein interactions 
[6, 7]. The ATP binding sites are formed by Walker A and 
B motifs in one of the NBDs and the ABC signature motif 
in the other NBD. The site with the Walker motifs from 
NBD1 is non-hydrolytic. An additional intriguing property 
of NBD1 is the presence of a roughly 40 amino acid long 
regulatory insertion between the β1 and β2 strands [8]. This 
insertion destabilizes NBD1 and is highly flexible, thus it 
is not visible in structures [9]. The conformation changes 
in the NBDs are transmitted to the TMDs via the so-called 
intracellular loops that are not loops in a structural sense, 
since they are formed by the intracellular continuation of 
two neighboring TM helices (TM2/3, TM4/5, TM8/9, and 
TM10/11) connected by a small helix (Fig. S1). These four 
short helices are called coupling helixes (CH1-4), as they 
interact with the NBDs and couple the ATP dependent con-
formational changes to the transmembrane domains [10]. 
Importantly, two TM helices from the two TM domains 
cross over to the opposite NBD in a domain swapping-like 
conformation [10]. For many years, only the structure of 
NBD1 had been known at atomic resolution [11]. After pub-
lishing the first full length ABC protein structure, several 
CFTR homology models have been built and some of their 
properties have also been experimentally confirmed  [10, 
12–15]. Major aspects of the homology models have been 
reinforced by recent cryo-EM structures, which also exhibit 
features unpredictable by homology modeling, for example 
the kink in TM8 [16–19]. In addition, the cryo-EM struc-
tures by Chen et al. and Fay et al. provide interesting, albeit 
low resolution information on R domain localization and on 
extracellular loop 4 (EL4) conformation [16, 20]. EL4 is the 
longest among the extracellular loops, is glycosylated, and is 
not visible at high resolution in any of the structural models. 
The CFTR structure has been determined in the absence of 
ATP and also in its active state, when ATP molecules were 
bound to the phosphorylated protein.

Although cryo-EM structures were determined in vari-
ous conformations, understanding of channel function is 
still lacking. To overcome the limitations of static structures, 
several molecular dynamics studies have been performed. 
Tordai et al. performed simulations with the apo zebrafish 
CFTR structure, which was determined in the absence of 
ATP and exhibited separated NBDs [21]. In this study, it 
was suggested that this conformation is not highly populated 
under physiological condition, since closure of the NBDs 

could be observed even in short simulations. Corradi et al. 
have also detected this closure and membrane defects in the 
bilayer around TM8 [22]. They found that the position of 
the kinked TM8 is stable in long simulations using either 
the apo or the ATP-bound conformation. In a recent paper, 
Hoffmann et al. combined their ATP-bound CFTR homol-
ogy model with metadynamics simulation to describe con-
formational changes associated to gating, since even the 
cryo-EM structure determined in the active form did not 
exhibit an open pathway for chloride ions [6]. Chin et al. 
also performed long molecular dynamics (MD) simulations 
with an ATP-bound human CFTR homology model, based 
on the ATP-bound zebrafish structure and focused on the 
lipid interactions of the CFTR protein [23]. This and other 
studies showed that lipid interactions are essential for high 
CFTR ATPase activity, which hydrolytic activity had been 
demonstrated and thought to be very low compared to other 
ABC transporters [1, 16, 23, 24].

Since none of the CFTR structures determined in active 
state demonstrate an open chloride channel and none of the 
in silico studies characterized in detail the chloride passage 
through the protein, in the present study we performed MD 
simulations to generate open conformations with the inten-
tion of identifying chloride pathways, and characterizing the 
interaction of CFTR protein with chloride ions.

Methods

Structure preparation

We used the cryo-EM structure (PDBID: 5W81) of phospho-
rylated, ATP-bound zebrafish CFTR (zCFTR) [17]. Residue 
indices in the figures are renumbered according to the human 
CFTR indexing. TM helix numbering is presented in Fig. 
S1.

Molecular dynamics (MD)

The starting structure was oriented along the membrane 
normal with the help of the OPM database and server [25]. 
MD simulations were performed using the GROMACS 
2018 program package in which the CHARMM36m force 
field and the TIP3P water model were selected [26, 27]. The 
CHARMM-GUI web interface was employed to build a lipid 
bilayer environment around the protein model, as well as to 
generate input files for energy minimization, equilibration 
steps (NVT, NPT), and production run [28–30]. Input MDP 
files can be downloaded from http://cftr.hegel ab.org. During 
system preparation, the following options were applied: a 
homogenous lipid bilayer was built from POPC (1-palmi-
toyl-2-oleoyl-sn-glycero-3-phosphocholine) molecules and 
150 mM KCl was set for physiological liquid environment; 
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grid information for PME (Particle-Mesh Ewald) electro-
statics was generated automatically, and NPT ensemble 
was selected with constant number of particles (N), pres-
sure (P) of 1 bar, and temperature of 310 K. Parameters for 
ATP were provided by Komuro et al. [31]. All the structures 
were energy minimized in the first step using the steepest 
descent integrator (converged when force < 1000 kJ/mol/
nm). The fast smooth PME algorithm was used to calculate 
electrostatic interactions and LINCS to constrain bonds. The 
equilibration procedure was performed 22 times to generate 
inputs for independent simulations with different starting 
velocities and this was followed by 35 ns long production 
simulations. A simulation with open conformations and five 
other randomly selected ones were extended to 100 ns long 
simulations to increase the possibility of observing open 
conformations. RMSD (root mean square deviation from the 
initial structure) and Rg (radius of gyration) plots indicated 
that the simulations with the near-atomic resolution zCFTR 
structural model (3.37 Å) were stable (Fig. S2). A brief 
summary of simulations can be found in Table S1. During 
the analysis (e.g. for RMSD and contact map calculations), 
GROMACS tools, the MDAnalysis package [32] and in-
house Python scripts were applied.

Metadynamics

A snapshot from the equilibrium trajectory with open con-
formations was selected as a starting structure for further 
studies. According to the MD simulation, two chloride 
ions (chloride #1 and #2) entered the interior region, and 
our starting structure selection was based on the position 
of chloride #2, which approached the bottleneck region 
closer than chloride #1. This starting geometry was equili-
brated for 25 ns with a position restraint on chloride #2 
and the final state was used as input for a well-tempered 
metadynamics simulation. A distance based collective 
variable (CV) was biased in the metadynamical running, 
namely the distance between chloride #2 and the center of 
mass (COM) of four Cα atoms (residues 96, 348, 932, and 
1149; human indexing: 95, 347, 924 and 1141). Focusing 
on the interior region, an extra constraint was introduced 
for the CV variable to restrict its value between z = 5 Å 
and z = 20 Å. This approach prevented the escape of the 
chloride ion towards the intracellular or the more distant 
extracellular regions. Finally, an angle restraint provided 
further control of the ion movement to keep it in the region 
of interest. Namely, we considered three points including 
the COM of the POPC P atoms in the extracellular leaflet, 
the COM of the POPC P atoms in the intracellular leaf-
let, and the actual position of the chloride ion. Connect-
ing these three points in this order, an angle was defined 
and it was kept smaller than 80° during the simulation 
(Fig. S3). The well-tempered metadynamics simulation 

was running for 600 ns using the GROMACS augmented 
with the PLUMED 2.3 package [33]. The free energy sur-
face (FES) for chloride #2 was projected onto the x/y and 
x/z planes using PLUMED tools. Convergence of the meta-
dynamics simulation is demonstrated in Fig. S4 and input 
files can be accessed at http://cftr.hegel ab.org.

Channel detection

As the first step, the Hole2 program [34] was used to iden-
tify conformations with pathways sufficient for chloride 
passage in the transmembrane region. All frames from 
every simulation were screened. A conformation was 
considered as open in the TM region if the radius of the 
detected pore was larger than 1.8 Å (radius of the chloride 
ion) in the membrane region, defined by the COM of two 
groups of Cα atoms located approximately at the level of 
the intracellular lipid head groups (a.a. 190, 250, 992, and 
1047; human indexing: 189, 223, 1018, 1023) and at the 
level of the extracellular head groups (a.a. 218, 223, 1018, 
and 1023 human indexing: 217, 222, 1010, and 1015). In 
the second step, the conformations open in the TM region 
were subjected to the Caver program [35], which allows a 
more sophisticated tunnel search at the expense of speed. 
The starting point of this search was defined by the COM 
of two Cα atoms (190 and 990; human indexing: 189 and 
982). The residues of the transmembrane domains (a.a. 
1–384 and 844–1181; human indexing: 1–383, 846–1173) 
were exclusively used in the calculation. The cutoff radius 
was set to 1.8 Å. The parameters of shell radius and shell 
depth were set to 6 Å and 3 Å, respectively. The cluster-
ing threshold was set to 4.5 Å. The “one tunnel” setting 
in the snapshot option was turned off. The tunnel residues 
were calculated using the default contact distance of Caver 
(3.0 Å). All other parameters were set to default values. 
Several tunnels were detected from the starting point end-
ing at either the intracellular or extracellular sites. Con-
formations containing at least two tunnels connecting the 
intracellular and extracellular spaces were selected for fur-
ther analysis. The pair of tunnels with the lowest scores 
(tunnel cost parameter) were set as the most probable open 
pathway. Hole2 and Caver input parameters can be down-
loaded from http://cftr.hegel ab.org and their output was 
analyzed using in-house Python scripts. The interaction 
of amino acids with Caver spheres and chloride ions were 
calculated using MDAnalysis. Clustering the channels in 
the open conformations was performed based on atom 
positions of the channel-lining residues (criterion: Ward’s 
method). The frames were aligned to the initial structure 
for analysis and the z = 0 corresponds to the bottom of the 
simulation box.
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Network analysis

The NetworkView plugin of VMD was applied to build, 
analyze, and display the network based on the pairwise cor-
related motions of amino acids [36–38]. MDTraj [39] was 
used to convert a part of the trajectory (from 80 to 100 ns) in 
a suitable format for Carma [40], which calculated the cor-
relation in Cα motions. The subopt code from the authors of 
NetworkView plugin was run to calculate optimal and sub-
optimal paths between specific residues. The configuration 
files and parameters can be found at http://cftr.hegel ab.org.

Visualization

Structures are visualized using PyMOL (The PyMOL 
Molecular Graphics System, Version 1.8.4 Schrödinger, 
LLC) or VMD [36]. Figures were generated by Matplotlib 
[41].

Results

Identification of open channels suited for chloride 
conductance

The determination of CFTR structure in its active state with 
the phosphorylated R domain and the ATP-bound nucleotide 
binding domains (NBD) enabled us to examine the structural 
background of chloride conductance. However, the cryo-EM 
structure of the phosphorylated and ATP-bound zebrafish 
CFTR structure (PDBID: 5W81) discloses no pathway suit-
able for chloride passage [17]. To find CFTR conformations 
with open channels, we performed equilibrium molecular 
dynamics (MD) simulations (n = 22) with different initial 
velocities using this zCFTR structure (Table S1). We used 
the “open conformation” expression for structures with a 
radius larger than 1.8 Å along the entire pathway, which 
geometry can ensure chloride conduction. Firstly, we iden-
tified conformations with an open transmembrane region 
using the Hole2 program [34]. Subsequently, the resulting 
structures were filtered for continuous channels between 
the intra- and extracellular spaces by the Caver code [35]. 
Among the 22 equilibrium simulations, only a single trajec-
tory (see detailed below) exhibited conformations with open 
channels.

Concerning the full trajectory, a small portion of the total 
frames (54/10,000) contained channels having simultane-
ously open geometry at both sides. Importantly, opening 
events were not grouped around a given time point, but dis-
tributed evenly over the 100 ns simulation time (see below). 
In order to compare the open conformations, we performed 
clustering on the channel-lining residues. An amino acid 
was selected as a pore facing residue if the distance between 

any of its atoms and the Caver channel spheres was smaller 
than 3 Å (Cavers’s default value). The tunnel clustering was 
performed using the pairwise RMSD of the channel-lining 
residues as a distance measure. Tunnels in all the resulted 
clusters were highly similar in the TM region and diverged 
only in the intracellular parts (Fig. S5). While differences in 
the intracellular ends could be observed, these tunnels were 
all open between TM3, TM4 and TM6 around amino acids 
at position K190, R248 (K in zCFTR), G366 (R in zCFTR), 
K370 (human CFTR residue indexing is used throughout the 
paper) (Fig. 1). A second, symmetrical opening with lower 
Caver scores was also apparent in some of the simulations, 
between TM9, TM10 and TM12 around amino acids G971 
(R in zCFTR), R975, Q1035 (R in zCFTR), K1041, R1048, 
R1158, R1162 and K1165 (Fig. S5). The physiological rel-
evance of these two intracellular gates, which are surrounded 
by positively charged residues, is supported by experiments 
[42].

Interestingly, some of the conformations exhibited a large 
opening to the hydrophobic part of the membrane bilayer 
in the TM8 region (Fig. 1) indicating that lipid molecules 
can interact with the pore residues. In MD simulations, we 
observed POPC molecules that could even enter the chan-
nel. As a consequence, the channel became closed by the 
hydrophobic lipid tail that can prevent the chloride passage.

In order to validate our simulations, we related the identi-
fied channel-lining residues to locations, which have been 
experimentally identified as potential residues facing the 
pathway or playing a role in the chloride conductance [43, 
44]. We counted the residues in the 54 open conformations, 
which were closer than 3 Å to any points of the detected 
pathways (Caver spheres). The normalized values are plotted 
in Fig. 2 and experimentally determined channel positions 
are labeled with a letter “e”. There are numerous residues, 
which are equally indicated to face the tunnel by both experi-
ments and our simulation. Some of the experimentally iden-
tified residues, such as those in TM9, do not participate in 
the channel formation in our in silico studies. These residues 
most likely act through allosteric mechanisms, since TM9 
is located laterally distant from the putative tunnels. There 
are also amino acids in TM2, TM5 or TM8, which face 
the channel in our simulations, but we were unable to find 
experimental evidences if they are similarly located in vivo.

To assess the structural characteristics of the pathway and 
the possible presence of bottleneck regions, we plotted the 
average radius of the channel along the z-coordinate of the 
simulation box (the z axis is closely perpendicular to the 
membrane bilayer and the protein) (Fig. 3). The intracellular 
entry (z = 50–75 Å) displayed several critical low values, 
while in the next region (z = 75–95 Å), considered as a large 
vestibule based on experiments [43–47], the profile showed 
large radius values. The region between 95 and 110 Å pro-
vided bottleneck characteristics with low values close to 
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the radius of chloride ion. Residues at positions Q98, P99, 
and L102 in TM1, I344 (M in zCFTR) and V345 in TM6, 
and N1138 (Q in zCFTR) in TM12 had previously been 
experimentally identified as channel forming residues. In our 
simulations, these residues were located in the inner vesti-
bule [43, 45–49] and were found in pore-facing positions. In 
addition, I336, F337, T338, T339, I340 (L in zCFTR) and 
S341, which were positioned in the bottleneck region we 
identified in silico, have been implicated as the selectivity 
filter by several experimental studies [15, 43, 48].

Interaction of chloride ions with the channel 
during simulation

Ions show extensive movements in MD simulations com-
pared to large molecules, such as proteins. Therefore, the 
contacts of chloride ions with amino acids were expected to 
provide valuable information on chloride interaction sites. 
It is important to note that the chloride concentration was 
150 mM on both sides of the membrane because of the peri-
odic boundary condition in MD simulations.

First, we calculated and subsequently normalized the con-
tact map of chloride ions with the protein in all our 100 ns 
long simulations (n = 6). The contact of each amino acid 
with chloride ions (d < 4 Å) was mapped to the structure and 

colored according to contact frequency (Fig. 4). Intensive 
interactions could be observed at the entry site defined by 
TM10 and TM12 close to the N-terminal L0/Lasso region. 
The frequency of interactions was more pronounced here 
than at the other entry site defined by TM4 and TM6 near to 
K370. These interaction sites corresponded to the intracellu-
lar pores identified by Caver in our simulations (Figs. 1, S5).

During the equilibration process, we observed that chlo-
ride ions and water molecules filled up the cavity. In the tra-
jectory with open frames, we monitored the position of two 
chloride ions (labeled as #1 and #2), which entered the inner 
space of the protein along the membrane normal (Fig. 5). 
As expected, chloride ions repulsed, and did not remain 
close to each other. However, these ions did not pass the 
above described bottleneck region, starting around z = 95 Å. 
Figure 5 also shows that the infrequent open conformations 
(54 out of 10,000 frames) were distributed over the 100 ns 
trajectory and were not grouped around a single time point. 
This observation suggests that we could notice independent 
opening events in spite of their perceptibility in a single 
simulation. Because of the low probability of open confor-
mations, most likely none of the chloride ions was in an 
appropriate position at the moment of an opening, thus we 
were not able to observe an ion passage. We also calculated 
the contact frequency of these chloride ions with the pore 

Fig. 1  Channels with extracellular and intracellular ends. Tunnels 
suitable for chloride conductance were identified in one case out of 
22 equilibrium simulations with the ATP-bound CFTR structure 
(PDBID: 5W81) using Caver. The channels with top scores (spheres 
with red colors) were clustered based on the atom positions of the 
channel-lining residues. Intracellular residues with positive charges at 

the TM4/6 entry site are labeled with blue sticks. Lasso/L0 region, 
TMD1, TMD2, NBD1, and NBD2 domains are marked with dark 
green, pale green, green, yellow, and orange, respectively. Lipid mol-
ecules lining the pore in the region of TM8 are shown by black sticks. 
a, b Side views from the bilayer hydrophobic core. c A top view from 
the extracellular space
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forming residues (Fig. 5). We observed that chloride ions 
spent more time close to positively charged amino acids, 
namely K95, R134, K190, R248 (K in zCFTR), R303, R352 
and R1097, facing the large inner vestibule and lining the 
intracellular opening. Some of these residues had been indi-
cated to be functionally important by experiments, as they 
affected the chloride conductance in studies using mutant 
CFTR forms [42, 43, 47, 50–52]. The chloride interaction 
was less frequent with non-positively charged residues. The 
two chlorides entering the TM region could reach the bot-
tleneck region but stopped around residues Q98, M1137 
and N1138 (L in zCFTR) without passing through the TM 
region. We also analyzed the interaction and movement of 
positively charged potassium ions as a negative control. No 

entry of any potassium into the protein could be detected 
(Fig. S6).

When we compared the contact maps of open and closed 
conformations (Fig. S7), residues I344 (M in zCFTR) and 
N1138 (L in zCFTR) were detected at the extracellular open-
ing of the channel (between TM 1, 6 and 12), participating in 
closing the chloride pathway. Other residues, namely F337, 
S341, and L102, surrounding this extracellular pore opening 
have been suggested to affect channel gating by mutagenesis 
experiments [15, 43, 45, 48]. Some of these amino acids 
were located around the observed small opening-up of the 
ATP-bound human CFTR structure (PDBID: 6MSM), which 
conformation was suggested to be closer to an open state 
[20].

Fig. 2  Comparing channel-lining residues identified in simulations to 
experimental data. Residues interacting with the Caver spheres were 
counted from all open frames (n = 54) and normalized. Only residues 
lining the channel based on in silico or in vitro data, are indicated in 

the plot. A letter “e” in red was placed at the residue number (human 
numbering) to indicate that the residue had been shown by laboratory 
experiments to influence the CFTR chloride conductance. Bold num-
bers indicate amino acids located in the TM region
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Fig. 3  The chloride channel profile. a The Caver sphere radius from 
all open channels was averaged over z coordinates. The large inner 
vestibule is indicated by large values (up to 4  Å), while bottleneck 
regions in the extracellular leaflet and in the intracellular region are 

characterized by radius values between 2 and 2.5 Å. The bottleneck 
in the extracellular membrane leaflet is depicted by the light coral box 
area. b The 3D structures of transmembrane domains are shown in 
the context of the channel profile

Fig. 4  Interaction sites of chloride ions with the CFTR protein. Con-
tact sites are depicted by stick representation of amino acids and 
color-coded according to the contact frequency from green (low) to 
red (high). a TMD1 and the chloride entry pore at K370, between 

TM4 and TM6 are shown. b TMD2 and the pore close to the L0/
Lasso motif (black), between TM10 and TM12 are depicted. TM4, 
TM6, TM10 and TM12 are colored by blue, salmon, cyan, and pur-
ple, respectively. The entry pores are circled (red)
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The comparison of the contact maps of open and closed 
conformations (Fig. S7) revealed regions which have dif-
ferent contacts in open and closed states. These regions are 
located between the intracellular and extracellular ends of 
the TM domains including amino acids mainly from TM6 
and TM12 and could represent allosteric communication 
sites for transmitting conformational changes from the 
nucleotide binding domains to the bottleneck region. In 
order to characterize the allosteric communication between 
NBDs and the extracellular ends of the TM helices, we per-
formed a network analysis based on correlations in pairwise 
residue motion using the VMD NetworkView pipeline [37, 
38]. A network was built from amino acids as nodes and 
their connections were weighted by the level of correlation 
in their motion. We determined the optimal and subopti-
mal paths between various “source” and “sink” residues 
(Fig. 6). The central amino acids (V171, V272, T963, and 
L1065) of the four coupling helices (CH), which are the 
main interaction sites between the nucleotide binding and 
transmembrane domains, were set as “source” nodes. Two 
amino acids (R334 in TM6 and Y914 in TM8) from the bot-
tleneck residues were selected as “sinks”. We determined 
the optimal and suboptimal paths in all eight combinations 
of sources and sinks, since the number of paths correlates 

with the strength of dynamic coupling. The highest num-
ber of suboptimal paths, thus the strongest coupling was 
observed between the CH4 and sink residues (Table S3). 
For visual comparison, we plotted L1065/R334 and V272/
R334 pathways in Fig. 6. In the first case, several helices 
(TM1, TM2, TM3, TM6, TM11, and TM12) are included 
in the paths between the two nodes, while in the latter case 
only one helix, TM4 and a small region of TM5 and TM6 
are involved in the allosteric communication between the 
intra- and extracellular parts of the CFTR.

Identification of the barrier of chloride passage 
using metadynamics simulations

Since the direct passage of chloride ions was not observed 
during our conventional MD simulations, we performed 
metadynamics computations to reveal the pathway through 
the bottleneck region and describe the potential surface of 
the transition. Metadynamics facilitates the escape from 
local minima by accumulating history-dependent Gaussian 
potential on specific reaction coordinates (collective vari-
ables, CV) [53]. The frame, in which chloride #2 was most 
proximally located to the bottleneck region, was selected 
from the trajectory. This frame was applied in a long, 

Fig. 5  Chloride ions entered the pathway but did not pass. a The 
positions of two chloride ions (#1 light blue and #2 blue), entering 
the protein, are shown by blue lines. Black lines indicate the bounda-
ries of the membrane bilayer determined by the center of mass of P 
atoms in POPC molecules. Vertical magenta lines mark frames with 

an open pathway. b The locations of  Cl− #2 from every frame are 
shown with blue dots in the context of the initial structure. The con-
tact frequency of this chloride ion with the protein was projected onto 
the structure and color coded from green (low) to red (high). Resi-
dues with the highest interaction frequencies are K95 and R134 (red)
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well-tempered metadynamics simulation, where the bias was 
based on the distance between chloride #2 and the center of 
mass of four Cα atoms (residues 96, 348, 932, and 1149; 
human indexing: 95, 347, 924, and 1141). Constraints were 
applied to prevent the escape of the chloride from the protein 
towards either the intracellular or the far extracellular direc-
tions as described in the Methods section and demonstrated 
in Fig. S3.

The well-tempered metadynamics simulation was run-
ning for 600 ns allowing convergence (Fig. S4). 2D free 
energy surfaces were calculated along x/y and x/z (Fig. 7a, b) 
using the x, y, and z components of the distance CV. The x/y 
projection, corresponding to a top view from the extracel-
lular space, indicated two deep minima, which were revealed 
as two extracellular exit sites by the x/z projection (a side 
view). This x/z projection showed that the path split after 
the bottleneck region and no significant barrier was present 
along these routes. Amino acids located towards the extra-
cellular side of the bottleneck region and interacting with the 
chloride ion, include I106, A107, Y109, D110 from TM1, 
I331, I332 (N in zCFTR), L333 R334 from TM6 and Y914 
from TM8 (Fig. 7c, d).

Discussion

Our computational studies revealed several novel aspects 
of CFTR chloride channel function, which may prove 
important for future studies, since to date no open chloride 

pathway has been identified at the atomic level in spite of 
recently published cryo-EM structures. Although Das et al. 
have generated structural models combining experimental 
data with extensive molecular modeling, their structures 
were highly different from any known ABC protein struc-
tures [54]. Hoffman et al. performed metadynamics simula-
tions biasing the extracellular region of the central helices, 
applying their homology model that exhibited differences 
from recent experimental CFTR conformations [6]. In spite 
of the differences, their results rationally suggest several 
implications regarding the mechanism of CFTR gating (see 
below).

Although the cryo-EM structure (PDBID: 5W81) was 
determined under activating conditions, it did not exhibit 
an open pathway and it was regarded as a transiently closed 
conformation. We performed equilibrium simulations to 
observe the channel opening process with the intention of 
providing conformations sufficient for chloride conductance. 
Both, the number of trajectories with open conformations 
and the probability of channel opening along a trajectory 
were found to be low, namely 1 out of 22 trajectories and 
54 out of 10,000 frames, respectively. This low number of 
events can be explained by recent electrophysiological data, 
since Zhang et al. demonstrated that zCFTR exhibited more 
than tenfold lower open probability when compared to the 
human CFTR [55]. Importantly, the sampling of the pore 
forming residues in our simulations corresponded prop-
erly to experimental data (see details in “Results”). Most 
of the observed discrepancies between our simulations and 

Fig. 6  Coupling helix 4 dynamics is strongly coupled to the bottle-
neck region. Optimal and suboptimal paths in the network of amino 
acids (spheres), connected by edges (lines) corresponding to cor-
relation in motions, were determined. Number of suboptimal paths 

between coupling helix 4 (CH4, L1065) and R334 (a) is significantly 
higher than paths from any other coupling helix, such as from cou-
pling helix 2 (CH2, V272) to R334 (b). Red: optimal paths; blue: 
suboptimal paths; orange: source residue; yellow: sink residue
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experimental results may originate from allosteric effects. A 
trivial example of allosteric effects is TM9, which is located 
laterally distant from the central pore. Therefore, the resi-
dues in this helix cannot participate in the chloride pathway, 
although some of the residues have been indicated by experi-
ments to influence conductance. Similarly, allosteric sites 
in ABCG2 have been identified by interpreting functional 
experiments combined with structural data [56]. Such exam-
ples strongly suggest that careful analysis and discussion of 
contradictory biochemical and structural data are important 
and can become a rich source for identifying allosteric inter-
actions at a high resolution, promoting drug target selection. 
The other type of discrepancies, where in silico modeling 
revealed new components of the ion pathway (e.g. TM2, 
TM5 or TM8), could prompt further mutation experiments. 
The intriguing concordant data of experiments with hCFTR 
and in silico simulations with zCFTR suggest that the main 
conformational changes of these two related proteins asso-
ciated with channel function may be similar in spite of the 

evident differences in channel opening probability and con-
ductance [55]. This similarity is also supported by the 54% 
amino acid identity level with an additional 29% similar-
ity of the zebrafish and human sequences. In addition, the 
structure of zCFTR determined under activating conditions 
(PDBID: 5W81 [17]) is highly similar to the more recently 
published structure of hCFTR (PDBID: 6MSM [20]) solved 
under similar conditions (RMSD = 1.8 Å). The difference 
in sequences may result in a stronger interaction of residues 
in the closed conformation of zCFTR leading to decreased 
probability of open conformation when compared to hCFTR.

Despite the similarities between experimental and in sil-
ico data, several questions remain open concerning channel 
gating. While several intracellular portals have been indi-
cated by both experimental and computational studies [6, 
42], in the light of the structure only one entry site around 
K370 was favored [17] and the other one at TM10/TM12, 
in the vicinity of the L0/Lasso motif was neglected. This 
shift in attention most likely occurred since a cysteine at 

Fig. 7  Two routes towards 
the extracellular regions were 
detected by metadyanamics 
simulations. Well-tempered 
metadynamics simulations were 
performed to identify potential 
exit routes of chloride ions 
and the amino acids narrowing 
this region of the pathway. The 
distance between the center of 
mass of four Cα atoms (a.a. 95, 
347, 924, and 1141) and  Cl− #2 
was used as a reaction coordi-
nate (collective variable, CV). 
2D free energy surfaces were 
calculated along the x, y, and 
z components of this distance 
CV and plotted (panels a, b). 
Top (panel c) and side (panel 
d) views of chloride ions from 
every 100th frames are shown 
by blue spheres in relation to 
the initial structure. TM1, TM6, 
and TM8 are colored by red, 
green, and orange, respectively. 
Sticks represent the following 
amino acids in the bottleneck 
region: I106, A107, Y109 (F in 
zCFTR), D110 (TM1), I331, 
I332 (N in zCFTR), L333, R334 
(TM6), Y914 (TM8)
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the position of one of the many positively charged amino 
acids around this TM10/TM12 pore did not react with meth-
anethiosulfonate (MTS) reagents [42]. Importantly, K1041 
and R1048 at this lateral pore are indicated by the same 
study to play an important role in the electrostatic attraction 
of chloride ions [42]. We determined low radius values for 
the channel profile at the intracellular pore region suggest-
ing that the entry point may be selective not only for charge 
(Fig. S6), but also for size. We were unable to detect chloride 
entry into the CFTR channel from the extracellular side that 
could have been attributed to the extracellularly located bot-
tleneck region. The low interaction frequency of chloride 
ions with amino acids at the extracellular portal and the lack 
of a well-defined positively charged patch of residues in this 
extracellular region suggest an important role for EL4. This 
loop, which was not present in the simulations as it was 
non-visible in the cryo-EM structures, involves K892 and 
R899 residues. These positively charged amino acids may 
attract chloride ions in the area of the extracellular mouth 
of the protein in case of flow from the extracellular to the 
intracellular direction.

The intracellular pores are indicated as the first selec-
tive part of the channel, since they are narrow and likely 
provide selectivity for negatively charged ions because of 
the surrounding positively charged amino acids (Fig. S6). 
The second level of selectivity and potentially the limiting 
factor of chloride conductance were present at the bottleneck 
region in the extracellular membrane leaflet (Fig. 3). The 
diameter of the pore at this region in the open conforma-
tions during our simulations only slightly exceeded the size 
of the chloride and the diameter in the closed conformations 
(Fig. S7). This small diameter difference may not be suffi-
cient to allow the passage of the chloride ion surrounded by 
a hydrate shell. Under physiological conditions, this shell 
can be weakened by the negative membrane potential, which 
cannot be modeled in our MD simulations [57]. Although 
the protein structure was not constrained in an open confor-
mation during our metadynamics simulation, the chloride 
ion visited both sides of the bottleneck region. Biasing the 
location of the chloride ion led to a gentle pushing of amino 
acid side chains and helices by the biased ion. These events 
were difficult to track because of the subtle conformational 
differences that were sufficient to provide an open tunnel 
(Fig. S7). The open state of one of the routes seems to be 
controlled by the distance between TM1 and TM6, which 
helices have been shown crucial for gating [15, 43, 45–49].

An intriguing question in the gating mechanism of any 
channel is, how the conformational changes in the regula-
tory regions drive the opening of the TM helices. Despite 
the low number of open conformations, our contact map 
analysis revealed two hot spots, which were located asym-
metrically in the two TM domains, between the NBDs and 
the bottleneck region along a putative allosteric pathway 

(Fig. S7). This asymmetry is not unexpected, as the CFTR 
structure itself is not symmetric and the TM helices are 
arranged differently compared to helices of other ABC 
transporters [17, 54]. However, the highly uneven role 
of coupling helices and pairs of TM helices in dynamic 
coupling between the NBDs and the extracellular pore 
region is astonishing (Fig. 6). Coupling helix 4, which is 
in contact with F508, exhibits an order of magnitude larger 
number of suboptimal paths towards the bottleneck region 
compared to all other three coupling helices. This high 
level of coupling is especially striking, as coupling helix 4 
and F508 are in the vicinity of the degenerate, non-hydro-
lytic ATP site with a tightly bound ATP molecule [58–60]. 
We propose that the importance of this degenerate site 
with the stably bound ATP lies in the stabilization of the 
above mentioned crucial allosteric pathway. The ATP mol-
ecule bound to this degenerate site may be structurally 
indispensable for gating, thus should not be hydrolyzed at 
a high rate, in order to maintain a stable conformation of 
the interface between NBD1 and coupling helix 4.

Interestingly, lipid molecules participated in forming the 
wall of the chloride channel pathway close to the bottle-
neck region which feature was clearly caused by the helix 
break in TM8. Although this seems peculiar, the influence of 
various lipid molecules on CFTR function has been experi-
mentally demonstrated and it is under active investigations. 
The observed ATPase activity of CFTR has been very low 
compared to ABC transporters [61, 62]. This phenomenon 
was anticipated  since the regulation of a channel function 
is not expected to consume comparable amounts of ATP 
to those required by active transport processes. However, 
a recent study described that phosphatidylserine promoted 
the ATPase activity of CFTR to a level comparable to other 
ABC transporters [24]. Chin et al. detected both, increased 
CFTR activity and potentiation in the presence of various 
lipids [23]. Some of these studies also employed in silico 
methods to reveal binding sites and to characterize the mode 
of lipid action. Microsecond MD simulations revealed lipid 
binding sites in functionally important regions, which may 
also play a role in conformational transitions. These authors 
[23] observed preferential binding of phosphatidylserine at 
helices (e.g. TM4, TM6, and TM10), which participate in 
forming the intracellular pores. According to our results, 
at least one of the pathways at the bottleneck region can 
likely be the target of lipid molecule interactions (Figs. 1, 
7). POPC interactions in this region, around the TM8 kink 
were also detected by Chin et al. [23] and lipid perturbation 
in the same area was observed in simulations by Corradi 
et al. [22]. These suggest a hot spot around the TM8 kink, 
whose conformational transition towards an open state may 
be influenced or mediated by lipids.

In summary, we described here the chloride pathway of 
CFTR in atomic resolution for the first time. Our results 
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suggest that several intra- and extracellular entry sites may 
exist, no large conformational changes of the closed struc-
tures are required for opening and lipids may influence the 
channel path directly not only in an allosteric manner. Our 
study and methodology may help to understand the gating 
mechanism of wild type and mutant CFTR proteins.
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Abstract

ABCG2/BCRP is a membrane protein, involved in xenobiotic and endobiotic transport in

key pharmacological barriers and drug metabolizing organs, in the protection of stem cells,

and in multidrug resistance of cancer. Pharmacogenetic studies implicated the role of

ABCG2 in response to widely used medicines and anticancer agents, as well as in gout. Its

Q141K variant exhibits decreased functional expression thus increased drug accumulation

and decreased urate secretion. Still, there has been no reliable molecular model available

for this protein, as the published structures of other ABC transporters could not be properly

fitted to the ABCG2 topology and experimental data. The recently published high resolution

structure of a close homologue, the ABCG5-ABCG8 heterodimer, revealed a new ABC

transporter fold, unique for ABCG proteins. Here we present a structural model of the

ABCG2 homodimer based on this fold and detail the experimental results supporting this

model. In order to describe the effect of mutations on structure and dynamics, and charac-

terize substrate recognition and cholesterol regulation we performed molecular dynamics

simulations using full length ABCG2 protein embedded in a membrane bilayer and in silico

docking simulations. Our results show that in the Q141K variant the introduced positive

charge diminishes the interaction between the nucleotide binding and transmembrane

domains and the R482G variation alters the orientation of transmembrane helices. More-

over, the R482 position, which plays a role the substrate specificity of the transporter, is

located in one of the substrate binding pockets identified by the in silico docking calcula-

tions. In summary, the ABCG2 model and in silico simulations presented here may have

significant impact on understanding drug distribution and toxicity, as well as drug develop-

ment against cancer chemotherapy resistance or gout.
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Introduction

ATP Binding Cassette (ABC) transporters form one of the largest families of membrane pro-
teins and are involved in numerous physiological and pharmacological functions [1]. These
proteins are present from bacteria to human, and while in bacteria they may work both as
importers and exporters, in eukaryotes only the exporter function has been preserved. The
human ABC protein family includes 48 members, from which the members of the ABCB,
ABCC and ABCG proteins are key cellular exporters for xenobiotics and endobiotics [1, 2].
These promiscuous transporters provide the basis of protecting cells and tissue barriers against
hydrophobic toxic materials, regulate the ADME-Tox (Absorption, Distribution, Metabolism,
Excretion, and Toxicity) properties of numerous clinically applied drugs, and are involved in
cancer chemotherapy resistance.

In spite of the huge amount of data about the mechanism of action, cellular localization,
and pharmacogenetically important polymorphisms and mutations of the human ABC drug
transporters, the structural features of these large membrane proteins are hardly known [3–5].
There are several crystallization-basedexperimental data for bacterial importers and exporters,
while practically only one single set of such data are available for the mammalian (mouse)
ABCB1 drug transporter [6]. Still, numerous homology models have been built for other
human ABC drug transporters, either based on this ABCB1, or the bacterial ABC transporter
structures [7–9].

The ABCG2 protein is a multifunctional human membrane transporter–it is expressed at a
high level in the gut, in the blood-brain and the feto-maternal barriers, and its function is espe-
cially relevant in stem cell protection [10–12]. Overexpression of ABCG2 has been shown to
cause cancer multidrug resistance [13–15], while a reduced expression or function is an estab-
lished cause of hyperuricemia and gout [16–18]. Still, it has been especially challenging to
model the atomic level structure of ABCG2, as the nucleotide binding domain (NBD) and the
transmembrane domain (TMD) arrangements are in an inverse order than in the ABCB or
ABCC families, and membrane topology studies indicated a completely different transmem-
brane helix arrangement for this protein.

Very recently the crystal structure of the ABCG5-ABCG8 heterodimer membrane protein,
the key human transporter for cholesterol, has been published [19]. These proteins, as mem-
bers of the human ABCG subfamily, show close homology to the homodimeric ABCG2 trans-
porter. Since ABCG2 has major medical importance, here we provide a homology model for
this protein, based on the ABCG5-ABCG8 structure. We also provide explanations for the
polymorphism and mutations with experimental or clinical relevance [20–23]. Moreover, by
utilizing molecular dynamics simulations and in silico docking calculations, we describe the
potential drug binding and transport regions, as well as the residues responsible for the special
cholesterol sensitivity of this promiscuous drug transporter. Clearly, these structural data may
provide important clues to decipher the effects of the ABCG2 variants, design drugs to rescue
their expression, or drugs to modulate their function in stem cell development, protection of
the fetus or cancer drug resistance.

Methods

Homology modeling

Sequence alignment of ABCG2_HUMAN, ABCG5_HUMAN, and ABCG8_HUMAN (Uni-
Prot) was generated using ClustalW [24]. Modeller 9.12 was employed to generate the homol-
ogy models [25]. Cysteines 592 and 608 were constrained to form intramolecular disulfide
bonds, while cysteines at position 603 were forced to participate in an intermolecular S-S
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bridge. One hundred models were prepared and the best model was selected by Modeller’s
DOPE score. Since the extracellular loops contained knots, the loops between C592 and C608
were refined also by Modeller, employing the same approach: 100 loop models were created
and evaluated by DOPE score.

Mutant constructs could be generated simply by PyMOL (The PyMOL Molecular Graphics
System, Version 1.7 Schrödinger, LLC.), since either the side chain of the new residue was
small or it was on the protein surface. PyMOL was used to generate all the molecular graphics.
Sequence alignments, structural models, and additional information on molecular dynamics
and in silico docking (see below) can be downloaded from http://abcg.hegelab.org to facilitate
further studies.

Molecular Dynamics (MD) simulations

The structural models were oriented along the membrane normal based on the ABC-
G5-ABCG8 orientation in the OPM (Orientations of Proteins in Membranes) database [26].
MD simulations were performed using GROMACS 5.1 with CHARMM36 force field [27, 28].
The input files for energy minimization, several equilibration steps (NVT, NPT), and produc-
tion run were generated via the CHARMM-GUI web interface [29, 30]. The following options
were selected: terminal residues were patched by ACE (acetylated N-terminus) and CT3 (N-
methylamide C-terminus), the extracellular cysteines were set to form disulfide bridges;
homogenous POPC (1-palmitoyl-2-oleoyl-sn-glycero-3-phosphocholine) lipid bilayer were
selected with default parameters and 150 mM NaCl was inserted; grid information for PME
(Particle-Mesh Ewald) electrostatics was generated automatically, NPγT ensemble was selected
with constant number of particles (N), pressure (P) of bar, surface tension zero (γ), and tem-
perature of 310 K. All the wild type and mutant structures were energy minimized in the first
step using the steepest descent integrator (maximum number to integrate: 5,000 or converged
when force is<1,000 kJ/mol/nm). From each energy minimized structure we forked six paral-
lel simulations containing consecutive sets of equilibration steps, when decreasing force con-
stants (from 4,000 to 50 kJ/mol/nm2) in these steps were applied for protein and lipids.
Production runs were performed without restraints. Berendsen thermostat and barostat were
used in the equilibration steps, while Nose-Hoover thermostat and Parrinello-Rahman barostat
with semiisotropic coupling were employed in the production run. Time constants were 1 ps
and 5 ps for the thermostats and barostats, respectively. Electrostatic interactions were calcu-
lated using the fast smooth PME algorithm and LINCS algorithm was used to constrain bonds.
Simulations were carried out in constant particle number, pressure, and temperature ensem-
bles with a time step of 2 fs. In summary, all the parameters provided by the CHARMM-GUI
interface were unchanged and used except the simulation time in the production step, that was
set to 50 ns. Thus six parallel runs resulted in 300 ns total simulation time for each constructs
including WT, Q141K, R486G, and Y413S. Simulations were executed on a GPU cluster of the
NIIF National Information Infrastructure Development Institute (http://www.niif.hu/en). Sim-
ulations were analyzed by the MDAnalysis Python package [31] and in-house Python scripts
on our local small HPC cluster.

In silico docking

Molecules are listed in the Supplementary material (S6 Fig). The OpenBabel package and
MGLTools scripts were used to convert between molecule file formats and to prepare the mole-
cules for docking using AutoDock Vina [32, 33], respectively. The six conformations of
ABCG2 wild type were taken from the last frame of the equilibrium simulations and prepared
for docking using MGLTools (Gasteiger charges were added). The docking space was defined
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by a box around the whole transmembrane domain including also some parts of the NBD and
the extracellular loops (S5 Fig). Because of the large volume of the box, exhaustiveness was set
to 128 instead of the default value 8 and the number of required poses in the output (num_-
modes) was set to 20. Analysis was performed by PyMOL and in-house Python scripts.

Results and Discussion

Homology modeling based on the new ABC transporter fold provides a

plausible and stable ABCG2 model

In contrast to previous ABC transporter structures, the recent ABCG5-ABCG8 high resolution
structure provides an excellent template for modeling ABCG2 [19]. ABCG2 exhibits 27% and
26% identities and 48% and 44% similarities when compared to ABCG5 and ABCG8, respec-
tively. Although these values seem to be low for general homology modeling, for longer
sequences (> 100 a.a.) and especially for membrane ABC proteins they are sufficient (see Mod-
eller’s tutorial and [34]). Even in a worse scenario, when the N- and C-terminal halves of
CFTR/ABCC7 (Cystic Fibrosis Transmembrane Conductance Regulator) exhibit only 18% and
21% identities compared to the Staphylococcus aureus Sav1866 protein, using this distantly
related protein as a template resulted in a high quality CFTR homology model that could be
confirmed by experiments [9]. Bacterial homolog based MDR1 (P-gp) models also have been
generated and widely used to guide experimental and computational studies [35–37]. Although
the ABCG5-ABCG8 template is a heterodimer, the structural differences between the two
halves are subtle (S1 Fig). Based on these considerations, we generated a homology model of
ABCG2 based on the ABCG5-ABCG8 structure (Fig 1) employing the sequence alignment
shown in S2 Fig. Although the alignment generation was relatively straightforward, some parts
of the ABCG2 protein were not modeled, either because they are mobile and thus invisible in
the template structure, or their sequence and length differ from the corresponding regions in
the template (e.g. the loop between the β1 and β2 strands of NBD and the linker region between
the NBD and TMD; see details below and S2 Fig).

Large deviations from the starting structure are expected even in short (<20 ns) MD simula-
tions when the initial structure is wrong or inaccurate [6, 38–40]. Therefore we performed
molecular dynamics simulations employing the ABCG2 homodimer embedded in a membrane
bilayer to confirm the stability of the homology model. RMSD values of frames compared to
the initial structure indicated the stability of our model (S3 Fig). Although it would be interest-
ing to perform experiments testing specific aspects of the ABCG2 structural model employing
devised mutations, as in the case of the CFTR homology model [9], the ABCG2 transporter is
highly sensitive to mutations and its cysteine-less form cannot be functionally expressed [41].
However, there are several experimental observations, which we discuss in the next section,
supporting our model.

The nucleotide binding domains (NBDs) are the most conserved regions in all ABC proteins
from bacteria to human, and consist of a RecA-like core domain present in all P-loop ATPases,
and an α-subdomain characteristic exclusively for ABC proteins [4, 5, 42]. The Walker A and
B motives responsible for ATP binding are located in the core domain, while the ABC signature
sequence (LSGGQ), which provides the catalytic base toward the γ-phosphate, is situated in
the α-subdomain (S2 Fig). Since ATP binds to the Walker A sequence in one NBD, and the sig-
nature sequence is provided from the other NBD, for ATP hydrolysis an intimate interaction
of the two NBDs is required [4, 5, 42]. It is also important to mention that the ABCG5-ABCG8
heterodimer exhibits a functional asymmetry in the NBDs, as ABCG5 possesses a degenerate
signature sequence thus unable to cleave ATP. In the ABCG2 dimer both ATP sites are active.
The ABCG5-ABCG8 structure does not contain bound ATP, thus the NBDs were separated
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Fig 1. The general structural properties of the ABCG2 homology model. The two monomers are colored by different light green

colors. The most important parts, providing the interface between the TMD and NBD are the coupling helix (light blue) and the connecting

helix (dark green). The functionally important R482 is colored ruby. The site of the most frequent polymorphism, Q141 is deep purple. The

location of important mutations affecting biogenesis and function are labeled by dark green (R383) and orange (K86), respectively.

Residues, which are probably significant in cholesterol modulation, are blue (Y413) and magenta (a.a. 555–558). Gray dots represent the

boundaries of the hydrophobic region of the bilayer, defined by the OPM webserver. Insert: ABCG2 (green) and mouse ABCB1/Pgp

(blue, PDBID: 4M1M) are overlaid. The mouse ABCB1 NBD is much further from the membrane bilayer and the distance between the

NBDs of ABCB1 and ABCG2 (the Cα atoms of the Walker A Lys residues; K433 and K86, respectively) is 26 Å.

doi:10.1371/journal.pone.0164426.g001
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[19], and so are they now in the ABCG2 structure presented. However, in contrast to that in
the mouse MDR1 structure [6], the NBDs are not fully separated, and a connection is provided
by helices located at the C-terminus of NBDs. Till now this conformation could have been
observed only in lower eukaryotes [43, 44].

In the ABCG type proteins the loop between the first and second β-strands of the core
domain are longer than in most ABC transporters (approx. 20 a.a. in ABCG2, and 20 and 40 in
ABCG5 and ABCG8, respectively; S2 Fig). This loop is invisible in both the ABCG5 and
ABCG8 crystal structures, thus most likely highly mobile. The only loop, which has been
described at the same location, is the so called “regulatory insertion” in the CFTR protein [45].
However, this region of the NBD does not play any role in phosphorylation or nucleotide
dependent regulation of CFTR function. When this “regulatory insertion” was deleted in
CFTR, the thermostability of this channel was increased significantly, but no physiological
function for this segment could be identified [46]. Until now the existence of this long loop in
ABCG proteins has not been known because of the lower sequence conservation of the
β1-strand and its function is unknown. Since it includes the short A-loop motif [47], one of its
functions supposed to be ATP stabilization. However, its length suggests additional roles, and
we propose that it may serve as a filter at the entry to the substrate binding cavity (see below),
and contribute to the first step of allosteric communication of signaling drug biding to the ATP
binding site.

The transmembrane domain in the ABCG proteins exhibits a completely new ABC trans-
porter fold. The intracellular loops are shorter compared to known ABC exporter structures,
that results in a small distance of the NBDs from the inner layer of the membrane (Fig 1 insert).
In this respect the structures of the ABCG proteins resemble the bacterial importers, but their
transmembrane fold is completely different. In addition, no intracellular loops do cross over
from one TMD to the opposite NBD, as observed in previous ABC exporter structures [9, 48].
Moreover, the arrangement of the short, so called coupling helices, which are located at the
NBD/TMD interface and couple the motions resulting from ATP binding and hydrolysis in
the NBDs to conformational changes in the TMD, are completely different from those found
in the ABCB or ABCC type proteins. One of the intracellular loops between TH4 and TH5
(ICL2), in contrast to other ABC exporter folds, is so short that it does not leave the bilayer,
thus does not reach the NBD and cannot function as a coupling helix, providing a molecular
coupling. The only potential coupling helix in ICL1 (a.a. 452–461), located between TH2 and
TH3, binds to the NBDs similarly to that observed in other ABC structures [9, 42] (Fig 1), but
in a slightly different conformation. Interestingly, while there are bacterial importers that pos-
sess only one coupling helix in one half of the transporter, ABCGs still possess more interac-
tions between the TMDs and NBDs. An amphipathic helix (a.a. 373–390; Figs 1 and 2 and S2
and S3 Figs) similar to a coupling helix provides additional interactions and is located in the
linker region directly before TH1. The coupling helix like conformation of this region, which is
named “connecting helix” [19] and forms an alpha helix perpendicular to the TM helices, is
established by its amphipathic nature. However, this connecting helix does not penetrate as
deeply into the NBDs as the coupling helices in Type I ABC exporters. In addition, this con-
necting helix exhibits similar structural and functional roles as those coupling helices which
cross over from one TMD to the opposite NBD in the other half of the molecule, in type I ABC
exporter structures.

An interesting and ABCG specific region of the new fold is an extracellular loop between
TH5 and TH6 (ECL3; a.a. 552–621) with a special conformation. The residues located
between 562 and 586 form two consecutive helices, exhibiting a V-shape, immersed partially
into the bilayer (S2 and S4 Figs). This re-entering into the membrane resembles the P-loop of
ion channels, and thus we propose to name it a G-loop. The extracellular loop following the
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G-loop in the ABCG proteins is not highly conserved and is slightly different in its length.
ABCG8 does not possess any cysteines in this region, while the two cysteines in ABCG5 G-
loop are at similar positions as C592 and C608 in the ABCG2. It has been experimentally
documented that these cysteines form an intramolecular disulfide bond in the ABCG2 pro-
tein [49], while this covalent bond is not observable in the ABCG5-ABCG8 structure, because
purification and crystallization were done under reducing conditions. In addition, in ABCG2
it has been shown that the two C603 residues in the two halves of ABCG2 form an intermo-
lecular disulfide bond [49, 50]. The experimentally verified N-glycosylation site in ABCG2 at
position N596 [51] in our ABCG2 model is found in the flexible extracellular loop 3 and
accessible for glycosylation.

As described above, the ABCG family members have entirely different conformational
arrangements in the transmembrane helices and connecting regions than the other known
ABC exporters. Therefore it is not surprising that until now the structure of ABCG-like pro-
teins could not have been properly predicted—all attempts were based on the presumption
that the NBDs are located far from the bilayer and are connected to the TMD with long intra-
cellular loops [8, 52–54]. In addition, experimental findings that supported the long ABC
fold in ABCG type proteins may raise serious concerns (see Fig 1 insert). Moreover, studies
which attempted to determine the ABCG2 transmembrane topology by HA-insertion experi-
ments, seriously failed [54, 55]. This was most likely caused by a misinterpretation of the
expression and function of the mutant variants, biased by the misconception of presuming
long intracellular loops in TMDs. In contrast, the in silico prediction of the ABCG2 mem-
brane topology performed much better, and resulted in TM helix boundaries similar to those
deducted from the ABCG5-ABCG8 crystal structure and the present ABCG2 model (S1
Table) [56, 57].

Fig 2. The Q141K variant interferes with the coupling between the NBD and the connecting helix. The side chain of F142, which is at

a homologous position as the CFTR F508 (S2 Fig), is clamped by the positively charged K382 and R383. The positive charge of 141K

destabilizes this interaction by repulsion with K382, as shown by molecular dynamics simulations (S5 Fig).

doi:10.1371/journal.pone.0164426.g002
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The new model contributes to the understanding of the effects of

ABCG2 variations

Structural models, even homology models with their limitations, are important tools to assess
the effects of both natural variations, and mutations generated for structure/function studies. A
prominent example in the field is the CFTR homology model based on the Sav1866 structure
[9]. While these proteins share very low homology in the TMDs, major structural features
could have been confirmed by experiments and the model still serves as a fundamental basis
from basic studies to drug development. Below we detail the experimentally examined specific
residues and regions in the ABCG2 protein, in order to assess the suitability of the new model
to understand their effects on ABCG2 structure and function.

The K86M mutation, within the Walker A ATP binding motif has been used in numerous
studies to generate a non-functional ABCG2 transporter, lacking both ATPase and transport
activities [58]. Similarly to other ABC transporters, the NBD/NBD domain interface is highly
sensitive for mutations, irrespectively whether the actual residue plays a role in the catalysis.
The E211Q mutation, causing loss of function, is localized in this region [59].

Two major polymorphic variants of ABCG2 are V12M and Q141K [22]. V12M, present in
5–10% frequency in human populations, has been shown not to have a measurable effect on
the processing or function of the protein. The lack of effect can be explained by the position of
this variation located in the short and flexible N-terminal region of the protein (a.a. 1–30). Tag-
ging experiments are also in line with the spatial arrangement of the N-terminus: either a 6–10
histidine tag, or even a large GFP tag, attached to this end, is well tolerated in ABCG2 process-
ing and function [60].

Q141K, present in about 15–30 percent of people in various ethnic groups, causes a signifi-
cant reduction in intracellular trafficking and plasma membrane localization of ABCG2 [20,
21]. Due to the reduced expression at the site of action, this variant contributes to the develop-
ment of gout and enhances the side effects and toxicity of various drugs [16–18, 61–63]. Inter-
estingly, Q141 within the NBD is located next to F142, homologous to the CFTR F508 (Fig 2)
[64], in a helix interacting with the amphipathic “connecting helix”. This site is analogous to
the crossed-over coupling helix of cytoplasmic loop 3 in CFTR, and may similarly have a role
in stabilizing the NBD/TMD interface [9, 65].

The side chain of Q141 is directed towards N158, thus the substitution of glutamine by the
larger lysine with a positive charge, may displace the α-helix of N158. This helix is on the exter-
nal side of the NBD, thus expected to cause only a minor effect on the transporter function.
Molecular dynamics simulations indicate that these helices do not move differently in the
Q141K mutant as compared to the wild type protein. On the other hand, the distances between
the connecting helix and the helix of Q141 and F142 exhibit differences in dynamics (S5 Fig).
The interaction at this NBD/TMD interface is stabilized by a special arrangement of three
amino acids (Fig 2). The side chains of K382 and R383 in the connecting helix form a V-shape,
and clamp the residue F142 located in the NBD. In the Q141K variant the positive charge inter-
feres with K382, the interaction of the two helices is destabilized, and exhibits an increased
probability of divergence for the two interfacing helices. In the light of this observation, the cru-
cial role of R383 in stabilizing the NBD/TMD interface is highlighted and the deleterious
impact of R383 mutations on ABCG2 biogenesis is interpretable [66].

Experimental studies have shown that while the Q141K variant causes only a partial
impairment in ABCG2 processing, the ΔF142 mutant has a more severe effect than the ΔF508
mutation in the CFTR protein [64]. Misprocessing of ΔF142 ABCG2 cannot be rescued either
by temperature or correctors, most likely because in the case of ABCG2 every single mutation
behaves as a double mutation in the homodimer transporter. The molecular modeling and
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experimental studies may significantly contribute to explore the already available CFTR correc-
tors to rescue the ABCG2 Q141K variant, e.g. in the therapy of gout [65]. Still, the local molec-
ular environment is dissimilar to that observed in CFTR, namely the connecting helix is less
embedded into the NBD, and the interacting residues are not hydrophobic in ABCG2, thus
any CFTR corrector compounds tested for rescuing ABCG2 Q141K [65] should be tuned for
the structure of ABCG2. In addition, CFTR F508 resides in a loop following a helix, while
ABCG2 F142 is located in an α-helix.

In ABCG2 a historically and functionally important residue is the arginine in position 482
[58, 67]. In the first ABCG2 cloning experiments drug resistant cell lines expressed the R482G
variant, which has a different substrate and inhibitor specificity and apparently a higher drug
transport turnover that the wild-type protein. Still, this variant has not been found in vivo,
probably because it cannot transport negatively charged substrates, including uric acid or con-
jugated hydrophobic drugs [23]. In the new ABCG2 model R482 resides in TH3, very close
(2 a.a.) to a kink generated by P480. This proline, and most likely also the kink, are conserved
in ABCGs (S2 Fig). As discussed below, the role of R482 in the substrate handling of ABCG2 is
strongly supported by the current model.

The short cytoplasmic C terminus of the ABCG2 protein has been shown to be very sensi-
tive to any experimental modification or tagging. This is well explained by the localization of
these amino acids, facing the inner “cavity” of the dimer in very close proximity to the coupling
helix and most probably interacting with it.

Docking calculations reveal drug binding sites along a potential

transport pathway

In silico docking studies on multidrug transporters have not been a great success. Since it is
challenging to handle the plasticity of a binding site capable of interacting with chemically dif-
ferent compounds and in silico docking to a homology model raises the concern regarding side
chain orientations, we performed docking to several conformations generated by the equilibra-
tion steps of the molecular dynamics simulations. This process also provided a more physiolog-
ical orientation of the side chains in the lipid regions, as the protein in the simulations was
embedded in a lipid bilayer. These conformations possess similar backbones, since the protein
is position-restrained during the main part of the equilibration process. To these conforma-
tions we docked various ABCG2 substrates including sulfasalazine, methotrexate, rhodamine
123, flavopiridol, and also molecules that do not interact with ABCG2 such as verapamil and
calcein (S6–S8 Figs) [2, 12, 15], employing AutoDock Vina [33].

Interestingly, the conformations exhibited various characteristic locations for substrates
(Fig 3): some of the conformations indicated potential binding sites around the entry pore
from the cytosol (Sites 1 and 2), others delineated the entry to the interface of the two trans-
membrane domains (Site 3), and some exhibited a partially extracellular location (Site 4). Site 1
is situated below the connector and coupling helix, and above the loop connecting the core and
α-helical subdomains of NBD. Site 2 is a more defined binding pocket, intercalated between
TH1 and TH4, which also includes the R482 and the P480 kink. Site 3 is located between the
two monomeric subunits, surrounded by TH2 and TH5, provided by both monomers. Amino
acids of Site 4 are part of the tip of the TH helices and extracellular loops. Binding to this site
was a rare event, indicating that the conformations of this region captured in the MD simula-
tions do not form a real binding pocket, as expected for an off-site.

Interestingly, while both substrates and non-substrates can bind to Site 1, the entry into Site
2 of non-substrates is limited (e.g. for verapamil or calcein; S7 and S8 Figs and S2 Table). Thus
substrate selection, e.g. differentiation of toxic molecules from natural metabolites, may happen
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at this site. This proposal is also strengthened by the fact that R482, which exhibits a strong
effect on substrate selectivity, is part of Site 2. It is also important to note that mutations of
T402 and P485 in this pocket (S8 Fig) have been reported to reduce the transport of many sub-
strates [8, 68], further supporting the existence of Site 2. It seems that all the molecules exam-
ined can bind into the central pocket (Site 3), which might be the entry point into the pathway
between the two TMDs. In addition, for substrates, binding regions overlapping between Sites
2 and 3 also can be observed, delineating a potential transition spot from Site 2 to Site 3. Site 1
and Site 2 are present at both monomers, although their presence is not so pronounced in one
of the monomers in our conformations because of the inherent asymmetry of the ABC-
G5-ABCG8 template. Site 3 is located between the two monomers, as a part of the main trans-
location path, and substrates can enter this pocket from Site 2 of either monomer in an
alternating fashion (Fig 3). The central large cavity in the apo structures of ABCG5-ABCG8
and ABCG2 dimers exposes both hydrophobic and hydrophilic residues, and their pattern also
may play a role in discriminating substrates and non-substrates. In addition, the loop between
the β1 and β2 strands of NBDs may also limit the access to the entry sites and participate in
substrate selection.

Fig 3. In silico docking shows binding sites along a potential substrate pathway. Substrates and non-substrates were docked to six ABCG2

conformations. Both types of molecules could dock at Site 1 (blue), while only the binding of substrates could be observed at Site 2 (red). The central Site 3

(yellow) resides between the two monomers. A potential off-site at the extracellular part is also revealed (Site 4, magenta). Here, docking poses of

sulfasalazine are shown in the case of two ABCG2 conformations (two out of the last frames of the six equilibrations are shown).

doi:10.1371/journal.pone.0164426.g003
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In silico modeling facilitates to uncover the atomic details of cholesterol

dependence of ABCG2 function

Membrane cholesterol is a major modulator of ABCG2 function, as documented by several
experimental studies [69–71]. In fact, purified ABCG2 is practically non-functional without
the addition of cholesterol to the reconstituting lipids [60]. Experimental studies indicated that
the R482G mutation also influences the cholesterol sensitivity of ABCG2, that is less choles-
terol is required for full transport function [69]. Since this amino acid is in the hydrophobic
region, it is questionable how could cholesterol interact with this residue. Most probably R482
alters the conformation and dynamics of TM helices, resulting in altered cholesterol sensitivity
and substrate specificity (see above).

In order to test this hypothesis we executed MD simulations using the R482G mutant
embedded in a lipid bilayer, and compared the conformation of the TM helices close to this res-
idue, located in TH3. Even in the case of a limited accessible time scale, large conformational
changes could be observed (Fig 4 and S9 Fig). In the absence of the large R482 side chain, TH3
moved closer to TH4 and at the same time drifting away from TH1. These conformational
changes caused by R482 substitution indeed have a significant effect on regions, which have
been proposed as cholesterol binding sites (e.g. TH1), and also on drug binding site 2, thus

Fig 4. Structural effects of the R482 variations. The R482G mutation is able to alter the positioning of TM

helices and the conformation of the P480 kink. Two structures were taken from the end of two simulations, which

exhibited the largest changes, to decipher and demonstrate the effect of R482. The distances between Cα of R482

(TH3) and that of Q398 (TH1), S441 (TH2), and A517 (TH4) were measured throughout the simulation trajectory,

and in the last frame exhibited the following values: distances of A, B, and C in WT are 8.4 Å, 7.2 Å, and 7.4 Å,

while in the R482G variant are 15.1 Å, 8.1 Å, and 4.9 Å, respectively. The right panels contain both the WT and

R482 structures in cylindrical representation. Arrows are placed at spots, which exhibit the most pronounced

differences between the two constructs, and point from the wild type to the mutant conformation. TH1-6 are

colored by red, green, blue, orange, magenta, and yellow, respectively.

doi:10.1371/journal.pone.0164426.g004
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provide suitable explanations for both altered cholesterol sensitivity and substrate specificity of
this variant.

Two recent publications explored the putative cholesterol binding sites in ABCG2 by muta-
genesis. Gal et al. [72] investigated the effects of mutations of the key tyrosine residues in the
putative cholesterol recognition amino acid consensus (CRAC) motives, located in ABCG2 at
positions Y413, Y459, Y469, Y570 and Y645 (S4 Fig). The Y459S mutation prevented protein
expression, the Y469S and Y645S mutants lost their transport and ATPase activities, while the
only significant effect on cholesterol modulation of ABCG2 function was caused by the Y413S
mutation. In the second related study [73] a leucine based potential cholesterol binding motif
(a.a. 555–558) was found to play a significant role in the cholesterol dependence of ABCG2.

The structural model of ABCG2 presented here revealed that Y459 is located in the coupling
helix and its mutation understandably caused a major detrimental effect. The Y413S CRAC
motif mutation, that significantly altered the cholesterol sensitivity of ABCG2 without major
functional effects, is located in the extracellular tip of TH1, in the area of the external lipid head
groups, as supported by molecular dynamics simulations, performed with the transporter
embedded in a POPC lipid bilayer (Fig 5). Most interestingly, the leucine based motif (a.a. 555–
558), affecting the cholesterol sensitivity of ABCG2 is located just before the G-loop, in the outer,
charged leaflet of the bilayer, close and in a potentially interacting position with the Y413 in the
CRAC motif in the opposite monomer. These observations strongly suggest that the cholesterol
binding site is located in this region. It may be supposed that an intermolecular interaction
between Y413, L555, and V556 provide a specific, potentially dynamic conformation for the TM

Fig 5. The structural background of cholesterol regulation. The last frame of a 50 ns long MD simulation with ABCG2

embedded in a POPC bilayer shows that the CRAC motif, containing Y413, is located in the charged area of POPC head

groups (orange), as a rational location for cholesterol biding. Also, the leucine based cholesterol binding motif (magenta)

is situated in this layer. Right panel: zoomed area reveals a close contact between the CRAC and the leucine based

motives (e.g. Y413 and V556 are closer than 5 Å) and may provide a cholesterol binding site (black circle). Gray: POPC

hydrophobic tails; orange: charged head groups of lipids.

doi:10.1371/journal.pone.0164426.g005
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helices in cholesterol binding. The special localization of these two motives also suggests that cho-
lesterol may contribute to the stabilization of the dimer in a specific conformation.

Since the Y413S mutation may affect cholesterol sensitivity of ABCG2 allosterically, and
experimental studies to identify the direct binding of such a hydrophobic molecule are
extremely difficult, we performed MD simulations with the Y413S mutant construct. We could
not observe any significant changes in the dynamics in TH1 (S10 Fig), that also suggests that
the altered cholesterol sensitivity observed in this mutant is caused directly by this functional
CRAC motif.

Concluding remarks

The ABCG5-ABCG8 based homology model of ABCG2 presented here is capable to shed light
on the effects of mutations, substrate handling, and also on the regulation of this transporter.
The altered dynamics of the R482G variant provides explanation for both altered substrate
specificity via affecting the drug binding pocket (Site 2), and to the altered cholesterol regula-
tion through allosteric communication via TH1 to CRAC motif (Y413). As this ABC-
G5-ABCG8 based homology model behaved unexpectedly well in the simple computational
approaches we applied, without any sophisticated additional methods, most likely the ABC-
G5-ABCG8 structure is a physiologically relevant conformation. Importantly, this conforma-
tion exhibits only slightly separated NBDs without bound ATP and exposes drug binding sites
without widely separated TM helices at the cytoplasmic membrane leaflet.

The existence of the observed binding sites in the six conformations used in in silico docking
calculations leads to important implications. Namely, subtle conformational changes (the max-
imum RMSD between the six equilibrated structures is 1.3 Å) are sufficient to provide binding
sites at different regions of the protein, without the need of large movements or largely sepa-
rated NBDs. Most likely the alternating access mechanism, which has been proposed to involve
a drug binding conformation with widely separated intracellular parts and a release conforma-
tion widely opened to the extracellular space, is realized differently in the case of ABCG export-
ers. Based on the ABCG5-ABCG8 structure and our results with the ABCG2 model we
hypothesize that the conformational changes needed for transport involve subtle repositioning
and rotation of the transmembrane helices and these play a more pronounced role in the trans-
port than have thought before. Supported by our results we are convinced that the ABCG2
model presented here may pave the road for drug design and understanding multidrug recog-
nition and transport.

Supporting Information

S1 Fig. Structural alignment of ABCG5 and ABCG8.Chain A (ABCG5, green) and chain B
(ABCG8, blue) from the heterodimer structure (PDBID: 5DO7) are highly similar (RMSD 2.1
Å) except in the linker region.
(TIF)

S2 Fig. Sequence alignments of ABCG subfamilymembers and CFTRNBD1. (A) Sequences
of the ABCG proteins downloaded from the UniProt database (ABCG1_HUMAN, ABC-
G2_HUMAN, ABCG4_HUMAN, ABCG5_HUMAN, and ABCG8_HUMAN) were aligned
employing ClustalW. ABCG2 N-terminus including NBD (a.a. 1–300) and CFTR NBD1
(CFTR_HUMAN, a.a. 381–645) were aligned separately, since CFTR NBD1 sequence has
unique features, which result in suboptimal alignments even for demonstration purposes when
aligned together with all ABCG proteins. The CFTR NBD1 was merged manually from this
pairwise alignment into the multiple alignment. Since the CFTR transmembrane domain is a
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Type I exporter fold and not similar in either length or sequence to ABCG proteins, this TMD
is not included in the alignment. Important regions and amino acids positions are labeled
above the alignment and their numbering refers to ABCG2 positions. Since ABCG2 exhibit
somewhat higher similarity to ABCG1 and ABCG4, the alignment of ABCG2 to ABCG5 and
ABCG8 is not optimal at a few minor positions (labeled with red arrowheads). (B)We also
generated pairwise alignments of the ABCG2 to the templates that was used for homology
modeling and contains concatenated dimers of ABCG2 (labeled as ABCG22) and ABC-
G5-ABCG8 (labeled as ABCG58). The loop between the NBD β1 and β2 strands are highly dif-
ferent in length resulting in highly misaligned sequences of this region, thus the β1 sequence of
ABCG8 was manually aligned to the β1 sequence of ABCG2. The linker region was not mod-
eled because of low sequence similarities and its flexible missing parts in ABCG5-ABCG8.The
ABCG2 sequence exhibits sufficiently high similarity to the templates (identity ~25% and simi-
larity over 40%) that allows generating high quality homology models in the case of these ABC
transmembrane proteins (Modeller tutorial and [34]). The alignment was drawn using Jalview,
colored according to the ClustalX color scheme, and can be downloaded from http://abcg.
hegelab.org. The monomer’s boundaries are indicated by red arrowheads, while locations of
breaks in the structure are indicated by black arrowheads.
(TIF)

S3 Fig. MD simulations show the stability of the homologymodel and the mutant con-
structs.We performed six parallel 50 ns long MD simulations with every constructs embedded
in a lipid bilayer. All of them exhibited a stable structure, with sufficiently stabilized RMSD and
energy values that can be considered acceptable for such a large and stable system. Major dis-
tortions, which were published for MD simulations with crystal structures of other ABC trans-
porters, could not be observed in the case of our structural model [38,39].
(TIFF)

S4 Fig. Important regions and amino acid locations are highlightedon the ABCG2model.
Cysteines (red) were constrained to form intramolecular (C592-C608) or intermolecular
(C603-C603) disulfide bonds. The glycosylation site N596 (black) resides in a mobile loop indi-
cated by molecular dynamics simulations. Amino acids between 562 and 586 form two conse-
cutive helices, which are immersed partially into the bilayer and resembles to the P-loop of ion
channels, thus we propose to name it as a G-loop (yellow). CRAC motives are labeled blue and
the coupling helix light blue. The tyrosines in the potential CRAC motifs (Y413, Y459, Y469,
Y570 and Y645, see text) are colored blue. R482 and P480, which proline creates a kink in the
helix, are colored ruby and pale green, respectively.
(TIFF)

S5 Fig. The Q141Kmutation may cause repulsion with K382 and weaken the NBD/TMD
interface.Although the Q141 side chain points towards N158 (Fig 2), the Q141K mutations
does not exhibit a pronounced effect of the distances of the helices, in which these amino acids
are located (not shown). However, the positively charged 141K interferes with the side chain of
K382, which restrains F142 with R383 (see Fig 2). This is revealed by MD simulations showing
increased distances and higher variability of distances between the Cα atoms of restudies 141
and 382 in the Q141K variant, as compared to the wild type protein. All the 5,000 frames were
analyzed and every consecutive ten distance values were averaged to smooth the plots of all dis-
tance measurements in this study.
(TIFF)

S6 Fig. Compounds selected for in silico docking. 3D and 2D structures were downloaded
from PubChem and ChemSpider. ABCG2 substrates: Acetaminophen-sulfate (CID: 83939),
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Acyclovir (CID: 2022), Afatinib (CID: 10184653), Albendazole-sulphoxide (CID: 83969),
Arry-334543 (CID: 42642648), Benzo(a)pyrene (CID: 2336), Benzoylphenylurea (CID: 74566),
Ciprofloxacin (CID: 2764), D-Luciferin (CID: 5484207), Danusertib (CID: 11442891), Eltrom-
bopag (CID: 9846180), Flavopiridol (CID: 5287969), Icotinib (CID: 22024915), Masitinib
(CID: 10074640), Methotrexate (CID: 126941), N-Acetyl-amonafide (CID: 10064887), Pheo-
phorbide A (CID: 5323510), Protoporphyrin IX (CID: 4971), Purpurin18 (CID: 5489047),
Rhodamine123 (CID: 65218), Rosuvastatin (CID: 446157), Sulfasalazine (CID: 5359476), Tan-
dutinib (CID: 3038522), Telatinib (CID: 9808844), and Uric-Acid (CID: 1175). Non-substrates:
Calcein (CID: 65079), Calcein AM (ChemSpiderID: 346571), Colchicine (CID: 6167), Digoxin
(ChemSpiderID: 206532), Doxycycline (CID: 54671203), Fluo-3 (ChemSpiderID: 94730),
LTC4 (ChemSpiderID: 4444133), NEM-GS (CID: 443150), Ketoconazole (CID: 456201),
Loperamide (CID: 3955), Quinidine (CID: 441074), Reserpine (CID: 5770), Verapamil (CID:
2520), and Vinblastine (ChemSpiderID: 12773).
(TIF)

S7 Fig. Non-substrates are limited in accessing binding Site 2.We performed in silico dock-
ing calculations for flavopiridol and methotrexate, two established ABCG2 substrates (green
labels) as well as verapamil and calcein, which are not transported substrates of ABCG2 (red
labels), to the six equilibrated conformation of the transporter. Although we could observe
binding to Site 1 (blue) for all compounds, access of verapamil to Site 2 (red), which is the bind-
ing pocket including R482, was decreased compared to that of substrates. Calcein also exhibited
a limited access to this site, without deep penetration into it. These observations suggest that
these ABCG2 conformations can be employed in future studies for developing in silico meth-
ods to distinguish substrates and non-substrates. Moreover, Site 2 may be the gate that differ-
entiates between toxic molecules and tolerated metabolites. The black box indicates the search
space defined in all of our docking calculations. Docking to one of the six equilibrated confor-
mations is shown.
(TIFF)

S8 Fig. Quantitative analysis of sites of a potential translocationpathway. After visual
inspection of all the binding poses (20 poses x 6 protein conformations) of falvopiridol and
methotrexate, we assigned amino acids semi-manually to binding Site 1 (Q126, D127, D128,
D128, V129, V129, V130, V130, M131, M131, G132, G132, T133, T133, L134, V178, V178,
G179, G179, T180, T180, Q181, F182, F182, I183, I183, R191, R191, N387, N387, L388, G390,
N391, N391, P392, Q393, Q393, A394, A394, A397, Q398, S443, A444, E446, L447, L447, F448,
V449, V449, V450, V450, E451, K452, K453, K453, L454, I456, K473, D477), Site 2 (L388,
A394, A397, Q398, I399, V401, T402, L405, Q437, C438, S440, S441, V442, S443, A444, V445,
E446, L447, F448, V450, K473, D477, L478, M481, R482, P485, S486, A517, A520, S521,
A524), Site 3 (A397, V401, F439, F439, S440, V442, V442, S443, S443, V445, V445, E446,
E446, L447, V449, V533, V534, V534, S535, S535, V536, A537, T538, T538, L539, L540, M541,
M541, T542, I543, F545) and Site 4 (Y413, I423, Q424, Q424, N425, A427, A427, G428, G553,
G553, L554, L554, L555, L555, V556, N557, N557, F578, F586, P602, C603, N604, Y605, A606,
T607, L614, Q617, G618, I619, L621). (A) Colors red, blue, yellow, magenta, deep purple,
orange, and green label Sites 1, 2, 3, and 4, overlap of Sites 1–2, 2–3, and 1–3. Although there is
an overlap in the amino acids of sites, a docked pose can be assigned to a binding site based on
the numbers of interacting amino acids of two sites with the small molecule. The overlap of
binding sites indicates a pathway and a mechanism of transport by binding of a molecule
somewhere to the pathway followed by its moving forward to a next site closer to the extracel-
lular space. For example binding to Site 1, which seems to be the most accessible site, can be
followed by the movement to Site 2. Site 2 includes R482, which position has an effect on
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substrate specificity, and may participate in substrate selection. Non-substrates may not pene-
trate deeply into this site to induce conformational changes necessary for moving forward on
the pathway. Although the initial set of molecules (4 substrates and 2 non-substrates) provided
a hint for binding site identification, their low number may not be sufficient for representative
results. Therefore we investigated the docking of additional 21 substrates and 12 non-sub-
strates. All poses ((25+14 molecules) x 20 poses x 6 protein conformations) were automatically
assigned to binding sites. (B)Although a density plot of binding affinities indicates lower bind-
ing energies for substrates compared to non-substrates, there are also poses of non-substrates
with low binding energies, thus in silico values cannot be used to characterize the binding of
molecules. Therefore we determined the frequency of substrates and non-substrates in each
binding site. (C) The number of substrates and non-substrates bound to each binding site was
counted and normalized to the number of molecules in the two categories (substrate or not)
and to the number of poses. The values are shown in the table. Binding Site 1 was highly popu-
lated and more non-substrate poses can be found in this site as compared to substrate poses.
Although many poses of non-substrate molecules can be found in Site 2, still this is the site
showing increased binding of substrates as compared to non-substrates. These results strongly
indicate a distinguished role of Site 2 in substrate selection. When generating sophisticated in
silico methods for predicting substrates of ABCG2, this Site 2 should be considered with higher
weights in model building. Site 3, which is located in the hydrophobic transmembrane region
between the two ABCG2 monomers, accommodates both substrates and non-substrates
equally well. However, it is important to note that the access to this site might be limited in
vivo (e.g. by the loop between the β1 and β2 strands of NBD), while in silico methods can place
any fitting molecule into this volume.
(TIFF)

S9 Fig. The R482Gmutation has a pronounced effect on TM helix orientation and dynam-
ics. In spite of the relatively short time periods we can cover in MD simulations, two interesting
changes can be observed in this mutant, as compared to the wild type protein. In one of the
simulations in chain B the distance between R482 (TH3) and Q398 (TH1) was largely
increased in the mutant (top right panel). Moreover, in the other chain and in all of the simula-
tions, the distance between R482 and Q398 increased faster, as compared to the wild type (top
left panel). These observations strongly suggest that while these relative movements of TH1
and TH3 are observable in both the wild type and the mutant proteins, the interaction between
TH1 and TH3 is more dynamic in the R482G variant as compared to the wild type. In addition,
the distance between R482 and A517 significantly shortened in R482G (bottom panels), thus
TH3 and TH4 can get into a more intimate contact, because of the lack of a long side chain in
TH3. We could not observe significant differences in distances between TH3 and TH2 (middle
panels) caused by this mutation.
(TIFF)

S10 Fig. The CRACmutant Y413S does not affect the dynamics of TH1. In order to charac-
terize the relative orientation and movement of TH1, in which the mutated residue is located,
the interaction of amino acids located at the two ends of TH1 were measured throughout the
six trajectories for both the wild type and the Y413S mutant ABCG2. Cα distances of I399 (tur-
quoise) and P485 (red) were calculated in addition to that of Y413 (blue) and V556 (magenta).
We could observe a larger change only in one Y413S simulations, when the distance between
these two residues were altered. However, similar changes could also be observed for a WT
simulation. This most likely happens because the Leu-based motif resides in a loop region that
may exhibit propensity for higher dynamics.
(TIFF)
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S1 Table. The in silicomethod (HMMTOP) [56,57] predicted better location of TM helices
compared to experimentally concluded boundaries based on HA-insertion [54,55].
(TIF)

S2 Table. Vina docking scores are better (lower values) for ABCG2 transported substrates,
as compared to the values for non-substrates in most of the cases.For clarity only values for
the initial set of 4 substrates and 2 non-substrates are listed.
(TIF)
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Abstract
Atomic-level structural insight on the human ABCG2 membrane protein, a pharmacologically important transporter, has been 
recently revealed by several key papers. In spite of the wealth of structural data, the pathway of transmembrane movement for 
the large variety of structurally different ABCG2 substrates and the physiological lipid regulation of the transporter has not 
been elucidated. The complex molecular dynamics simulations presented here may provide a breakthrough in understanding 
the steps of the substrate transport process and its regulation by cholesterol. Our analysis revealed drug binding cavities other 
than the central binding site and delineated a putative dynamic transport pathway for substrates with variable structures. 
We found that membrane cholesterol accelerated drug transport by promoting the closure of cytoplasmic protein regions. 
Since ABCG2 is present in all major biological barriers and drug-metabolizing organs, influences the pharmacokinetics of 
numerous clinically applied drugs, and plays a key role in uric acid extrusion, this information may significantly promote a 
reliable prediction of clinically important substrate characteristics and drug-drug interactions.

Keywords ABCG2 · Multidrug transport · Molecular dynamics · Cholesterol regulation

Introduction

ABCG2 mediated membrane transport is an important mech-
anism for the elimination of several toxic substrates from 
the cell. Localization of this important ABC transporter in 
all-important tissue barriers (apical surface of hepatocytes, 
renal cells, blood–brain barrier etc.) and stem cells renders 
ABCG2 a key factor in drug resistance and uric acid elimi-
nation. ABCG2 is also crucial in the pharmacokinetics of 
several compounds [1–3] which is highlighted by the fact 

that the US Food and Drug Administration and the European 
Medicines Agency list ABCG2 among the transporters to be 
investigated for pharmacokinetics and drug-drug interactions 
[4, 5]. Experimental data showed that ABCG2 can handle 
substrates with a wide variety in size and polarity [2, 6, 7]. 
Uric acid is a small and amphiphilic physiological substrate 
[8, 9], Hoechts 33342 [10] is a large hydrophobic molecule, 
and methotrexate [11] or various sulfated and glucuronide 
conjugates [12] are more polar substrates. Several large 
molecules, such as Ko143 or elacridar can inhibit substrate 
transport by a putative competitive inhibition mechanism 
[13, 14]. A conformation sensitive antibody (5D3), which 
binds to the extracellular surface of the ABCG2 dimer, also 
influences the transport cycle and inhibits ATPase activity. 
Interestingly, this antibody exhibits an increased binding to 
an inhibitor-bound state of ABCG2 [14–16]. ABCG2 medi-
ated transport is significantly modulated by the lipid compo-
sition of the membrane environment [17–19]. ABCG2 trans-
port activity requires cholesterol, but it is not known whether 
this lipid exerts its effects through affecting the membrane 
bilayer structure, by binding specifically to the ABCG2 pro-
tein as an allosteric modulator, or by both mechanisms [20].
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The ABCG2 protein includes an N-terminal intracellular 
nucleotide-binding domain and a C-terminal transmembrane 
domain built from six TM helices. The functional form of 
this half transporter is a homodimer [21, 22]. Cryo-electron 
microscopy (cryo-EM) studies revealed that the TM heli-
ces in ABCG2 are short, bringing the nucleotide-binding 
domains (NBDs) in close proximity to the intracellular leaf-
let of the membrane bilayer (Fig. S1). Therefore, the struc-
ture of ABCG2 has been classified as a type II exporter fold 
[18, 23, 24]. The NBD and TMD are connected by a so-
called linker region, which involves a V-shaped α-helical 
region surrounded by highly dynamic segments not resolved 
in any of the cryo-EM structures [25, 26]. The amphipathic 
elbow helix, called connecting helix or TH1a in ABCG pro-
teins and the short intracellular loops called coupling heli-
ces, play an important role in coupling the conformational 
changes between the NBDs and TMDs. The large extracel-
lular loop (EL3), which contain intra- and intermolecular 
disulfide bridges, has been demonstrated to interact with all 
other extracellular loops and the reentrant, creek-forming 
G-loop (Fig. S1) [27]. The potential role of the unresolved, 
highly dynamic segments is currently unknown.

The EL3 loops create a lid-like structure contributing to 
an exit site to the extracellular space. This lid covers the 
extracellular ends of TH5 helices involving a so-called Leu-
valve (residues 554 and 555) site, which is the boundary 
of the main drug-binding pocket in the dimer between the 
TH2, TH2′, TH5, and TH5′. In a cryo-EM study, the estron-
3-sulfate substrate was localized in this central, hydrophobic, 
and cytoplasm-facing cavity [23]. This study demonstrated 
that N436 and F439 were important residues for substrate 
recognition and transport. Another cryo-EM study revealed 
the localization and interaction of MZ29, a Ko143 derivative 
inhibitor with ABCG2 [18]. The inhibitory molecule was 
found to fill the central cavity with high affinity and thereby 
trapping the conformation with separated NBDs. Interest-
ingly, the TMDs were closed in a newly published cryo-
EM ABCG2 structure in the absence of ATP, and substrates 
were shown to open the translocation pathway [28]. Based 
on an ABCG2 homology model, recently we identified the 
exit site (Site 4 or cavity 2) and the central binding pocket 
(Site 3 or cavity 1) using in silico docking of substrates and 
non-substrates [29]. Moreover, we were able to detect two 
additional pockets towards the intracellular space. We pro-
posed that Site 2, which involves the position R482, influ-
encing substrate specificity, maybe the site responsible for 
substrate selection. Site 1 equally interacted with all docked 
molecules and it was expected to form the entry site of the 
translocation pathway.

While the highly valuable experimental structures are 
the fundamentals of structural studies, they inherently lack 
information on dynamics. Therefore, molecular dynam-
ics simulations have increasingly been used to dissect the 

effects of mutations on protein structure, expression, and 
function, as well as to characterize transport mechanism [25, 
27, 30]. However, all experimental and the majority of in 
silico studies focused on a smaller part of the translocation 
pathway and molecular dynamics simulations with ABCG2 
have not involved a substrate molecule. Therefore, in the 
present study, we performed MD simulations with ABCG2 
embedded in a lipid bilayer with the additional presence of 
a physiological substrate, uric acid. We aimed to character-
ize the full translocation pathway, highlighting the dynamic 
alteration of the central drug-binding pocket and the impor-
tant role of access routes to this binding site.

Methods

Structural models

Human ABCG2 structures were used in our simulations in 
the absence of ATP (PDB IDs: 6HIJ and 6HCO) [18, 24] and 
in an ATP-bound conformation (PDB ID: 6HZM) [23]. The 
latter structure was determined in the presence of E211Q 
mutation to facilitate structure determination by lowering 
the rate of ATP hydrolysis. We reverted this mutation back 
to wild type using VMD [31]. Non-protein molecules (e.g. 
inhibitors and water) were removed. All the structures were 
trimmed similarly to remove the resolved parts of the linker 
region and are available for download (https ://www.hegel 
ab.org/resou rces.html).

Molecular dynamics simulations

Classical molecular dynamics (MD) simulations were 
used to investigate the effect of cholesterol on ABCG2 
dynamics and to characterize the intracellular parts of the 
substrate translocation pathway. GROMACS 2018 with 
the CHARMM36m force field was used to run molecular 
dynamics simulations [32, 33]. Simulations are summarized 
in Table S1.

Most of the simulation systems were prepared using 
CHARMM-GUI [34, 35]. First, the structural models were 
oriented according to the OPM (Orientations of Proteins 
in Membranes) database [36]. Then all N- and C-termini 
were patched with ACE (acetyl) and CT3 (N-Methylamide) 
groups, respectively, and disulfide bridges were set between 
C592-C608 in chain A, C592′-C608′ in chain B, and 
C603-C603′ between chains A and B. The 6HIJ structure 
with associated cholesterol and DOPE (1,2-dioleoyl-sn-glyc-
ero-3-phosphoethanolamine) molecules were inserted into 
a POPC bilayer (1-palmitoyl-2-oleoyl-sn- glycero-3-phos-
phocholine, n = 232). The 6HCO structure was inserted 
into a pure POPC bilayer (n = 228), 1:1 POPC:cholesterol 
(n = 144, m = 144), and 1:1 POPC:sitosterol (n = 144, 
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m = 144). KCl at a concentration of 150 mM was used. Grid 
information for PME (Particle-Mesh Ewald) electrostat-
ics was generated automatically, and NPT ensemble was 
selected with a constant number of particles (N), pressure 
(P) of 1 bar, and temperature of 310 K. Uric acid molecules 
were inserted into the system by replacing water molecules, 
using GROMACS tools (e.g. gmx insert-molecules). Param-
eters for uric acid were generated by the CHARMM gen-
eral force field (CGenFF) at CHARMM-GUI. In the case 
of simulations with the ATP-bound 6HZM structure, the 
protein was inserted into a 1:1 POPC:cholesterol bilayer 
(n = 163, m = 163), similarly to simulations with inward-
facing ABCG2 structures.

Each system was energy minimized using the steep-
est descent integrator, which stopped when the largest 
force in the system becomes less than 500 kJ/mol/nm. To 
increase sampling, several simulations were forked using 
the energy minimized system, with different velocities. Six 
equilibration steps with decreasing position restraints were 
performed. The corresponding parameter (mdp) files are 
also available for download. Nose–Hoover thermostat and 
Parrinello-Rahman barostat with semi-isotropic coupling 
was employed in the production run. Time constants for the 
thermostat and the barostat were set to 1 picosecond and 
5 picosecond, respectively. Electrostatic interactions were 
calculated using the fast smooth PME algorithm and LINCS 
algorithm was used to constrain bonds.

Targeted molecular dynamics

We used the MOVINGRESTRAINT procedure implemented 
in PLUMED for transforming the inward-facing apo con-
formation to an inward-closed, ATP- and substrate-bound 
conformation. Uric acid was docked to the central binding 
pocket of the apo structure (PDB ID: 6HCO) using Autodock 
Vina [37, 38]. Two ATP molecules were placed onto the 
nucleotide-binding domains in the same conformation as in 
the ATP-bound structure (PDB ID: 6HZM). To achieve this, 
isolated Mg-ATP·NBD complexes from the 6HZM struc-
ture were aligned to the full-length 6HCO structure and the 
two Mg-ATP molecules and the apo ABCG2 structure were 
merged. The Cα and Mg-ATP coordinates were extracted 
from the ATP-bound 6HZM structure and were used for 
targeting. The reaction coordinate (collective variable, CV) 
was the root mean square deviation (RMSD) between the 
6HCO and the target 6HZM structures, calculated after an 
optimal alignment (TYPE = OPTIMAL) of the evolving 
6HCO and the static target structures. In the first 5 ns of the 
simulation, the force constant (κ) was increased from zero to 
40,000 kJ/mol/nm, by which the closure of such a large sys-
tem was achievable as determined by testing several values. 
In the second 5 ns of the simulations, the force constant was 
decreased to zero. After this simulation, performed in POPC 

bilayer, the protein with ATP and uric acid was inserted 
into a POPC:cholesterol membrane, equilibrated, and used 
in equilibrium and metadynamics simulations.

Metadynamics

The translocation through the Leu-valve was accelerated by 
performing well-tempered metadynamics simulations [39], 
using GROMACS 2018 in combination with PLUMED [40]. 
A distance-based collective variable (CV) was biased during 
metadynamics simulations, namely the distance between the 
center of masses (COM) of uric acid and four protein Cα 
atoms (residues 439 and 542) in TH2, TH2′, TH5, and TH5′. 
To inhibit the backward movement of the substrate towards 
the intracellular space, a lower wall was defined between the 
protein COM and the initial position of uric acid (5 Å around 
protein COM). An upper wall at 38 Å around protein COM 
was also defined to prevent the distancing of uric acid from 
the protein. A grid between 0 Å and 40 Å was created and 
used to speed up calculations. Force at the walls was set to 
2,000 kJ/mol/nm. For the biased CV the Gaussian height and 
sigma were set to 0.6 kJ/mol and 0.06 nm, respectively. The 
most appropriate width value was calculated from equilibra-
tion simulations as the half of the standard deviation of the 
distance CV. Gaussians were deposited every picosecond. A 
bias factor of 10 and a temperature of 310 K were set. The 
same GROMACS options were used as in equilibrium simu-
lations. The time point when uric acid passed the Leu-valve 
was determined by visual inspection of the six trajectories. 
PLUMED tools were used for integrating energy (summing 
the hills).

Characterization of bilayer properties

100 frames were extracted from each trajectory for analysis. 
GridMAT-MD [41] was used to calculate bilayer thickness 
and area per lipid values. The grid was set to 200 and other 
parameters were the defaults. The following atoms located 
in the membrane interface at similar z coordinates were set 
as atomnamesi: N of POPC, O3 of cholesterol, and O3 of 
sitosterol. An example parameter file is included for down-
load (https ://www.hegel ab.org/resou rces.html).

Pocket detection

Every 10th frame of simulations with the apo conformation 
(PDB ID: 6HCO) in POPC:cholesterol bilayer was submit-
ted for mdpocket software [42]. The pockets, which were 
present at least in 75% of the frames, were extracted from 
the mdpout_freq_grid.dx grid file, using the extractISOPdb.
py script included in mdpocket package.
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Analysis and molecular visualization

Simulations were analyzed by the MDAnalysis Python 
package [43] and in-house Python scripts (e.g. extraction 
of cholesterol positions and TH ends). Plots were made by 
matplotlib Python package [44]. Visualization of structures 
was performed by PyMOL (The PyMOL Molecular Graph-
ics System, Version 2.0 Schrödinger, LLC.). Specifically, 
the mobility of cholesterol molecules was characterized by 
the x and y coordinates of the O3 atom, extracted from the 
trajectories. Cholesterol molecules located in the extracel-
lular and intracellular membrane leaflets were distinguished 
by clustering into two groups using the z coordinate of the 
O3 atom of cholesterol.

Results

ABCG2 bound cholesterol molecules promote 
the closure of TM2 and TM2’

Several recent ABCG2 structures exist in the RCSB database 
representing different conformations. Associated lipids (cho-
lesterol and DOPE, 1,2-Dioleoyl-sn-glycero-3-phosphoe-
thanolamine) were also resolved in the case of one cryo-
EM map (EMD-4256, PDBID: 6HIJ, Fig. 1) [18]. There is 
no obvious explanation, why this particular map exhibits 
immobile lipids molecules since other ABCG2 structures 
(PDB IDs: 6HCO, 6ETI, 6FEQ, and 6FFC) have also been 
determined in the same or similar lipid environments, in the 
absence of nucleotides and the presence of various inhibi-
tors [18, 23]. To gain insight into the interaction between 
the tightly bound lipid molecules and the ABCG2 protein, 
we performed equilibrium molecular dynamics simulations 
using the 6HIJ protein structure. ABCG2 and the associ-
ated lipid molecules were inserted into a POPC (1-palmi-
toyl-2-oleoyl-sn-glycero-3-phosphocholine) bilayer. The 

Fig. 1  The movement of 
ABCG2 bound cholesterol 
molecules is spatially confined. 
a The structure of ABCG2 and 
associated molecules (PDB 
ID: 6HIJ). Gray: TM domains, 
green: nucleotide-binding 
domains, blue: cholesterol, 
red: 1,2-Dioleoyl-sn-glycero-
3-phosphoethanolamine, black: 
inhibitor MZ29, orange spheres: 
Cα atoms of V450 and V450′. 
b The movement of cholesterol 
molecules in the 6HIJ struc-
ture, located in the intracel-
lular membrane leaflet was 
projected onto the x/y plane. 
The location of representative 
cholesterol molecules with 
more (c) and less (d) confined 
motion in a mixed bilayer (1:1 
CHOL:POPC) is shown. Black 
cross ( +) signs: position of TM 
helices in the starting structure
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movement of the 6 and 4 cholesterol molecules located in 
the intracellular and extracellular membrane leaflets, respec-
tively, was monitored throughout the 0.5 μs long trajecto-
ries (n = 3). Projection of their location onto the x/y plane 
(Fig. 1, Fig. S2) revealed a tight but dynamic interaction. 
A fraction of the cholesterol molecules remained protein-
bound throughout the simulation, while other cholesterol 
molecules exhibited increased mobility.

Next, we investigated the effect of cholesterol on ABCG2 
dynamics. In vivo cholesterol levels of membranes are highly 
dependent on cell type and organelle and vary between ~ 20 
and 50% [45]. To saturate ABCG2 cholesterol sites in our 
simulations and to avoid limitations set by diffusion in all-
atom simulations, we inserted the inward-facing ABCG2 
structure (PDBID: 6HCO) into 50–50% POPC-cholesterol, 
50–50% POPC-sitosterol, or 100% POPC bilayers using 
CHARMM-GUI [34, 46, 47]. Sitosterol was used as a con-
trol, since this sterol has a different effect on ABCG2 func-
tion compared to cholesterol [19, 20]. The initial position 
of sterol molecules was random, the lipids were evenly dis-
tributed, and some of the cholesterol molecules interacting 

with ABCG2 exhibited restricted motions as in the case of 
simulations with the 6HIJ system (Fig. 1, Fig. S2). Impor-
tantly, both sterols had similar effects on bilayer properties, 
such as thickness and lipid density (Fig. S3).

We characterized the mobility of TM helices, which were 
expected to exhibit altered movements in the presence of 
cholesterol, in bilayers of different lipid compositions. The 
position of Cα atoms of amino acids at the boundaries of TM 
helices (Table S2) was extracted and 2D histograms were 
calculated and plotted from the x, y components, separately 
for the distribution of intracellular and extracellular ends. 
Interestingly, a decreased size of the area visited by the intra-
cellular ends of the inward-facing structure was observed in 
some of the simulations with cholesterol or sitosterol com-
pared to simulations with a bilayer containing only POPC 
(Fig. 2, Fig. S4). While in some mixed-lipid simulations the 
movements of these ends were not so restricted, the bottom 
part of the helices moved towards the central axis in the 
presence of cholesterol. Sitosterol also exhibited a restricting 
effect in one of the simulations, but the ABCG2 TM helices 
did not move towards the center in a manner observed for 

Fig. 2  Cholesterol promotes 
the closure of the intracel-
lular ends of transmembrane 
helices. Simulations were 
performed with the inward-
facing 6HCO structure in 1:1 
cholesterol:POPC mixed (a) and 
POPC-only membrane bilayer 
(b). The x, y coordinates of the 
Cα atom of the first and last 
amino acids in each TM helices 
were recorded in frames after 
100 ns. The x and y values were 
binned and their frequency was 
plotted in 2D histograms. One 
out of four simulations is shown 
for each bilayer. Black crosses: 
the position of the Cα atoms in 
the initial structure, red crosses: 
transmembrane helices 2 and 
2′. c, d The distance between 
the center of mass of V450 and 
V450′ Cα atoms, located in the 
TM2 helices, were plotted
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cholesterol. The most specific effect of cholesterol was the 
closure of TM2 and TM2′, characterized by the decreased 
distance between the intracellular ends of these helices (Cα 
atoms of V450 from both protomers, Fig. 2). The TM2 
movement showed alterations when ABCG2 was placed in 
pure POPC bilayer. TM2 and TM2′ exhibited either no clo-
sure at all or their ends approached each other to a smaller 
extent than in simulations in the presence of cholesterol. 
This distance of the intracellular TM helix ends also resulted 
in fewer interactions between the two NBDs (Fig. S5). It 
is important to note that POPC tended to infiltrate the TM 
helices and to interfere with helix closure. The open NBDs 
of ABCG2 exhibited rigid body motions in these simula-
tions with the apo ABCG2 structure (Fig. S6), and this phe-
nomenon was also observed in simulations with MDR1-like 
structures in the absence of ATP [48–50].

The above-described cholesterol effects can be observed 
for the intracellular but not for the extracellular helix ends 
(Fig. S4), where transmembrane helices are tightly packed. 
The differences vanish in the case of the inward-closed struc-
ture with transmembrane helices tightly packed at both sides 
(Fig. S4 and Fig. S6).

Drug access and binding pocket volumes are 
affected by dynamic fluctuations

To test the effect of conformational fluctuations on the 
internal cavities sufficient for drug binding, pockets were 
identified through trajectories using the MDpocket soft-
ware [42]. Identified cavities present with a frequency of 
0.75 or more were analyzed and are shown in the context of 
the initial structure (Fig. 3a–c). In two simulations a large 
cavity involving Site 2, Site 2′, and Site 3 was observed. 
This complex cavity was exposed both to the membrane 
bilayer (Fig. 3b) and towards the cytosol (Fig. 3c). How-
ever, the cytosolic TM2 closure prevented the lateral open-
ing (Fig. 3d) and also limited the access to the central cavity 
(Site 3) from the cytosol (Fig. 3e). In some of the paral-
lel simulations exhibiting a similar degree of closure, the 
slightly different conformation of TM helices resulted in 
smaller drug binding cavities (Fig. 3f).

Equilibrium simulations reveal substrate 
engagement along the translocation pathway

To discover the details of substrate translocation, we per-
formed equilibrium simulations with the inward-facing 
ABCG2 structure (PDBID: 6HCO) embedded in a POPC/
cholesterol bilayer in the presence of a substrate. We used 
uric acid, which is a physiological substance transported by 

ABCG2 [8, 9]. Since our simulation time scale was rela-
tively short (0.5–1 µs), we increased the possibility of sub-
strate binding and translocation by incorporating 30 uric 
acid molecules in the simulations (Fig. 4).

During one of the 0.5 µs long simulations, the distance 
between the cytoplasmic sides of the TM helices decreased 
to an extent that abolished the substrate entry point. Dur-
ing another 0.5 µs long simulation, a single uric acid mol-
ecule out of 30 entered Site 2′ (a pocket between TM1, 
TM2, and TM3 in chain B) from the large space between 
the partially separated NBDs via an entry point surrounded 
by amino acids N391′, Q393′, E446′, and S535 (Fig. 4). 
The substrate interacted with amino acids Q398′, S440′, 
S443′, R482′, and L539 with the highest frequency in Site 
2′ and moved forward, towards the extracellular space to 
Site 3 between TM2, TM2′, TM5, and TM5′. The most 

Fig. 3  ABCG2 drug binding cavities in MD simulations correspond 
to pockets identified by in silico docking. a–c Binding pockets deter-
mined in an MD trajectory are shown in the context of the starting 
structure. d, e The closure of the NBD and TM helices limits access 
to the translocation pathway. f In some of the simulations, spaces 
forming a translocation pathway are less frequent and less continu-
ous. Gray and white: transmembrane domains, green and light green: 
nucleotide-binding domains, blue: pockets
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frequent substrate interaction partners included amino 
acids F439, T542, and V546 from both protomers and also 
N436 with a lower frequency. The uric acid molecule also 
moved further towards the extracellular space interacting 
with F432, T435, and M549 from both transporter halves, 
but did not reach the Leu-valve (residues 554 and 555). 
In the final phase, uric acid changed its moving direction 
towards the intracellular space and reached Site 2 in chain 
A at the opposite side of its entry point. The most frequent 
interactions (Q398, S440, S443, R482, and L539′) cor-
responded to the same residues observed at the opposite 
Site 2’.

The critical translocation step through the Leu‑valve 
is characterized by metadynamics

While the backward movement of uric acid towards the 
intracellular space was partly inhibited by the closure of 
the intracellular TM helix ends, the substrate did not move 
into the extracellular space. This was expected since the 
inward-facing conformation after closing motions is still 
more open compared to known ATP-bound conforma-
tions. Therefore, we placed two Mg-ATP molecules to 
the nucleotide-binding domains and docked a single uric 
acid molecule into Site 3, and used a targeted MD proto-
col for “morphing” this inward-facing conformation with 

ligands into the inward-closed, 6HZM-like conformation 
(Fig. S7). The protocol was driven by minimizing the dif-
ference (RMSD) between the simulated 6HCO complex 
and the static, inward-closed conformation. This ATP- and 
substrate-bound model was used in 1 µs long simulations 
to test the exit of uric acid. During one of the simulations, 
the substrate moved towards the intracellular space and 
escaped in the direction of the central axis between TM3, 
TM3′, TM5, and TM5′ (not shown). During two addi-
tional simulations, the substrate moved further towards the 
extracellular space and on a single occasion, it also moved 
down to Site 2, as in the bottom open conformation dis-
cussed above (Fig. 4). Since we were unable to observe the 
final step of substrate transport to the extracellular space, 
we set up accelerated simulations using metadynamics.

Since convergence was not achieved in longer metady-
namics simulations due to the inability of the substrate to 
find the path back to the central pocket, we were unable 
to calculate the free energy surface of the substrate export. 
Therefore, we aimed to perform several short simulations to 
the point when uric acid passed the Leu-valve and to calcu-
late the energy barrier associated with each trajectory. We 
ran six metadynamics simulations with a reaction coordinate 
(collection variable, CV) defined by the distance between 
the center of mass of Cα of F439, F439′, T542, and T542′ 
and the center of mass of the uric acid molecule (Fig. 5 and 

Fig. 4  The movements of the substrate, uric acid along the translo-
cation pathway. In an equilibrium simulation with the inward-facing 
ABCG2 structure (PDBID: 6HCO) in the presence of uric acid mol-
ecules, a single uric acid molecule entered Site 2′ (a pocket between 
TM1, TM2, and TM3 in chain B, magenta and violet sticks) from the 
cytosolic region (black sticks). Uric acid moved forward from Site 2′ 

(R482′) to Site 3 between TM2, TM2′, TM5, and TM5′, finally to Site 
2 at the opposite side in chain A. Line colors of blue-green-yellow–
red correspond to uric acid and encode increasing simulation time 
points; deep purple: N436, F439, T542, and V546; light green: F432, 
T435, T538, and M549; green: Leu-valve, gray: transmembrane heli-
ces; a side view; b top view from the extracellular space
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Fig. S8). During metadynamics simulations, the CV was 
calculated at regular intervals (here, every picosecond) and 
a positive Gaussian potential is added to the energy at the 
current position in the energy landscape of the system. This 
increasing potential in time and along the CV discourage 
uric acid to stay at the same location, thus the small-mole-
cule substrate was expected to move to other positions. We 
set a lower wall of 5 Å for this distance CV to inhibit exit 
towards the intracellular space. We also set an upper wall of 
38 Å to restrict the substrate in a volume close to the protein 
that permits the sampling of the CV space between 5 Å and 
38 Å. During all of the simulations, the uric acid molecule 
passed the Leu-valve and then left the intra-protein space 
(Site 4) after some lateral movements, since the space above 
the Leu-valve was limited by the lid formed by the extracel-
lular loops. The substrate interacted with residues N601′, 
P602′ from one protomer and residues N604, Y605 from the 
other. The amino acids around the exit included 556–559, 
616–618, and the extracellular end of the opposite TM2 
(residues T421 and N425). To gain insights into the ener-
getics of the substrate passage, we summed the hills of the 
bias up to the time point when the uric acid molecule passed 
the Leu-valve (Fig. 5c). In three out of six simulations the 
free energy input for passing the leucine amino acids was 
between 7–13 kcal/mole, which is comparable to the energy 
liberated in association to the hydrolysis of an ATP mol-
ecule. It is important to note that we could not consider an 
important degree of freedom, the conformation freedom of 
the protein, for biasing in metadynamics that results in large 
differences in the height of the energy barriers.

Discussion

Earlier, we described the effect of mutations (e.g. Q141K 
and R482G) on ABCG2 dynamics and identified poten-
tial hot spots along a drug translocation pathway using a 
homology model [29]. Since there were only small dif-
ferences between our homology model and the first pub-
lished experimental ABCG2 structure [24], most of our 
results and conclusions are still valid. However, several 
important questions remained unanswered and motivated 
our current work. The most challenging issue was how to 
reconcile experimental data on cholesterol binding motifs 
and a static structural model, as we did not perform simu-
lations in the presence of cholesterol in our previous work. 
Here, we performed simulations in the presence of sitos-
terol and cholesterol, which sterols promoted an increased 
ABCG2 transport function in wet experiments to different 
levels. We observed an increasing probability and extent 
of closure of the cytoplasmic ends of TM helices as a 
consequence of lipid environment changes. In pure POPC, 
the distance between TH2 and TH2′ decreased to a value 
close to 20 Å in two out of four simulations (Fig. 2). In the 
presence of sitosterol, the closure could be observed to a 
similar level as in pure POPC bilayers (Fig. S4). However, 
in the absence of cholesterol, lipids tended to infiltrate 
the helices compared to simulations in the presence of 
cholesterol. During some of the simulations, both sterols 
decreased the lateral movement of TM helices as expected 
as a consequence of altered bilayer properties, such as the 
increased order of lipid chains (Fig. S3) [51–53]. Our 

Fig. 5  The transit through the Leu-valve as characterized by meta-
dynamics. a, b A 6HZM-like structure generated by a targeted MD 
simulation with two ATP molecules and a uric acid in Site 3 was 
subjected to metadynamics simulations. The resultant conformation 
was used in six metadynamics simulations with a reaction coordinate 
defined by the distance between the center of mass of Cα atoms of 
four amino acids (F439, T542 from both protomers, black sticks) and 

the center of mass of the uric acid molecule. Blue-green-yellow–red 
lines represent uric acid and correspond to increasing simulation time 
points. Uric acid passed through the Leu-valve (green sticks) in all 
simulations. Amino acids in the extracellular gate are labeled with 
violet. c Biasing energy accumulated until the time point, when the 
uric acid molecule passed the Leu-valve

               dc_2020_22



The transport pathway in the ABCG2 protein and its regulation revealed by molecular dynamics…

1 3

results strongly suggest that cholesterol limits the confor-
mational space of ABCG2 and facilitate the closure of the 
TM helices. In addition, the effect of cholesterol is likely 
not to be exclusively attributed to the physical changes of 
the bilayer, since both sitosterol and cholesterol had simi-
lar general effects on membrane properties in our simula-
tions (Fig. S3). Ordered cholesterol molecules at specific 
sites were observed in a cryo-EM density (PDB ID: 6HIJ), 
and these lipids remained bound also for a longer period 
at those sites during MD simulations. Thus further studies 
are required to elucidate the effects of lipids on ABCG2, 
similar to the in silico investigations performed by Sansom 
et al. [54–56] for other membrane proteins.

Regarding the substrate translocation pathway within 
the ABCG2 protein, the present MD simulations reinforce 
the presence of a pathway from Site 1 to Site 4, described 
in our former in silico docking study. The existence of the 
central Site 3 in this pathway has been confirmed by several 
cryo-EM structures with the bound substrate and inhibitor 
molecules. In addition to structural studies, amino acids 
indispensable for substrate binding and transport have been 
identified in this site, using various biochemical methods 
[23, 57]. Surprisingly, Gose et al. highlighted F439 as a 
single residue necessary for engaging transport [57]. The 
transport of small molecules used in their study was affected 
by mutations at position F439 but not at position N436. In 
another study by Manolaridis et al. [23], mutating the latter 
position was reported to abolish the export of a different 
molecule, estron-3-sulphate. Importantly, the small uric acid 
molecule used in our study contacted F439 with the highest 
frequency, and several other residues, including N436 with 
moderate frequency.

Another thorough experimental work supplemented with 
molecular dynamics simulations addressed the interactions 
of the longest extracellular loop (EL3) and the role of leu-
cine amino acids at the constriction between Site 3 and 
Site 4 [27]. It was demonstrated that EL3 constrained by 
disulfide bonds interacts with the reentrant G-loop and all 
extracellular loops forming a lid to cover the upper cavity, 
thus creating Site 4 (off-site). Based on molecular dynamics 
simulations in the absence of any substrate molecule, they 
proposed that transport between the two sites is driven by 
the squeezing motion of leucine 555 residues, indicating a 
peristaltic transport mechanism [58, 59].

By metadynamics simulations (Fig. 5), here we demon-
strate that the passage of a small substrate molecule, uric 
acid through the Leu-valve requires energy not greater than 
the hydrolysis of an ATP molecule. Importantly, this does 
not mean that moving a single substrate molecule requires 
one ATP, only indicates that a relatively small amount of 
energy is able to drive the substrate through the valve in 
some of our simulations. Interestingly, the inward-closed 
conformation is regarded as a structure developed after 

transport, since the substrate, which was included during 
the structure determination process (PDB ID:6HZM) [23], 
was not present in the constricted binding pocket of this 
structure. Therefore, the low energy required for substrate 
passage without biasing the protein conformation in our 
simulations strongly suggests the absence of large energy 
differences between the pre- and post-transport steps, fur-
ther supporting a transport mechanism involving peristaltic 
motions with rather small conformational changes.

The entry of substrates from the intracellular direction 
to the central binding pocket has not been studied yet. The 
general view is that the inward-facing conformation provides 
unlimited access to the central binding pocket from the bot-
tom. Even if this was the case, a molecule would not neces-
sarily diffuse into the binding pocket without interactions 
with other residues along its path. To observe the entry of 
a substrate into the pocket we performed equilibrium simu-
lations (no extra force applied) when uric acid molecules 
were also present. Surprisingly, a uric acid molecule did 
not immediately enter the central binding pocket, but first 
visited Site 2′ involving R482. Even after uric acid reached 
the central pocket and remained close to the crucial F439 
residue, the substrate turned backward but this time became 
located to Site 2 at the opposite half transporter polypeptide 
chain. These additional interactions further support that the 
R482-site is likely to be an important location along the 
translocation pathway. Although we characterized the first 
steps of substrate transport, the initial step of substrate entry 
and possibly the substrate recognition process are likely to 
be more complex. First of all, the small uric acid molecule 
did not enter directly the central binding site, since it is pos-
sible that the gate was not sufficiently open at the critical 
time point when the uric acid started its penetration into 
the protein. In addition, the unresolved flexible intracellular 
loop regions not present during our simulations are likely to 
have an effect on substrate entry. The tip of the loop between 
the first and second NBD β-strands is not resolved in cryo-
EM structures and may act as a gating helix analogous to 
structurally similar regions in bacterial transporters [60–62]. 
This role is supported by mutations, which are located in this 
loop and affect substrate specificity (Fig. S9). Importantly, 
the recent apo-closed ABCG2 structure strongly suggests 
that the substrates have a profound role in opening up the 
translocation pathway [28].

In summary, our results presented here emphasize that 
substrate specificity is unlikely to be defined by a single cen-
tral binding pocket but several additional sites are involved 
along the translocation pathways. In our opinion, multiple 
pathways may exist, which should be imagined not as several 
channels through the protein, but as one or more potential 
channels with many translocation patterns, similar to a route 
with several alternative handles on a climbing wall. Along 
a single route, climbers with different heights or different 
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finger strengths may use different handles. Similarly, in the 
case of ABCG2, one substrate may enter into Site 2 and 
interact with R482, and as a consequence, its transport will 
be influenced by R482 mutations. Another substrate may not 
fully enter Site 2 or may enter but not interact with R482, 
thus the transport of this substrate will be unaffected in the 
presence of the R482G variation. For similar reasons, N439 
is likely to be important for E1S transport but not for some 
other substrates as discussed above. While the C55S amino 
acid substitution does not alter the transport of SN-38, fur-
ther experiments with other substrates may highlight the 
influence of this residue on substrate specificity. Even the 
proposed multiple ABCG2 drug binding pockets [63] may 
not represent different drug-binding pockets in a classical 
sense, but alternative interaction surfaces along the trans-
location pathway with different affinities for various sub-
strates. In conclusion, we propose that interactions of small 
molecules with ABCG2 shall be characterized along their 
translocation pathway to predict the transport behavior of 
different substrates. Moving towards the paradigm of utiliz-
ing translocation pathways or patterns instead of single drug 
binding pockets may potentially lead to more efficient and 
higher validity predictions of drug-drug interactions.

Acknowledgements This work was supported by NKFIH K127961 and 
the Semmelweis Science and Innovation Fund. We acknowledge the 
computational resources made available on the GPU cluster of the Gov-
ernmental Information-Technology Development Agency and Wigner 
GPU Laboratory (https ://gpu.wigne r.mta.hu).

Author contributions TN, AToth, and HT took part in acquisition and 
analysis. ATelbisz participated in writing. BS and ATordai wrote and 
revised the manuscript. TH conceived and designed the work, partici-
pated in analysis and writing.

Funding Open access funding provided by Semmelweis University.

Data availability Input structures and parameter files can be down-
loaded from https ://www.hegel ab.org/resou rces.html

Compliance with ethical standards 

Conflict of interest The authors declare that they have no conflicts of 
interest.

Open Access This article is licensed under a Creative Commons Attri-
bution 4.0 International License, which permits use, sharing, adapta-
tion, distribution and reproduction in any medium or format, as long 
as you give appropriate credit to the original author(s) and the source, 
provide a link to the Creative Commons licence, and indicate if changes 
were made. The images or other third party material in this article are 
included in the article’s Creative Commons licence, unless indicated 
otherwise in a credit line to the material. If material is not included in 
the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will 
need to obtain permission directly from the copyright holder. To view a 
copy of this licence, visit http://creat iveco mmons .org/licen ses/by/4.0/.

References

 1. Noguchi K, Katayama K, Sugimoto Y (2014) Human ABC trans-
porter ABCG2/BCRP expression in chemoresistance: basic and 
clinical perspectives for molecular cancer therapeutics. Pharmgen 
Pers Med 7:53–64

 2. Polgar O, Robey RW, Bates SE (2008) ABCG2: structure, function 
and role in drug response. Expert Opin Drug Metab Toxicol 4:1–15

 3. Robey RW, To KK, Polgar O et al (2009) ABCG2: a perspective. 
Adv Drug Deliv Rev 61:3–13

 4. Hillgren KM, Keppler D, Zur AA et al (2013) Emerging trans-
porters of clinical importance: an update from the International 
Transporter Consortium. Clin Pharmacol Ther 94:52–63

 5. Zamek-Gliszczynski MJ, Taub ME, Chothe PP et  al (2018) 
Transporters in drug development: 2018 ITC recommendations 
for transporters of emerging clinical importance. Clin Pharmacol 
Ther 104:890–899

 6. Kapoor P, Horsey AJ, Cox MH et al (2018) ABCG2: does resolv-
ing its structure elucidate the mechanism? Biochem Soc Trans 
46:1485–1494

 7. Safar Z, Kis E, Erdo F et al (2019) ABCG2/BCRP: variants, trans-
porter interaction profile of substrates and inhibitors. Expert Opin 
Drug Metab Toxicol 15:313–328

 8. Nakayama A, Matsuo H, Takada T et al (2011) ABCG2 is a high-
capacity urate transporter and its genetic impairment increases 
serum uric acid levels in humans. Nucleosides Nucleotides 
Nucleic Acids 30:1091–1097

 9. Woodward OM, Kottgen A, Coresh J et al (2009) Identification of 
a urate transporter, ABCG2, with a common functional polymor-
phism causing gout. Proc Natl Acad Sci U S A 106:10338–10342

 10. Kim M, Turnquist H, Jackson J et al (2002) The multidrug resist-
ance transporter ABCG2 (breast cancer resistance protein 1) 
effluxes Hoechst 33342 and is overexpressed in hematopoietic 
stem cells. Clin Cancer Res 8:22–28

 11. Volk EL, Farley KM, Wu Y et al (2002) Overexpression of wild-
type breast cancer resistance protein mediates methotrexate resist-
ance. Cancer Res 62:5035–5040

 12. Chen ZS, Robey RW, Belinsky MG et al (2003) Transport of 
methotrexate, methotrexate polyglutamates, and 17beta-estradiol 
17-(beta-D-glucuronide) by ABCG2: effects of acquired mutations 
at R482 on methotrexate transport. Cancer Res 63:4048–4054

 13. Giri N, Agarwal S, Shaik N et al (2009) Substrate-dependent 
breast cancer resistance protein (Bcrp1/Abcg2)-mediated inter-
actions: consideration of multiple binding sites in in vitro assay 
design. Drug Metab Dispos 37:560–570

 14. Telbisz A, Hegedus C, Ozvegy-Laczka C et al (2012) Antibody 
binding shift assay for rapid screening of drug interactions with 
the human ABCG2 multidrug transporter. Eur J Pharm Sci 
45:101–109

 15. Ozvegy-Laczka C, Laczko R, Hegedus C et al (2008) Interaction 
with the 5D3 monoclonal antibody is regulated by intramolecular 
rearrangements but not by covalent dimer formation of the human 
ABCG2 multidrug transporter. J Biol Chem 283:26059–26070

 16. Ozvegy-Laczka C, Varady G, Koblos G et al (2005) Function-
dependent conformational changes of the ABCG2 multidrug 
transporter modify its interaction with a monoclonal antibody on 
the cell surface. J Biol Chem 280:4219–4227

 17. Hegedus C, Telbisz A, Hegedus T et al (2015) Lipid regulation of 
the ABCB1 and ABCG2 multidrug transporters. Adv Cancer Res 
125:97–137

 18. Jackson SM, Manolaridis I, Kowal J et al (2018) Structural basis 
of small-molecule inhibition of human multidrug transporter 
ABCG2. Nat Struct Mol Biol 25:333–340

 19. Telbisz A, Ozvegy-Laczka C, Hegedus T et al (2013) Effects of 
the lipid environment, cholesterol and bile acids on the function 

               dc_2020_22

https://gpu.wigner.mta.hu
https://www.hegelab.org/resources.html
http://creativecommons.org/licenses/by/4.0/


The transport pathway in the ABCG2 protein and its regulation revealed by molecular dynamics…

1 3

of the purified and reconstituted human ABCG2 protein. Biochem 
J 450:387–395

 20. Telbisz A, Muller M, Ozvegy-Laczka C et  al (2007) Mem-
brane cholesterol selectively modulates the activity of the 
human ABCG2 multidrug transporter. Biochim Biophys Acta 
1768:2698–2713

 21. Bhatia A, Schafer HJ, Hrycyna CA (2005) Oligomerization of the 
human ABC transporter ABCG2: evaluation of the native protein 
and chimeric dimers. Biochemistry 44:10893–10904

 22. Henriksen U, Fog JU, Litman T et al (2005) Identification of intra- 
and intermolecular disulfide bridges in the multidrug resistance 
transporter ABCG2. J Biol Chem 280:36926–36934

 23. Manolaridis I, Jackson SM, Taylor NMI et al (2018) Cryo-EM 
structures of a human ABCG2 mutant trapped in ATP-bound and 
substrate-bound states. Nature 563:426–430

 24. Taylor NMI, Manolaridis I, Jackson SM et al (2017) Structure of 
the human multidrug transporter ABCG2. Nature 546:504–509

 25. Ferreira RJ, Bonito CA, Cordeiro M et al (2017) Structure-func-
tion relationships in ABCG2: insights from molecular dynamics 
simulations and molecular docking studies. Sci Rep 7:15534

 26. Mozner O, Bartos Z, Zambo B et al (2019) Cellular processing 
of the ABCG2 Transporter-Potential Effects on Gout and Drug 
Metabolism. Cells 8:1215

 27. Khunweeraphong N, Szollosi D, Stockner T et al (2019) The 
ABCG2 multidrug transporter is a pump gated by a valve and an 
extracellular lid. Nat Commun 10:5433

 28. Orlando BJ, Liao M (2020) ABCG2 transports anticancer drugs 
via a closed-to-open switch. Nat Commun 11:2264

 29. Laszlo L, Sarkadi B, Hegedus T (2016) Jump into a new fold-a 
homology based model for the ABCG2/BCRP Multidrug Trans-
porter. PLoS ONE 11:e0164426

 30. Khunweeraphong N, Stockner T, Kuchler K (2017) The structure 
of the human ABC transporter ABCG2 reveals a novel mechanism 
for drug extrusion. Sci Rep 7:13767

 31. Humphrey W, Dalke A, Schulten K (1996) VMD: visual molecu-
lar dynamics. J Mol Graph 14(33–8):27–28

 32. Huang J, Rauscher S, Nawrocki G et al (2017) CHARMM36m: 
an improved force field for folded and intrinsically disordered 
proteins. Nat Methods 14:71–73

 33. Van Der Spoel D, Lindahl E, Hess B et al (2005) GROMACS: 
fast, flexible, and free. J Comput Chem 26:1701–1718

 34. Jo S, Kim T, Iyer VG et  al (2008) CHARMM-GUI: a web-
based graphical user interface for CHARMM. J Comput Chem 
29:1859–1865

 35. Wu EL, Cheng X, Jo S et al (2014) CHARMM-GUI Membrane 
Builder toward realistic biological membrane simulations. J Com-
put Chem 35:1997–2004

 36. Lomize MA, Lomize AL, Pogozheva ID et al (2006) OPM: orienta-
tions of proteins in membranes database. Bioinformatics 22:623–625

 37. Morris GM, Huey R, Lindstrom W et al (2009) AutoDock4 and 
AutoDockTools4: Automated docking with selective receptor flex-
ibility. J Comput Chem 30:2785–2791

 38. Trott O, Olson AJ (2010) AutoDock Vina: improving the speed 
and accuracy of docking with a new scoring function, efficient 
optimization, and multithreading. J Comput Chem 31:455–461

 39. Sutto L, Marsili S, Gervasio FL (2012) New advances in metady-
namics. WIREs Comp Mol Sci 2:771–779

 40. Tribello G, Bonomi M, Branduardi D, Camilloni C, Bussi G 
(2014) PLUMED 2: New feathers for an old bird. Computer Phys 
Commun 185:604–613

 41. Allen WJ, Lemkul JA, Bevan DR (2009) GridMAT-MD: a grid-
based membrane analysis tool for use with molecular dynamics. 
J Computat Chem 30(12):1952–1958

 42. Schmidtke P, Bidon-Chanal A, Luque FJ et al (2011) MDpocket: 
open-source cavity detection and characterization on molecular 
dynamics trajectories. Bioinformatics 27:3276–3285

 43. Michaud-Agrawal N, Denning EJ, Woolf TB et al (2011) MDAn-
alysis: a toolkit for the analysis of molecular dynamics simula-
tions. J Comput Chem 32:2319–2327

 44. Hunter J (2007) Matplotlib: A 2D graphics environment. Comp 
Sci Eng 9:90–95

 45. van Meer G (1989) Lipid traffic in animal cells. Annu Rev Cell 
Biol 5:247–275

 46. Jo S, Cheng X, Lee J et  al (2017) CHARMM-GUI 10 years 
for biomolecular modeling and simulation. J Comput Chem 
38:1114–1124

 47. Lee J, Patel DS, Stahle J et al (2019) CHARMM-GUI Membrane 
Builder for Complex Biological Membrane Simulations with Gly-
colipids and Lipoglycans. J Chem Theory Comput 15:775–786

 48. Corradi V, Gu RX, Vergani P et al (2018) Structure of transmem-
brane helix 8 and possible membrane defects in CFTR. Biophys 
J 114:1751–1754

 49. Gyimesi G, Ramachandran S, Kota P et al (2011) ATP hydroly-
sis at one of the two sites in ABC transporters initiates trans-
port related conformational transitions. Biochim Biophys Acta 
1808:2954–2964

 50. Tordai H, Leveles I, Hegedus T (2017) Molecular dynamics of 
the cryo-EM CFTR structure. Biochem Biophys Res Commun 
491:986–993

 51. Hofsass C, Lindahl E, Edholm O (2003) Molecular dynamics 
simulations of phospholipid bilayers with cholesterol. Biophys J 
84:2192–2206

 52. Petrache HI, Tu K, Nagle JF (1999) Analysis of simulated NMR 
order parameters for lipid bilayer structure determination. Biophys 
J 76:2479–2487

 53. Galvan-Hernandez A, Kobayashi N, Hernandez-Cobos J et al 
(2020) Morphology and dynamics of domains in ergosterol 
or cholesterol containing membranes. Biochim Biophys Acta 
Biomembr 1862:183101

 54. Corey RA, Stansfeld PJ, Sansom MSP (2020) The energetics of 
protein-lipid interactions as viewed by molecular simulations. 
Biochem Soc Trans 48:25–37

 55. Hedger G, Sansom MSP (2016) Lipid interaction sites on chan-
nels, transporters and receptors: Recent insights from molecular 
dynamics simulations. Biochim Biophys Acta 1858:2390–2400

 56. Song C, de Groot BL, Sansom MSP (2019) Lipid bilayer composi-
tion influences the activity of the antimicrobial peptide dermcidin 
channel. Biophys J 116:1658–1666

 57. Gose T, Shafi T, Fukuda Y et al (2020) ABCG2 requires a single 
aromatic amino acid to "clamp" substrates and inhibitors into the 
binding pocket. FASEB J 34:4890–4903

 58. Locher KP (2016) Mechanistic diversity in ATP-binding cassette 
(ABC) transporters. Nat Struct Mol Biol 23:487–493

 59. Pan L, Aller SG (2015) Equilibrated atomic models of outward-
facing P-glycoprotein and effect of ATP binding on structural 
dynamics. Sci Rep 5:7880

 60. Bi Y, Mann E, Whitfield C et al (2018) Architecture of a chan-
nel-forming O-antigen polysaccharide ABC transporter. Nature 
553:361–365

 61. Caffalette CA, Corey RA, Sansom MSP et al (2019) A lipid gating 
mechanism for the channel-forming O antigen ABC transporter. 
Nat Commun 10:824

 62. Chen L, Hou WT, Fan T et al (2020) Cryo-electron microscopy 
structure and transport mechanism of a wall teichoic acid ABC 
transporter. mBio 11:e02749–19

 63. Clark R, Kerr ID, Callaghan R (2006) Multiple drugbinding sites 
on the R482G isoform of the ABCG2 transporter. Br J Pharmacol 
149:506–515

Publisher’s Note Springer Nature remains neutral with regard to 
jurisdictional claims in published maps and institutional affiliations.

               dc_2020_22



DATABASES
OFFICIAL JOURNAL

www.hgvs.org

ABCMdb: A Database for the Comparative Analysis of
Protein Mutations in ABC Transporters, and a Potential
Framework for a General Application
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ABSTRACT: To overcome the pathological phenomena
caused by altered function of ABC (ATP Binding Cas-
sette) proteins, their mechanisms of action are exten-
sively investigated, often involving the design of mu-
tant constructs for experiments. Designing mutagenetic
constructs, interpreting the result of mutagenetic experi-
ments, and finding individual genetic variants require an
extensive knowledge of previously published mutations.
To aid the recapitulation of mutations described in the
literature, we set up a database of ABC protein mutations
(ABCMdb) extracted from full-text papers using an au-
tomatic mining approach. We have also developed a Web
application interface to compare mutations in different
ABC proteins using sequence alignments and to interac-
tively map the mutations to 3D structural models. Cur-
rently our database contains protein mutations published
for ABCB1, ABCB11, ABCC1, ABCC6, ABCC7, and
the proteins of the ABCG subfamily. The database will be
extended to include other members and subfamilies, and to
provide information on whether or not a mutation is dis-
ease causing, represents a high-incidence polymorphism,
or was generated only in vitro. The ABCMdb database
should already help to compare the effects of mutations at
homologous positions in different ABC proteins, and its
interactive tools aim to advance the design of experiments
for a wider range of proteins.
Hum Mutat 33:1547–1556, 2012. C© 2012 Wiley Periodicals, Inc.

KEY WORDS: protein mutations; ABC proteins; database;
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Introduction
ABC proteins form one of the largest protein families, represented

in living organisms from bacteria to plants and humans. The hu-
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man genome project identified 48 human ABC proteins, most of
which serve as membrane-bound transporters of various substrates
[Dean and Annilo, 2005]. ABC proteins are categorized into seven
subfamilies (A-G) based on their sequence similarity [Dean and An-
nilo, 2005]. A common mechanism of their action is the binding and
hydrolysis of ATP, which in ABC transporters facilitates the reloca-
tion of substrate molecules across the membrane. ABC transporters
take part in critical cellular processes, and thus their physiologi-
cal role and pathological phenomena arising from their hampered
expression or malfunction are extensively studied [Gottesman and
Ambudkar, 2001].

One of the phenomena mediated by ABC transporters is the
extrusion of toxic molecules and xenobiotics from cells, which im-
pacts the bioavailability of a wide range of pharmaceutical com-
pounds interfering with their effect [Szakacs et al., 2008]. This phe-
nomenon was first described as the multidrug resistance of tumor
cells against chemotherapeutic treatment [Bell et al., 1985; Deben-
ham et al., 1982], which was linked to the high expression levels of P-
glycoprotein (MDR1, multidrug resistance protein 1, ABCB1). Later
other members, such as MRP1 (multidrug resistance-associated
protein 1, ABCC1) and ABCG2 have been cloned, which also play
important roles in the clinically observed multidrug resistance of
cancers [Cole et al., 1992; Doyle et al., 1998]. Apart from their role
in cancer cell drug resistance, multidrug transporters have been pro-
posed to form part of an innate chemoimmunity system [Sarkadi
et al., 2006], protecting cells from the penetration of drugs and
xenobiotics. The action of MDR transporters reduces the oral avail-
ability of drugs by decreasing their uptake from the digestion system
[Szakacs et al., 2008]. The circumvention of this mechanism by the
inhibition of MDR transporters is a major pharmacological issue,
which requires a thorough understanding of multidrug recognition
and transport. In addition, natural variants of multidrug trans-
porters may cause altered substrate specificity or transport [Honjo
et al., 2001; Morisaki et al., 2005], which can lead to altered phar-
macokinetics or even sensitivity to certain drugs. The collection
and description of MDR transporter mutations and their effects on
substrate specificity can thus be a step toward personalized medical
therapy.

Several pathological conditions have also been described and
linked to mutations of certain ABC transporters. One of the most
frequently studied inherited monogenic diseases is cystic fibrosis,
which has been associated with the malfunction of the cystic fibro-
sis transmembrane conductance regulator (CFTR, ABCC7) pro-
tein [Riordan et al., 1989], acting as a chloride channel in the cell
membrane. Although the most frequent and severe mutation is the
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deletion of F508, over 1,600 disease-causing mutations of ABCC7
have been deposited in the Canadian Cystic Fibrosis Mutation
Database (http://www.genet.sickkids.on.ca). A large number of mu-
tagenetic studies have been devoted not simply to understand the
mechanism of ABCC7 chloride transport, but also to seek for so-
called rescue mutations that can overcome the impaired expression
and function of the p.Phe508del (�F508) mutant.

Another member of the ABCC subfamily, MRP6 (ABCC6), was
originally discovered as a transporter homologous to multidrug-
resistance-associated proteins [Belinsky and Kruh, 1999], function-
ing as an organic anion transporter [Belinsky et al., 2002]. Later, it
was discovered that mutations in the ABCC6 protein are responsible
for the development of pseudoxanthoma elasticum (PXE) [Le Saux
et al., 2000], and a large number of disease-causing mutations have
been identified since then [Varadi et al., 2011].

The ABCG2 transporter, apart from contributing to multidrug
resistance, also plays a role in physiological urate transport [Wood-
ward et al., 2009], and certain dysfunctional mutants have been
shown to induce the risk of developing gout [Dehghan et al.,
2008; Matsuo et al., 2009]. Other members of the ABCG subfamily
(ABCG1, ABCG4, ABCG5, and ABCG8) are involved in the trans-
port of cholesterols and other sterols [Dean and Annilo, 2005].
The ABCG5 and ABCG8 transporters function as heterodimers that
export sterols into the bile, preventing the accumulation of plant
sterols and cholesterol [Woodward et al., 2011]. It has also been de-
scribed that mutations affecting the abcg5 and abcg8 genes can cause
dramatically increased plasma plant sterol concentrations that lead
to sitosterolemia [Berge, 2003; Berge et al., 2000]. In contrast, the
precise physiological role of ABCG1 and ABCG4 still needs to be
elucidated, and no mutations of these proteins have yet been linked
to any human diseases.

In addition to studying disease-associated mutations, a signifi-
cant number of in vitro mutagenetic studies have been performed.
Mutagenesis is a widely used method to probe the biochemical
role of individual amino acids in substrate recognition and trans-
port, interdomain communication or ATP binding, and hydrolysis.
Mutating amino acids can also facilitate the expression, solubiliza-
tion and subsequent crystallization, and structure determination of
whole ABC transporters or their individual domains. When design-
ing experimental constructs, it is important to know beforehand
whether similar constructs have already been created, or mutants
affecting the same regions or interactions have been described. In
addition, if the functional role of a residue in a certain ABC protein
has been well characterized, the role of equivalent amino acids in
other ABC transporters can be inferred based on homology and
amino acid conservation. Similar formulation can be used to inter-
pret the mechanism of action of pathogenic natural variants, or to
design mutant constructs of ABC domains that increase solubility
based on homologous constructs for crystallization studies.

Several databases targeted at the collection of mutant variants
of certain ABC proteins are available. The Cystic Fibrosis Muta-
tion Database (CFTR1, http://www.genet.sickkids.on.ca) is devoted
to the collection of individual mutations in the human cftr gene,
originating mostly from clinical studies. Similarly, the PXE Muta-
tion Database (PXE, http://www.pxe.org/mutation-database) aims
to serve as a catalogue of all published mutations of the ABCC6
protein causing PXE. Other, more general databases also contain in-
formation on mutant variants, for example, the Swiss-Prot database
[Bairoch and Apweiler, 1996; Boutet et al., 2007], or the Human
Genetic Mutations Database [Cooper and Krawczak, 1996]. These
databases employ manual extraction and curation of mutations
from literature and clinical studies, providing high-quality data.
However, due to their focus on disease-causing mutations and poly-

morphic variants, mutant constructs from in vitro studies are often
overlooked and not collected. In addition, manual processing of lit-
erature tends to be slow and may not keep up with the exponentially
growing number of available biomedical publications. Databases
relying solely on human information processing thus might miss
recently published or not often cited mutations.

To alleviate the burden of reading thousands of papers, auto-
matic methods have been devised and applied to extract informa-
tion from literature. Biomedical text mining is a large field with a
wide range of applications such as the automatized extraction of
protein–protein interactions [Krallinger et al., 2011], protein mu-
tations [Caporaso et al., 2007; Doughty et al., 2011; Lee et al., 2007;
Rebholz-Schuhmann et al., 2004], pharmacokinetic relationships
between genes, drugs, and diseases [Frijters et al., 2010; Garten et al.,
2010; Rubin et al., 2005] or protein and gene annotation [Camon
et al., 2005]. Several methods have been implemented and applied
successfully to mine human kinase mutations [Krallinger et al.,
2009], mutations of G-protein coupled receptors (GPCRs), nuclear
hormone receptors (NRs) [Horn et al., 2004], vitamin K-dependent
coagulation serine proteases [Saunders and Perkins, 2008], and α-
galactosidase A mutations related to Fabry disease [Kuipers et al.,
2010]. A database that aims to gather protein level enzyme muta-
tions having an effect on protein stability or function from PubMed
abstracts is also available [Yeniterzi and Sezerman, 2009].

Our aim was to generate a database of ABC protein mutations
using automated tools while still maintaining high-quality data. We
employed the MutMiner automatic mutation extraction pipeline
that we developed in our laboratory, which offers 95% precision
and 84% recall in finding protein mutations mentioned in full-text
papers. It should be noted that the MutMiner pipeline only searches
for explicit mentions of protein point mutations, while any under-
lying genetic variations are disregarded. This also means that inser-
tions, deletions, as well as any genetic variations that have no effect
at the protein level (e.g., intronic or synonymous mutations) are not
considered in the current study. Mutation mentions are harvested
from literature and supplemented with a Web framework that aims
to integrate extracted mutational data, sequence alignments, and
available 3D structures of ABC transporters. This integrated frame-
work (http://abcmutations.hegelab.org) will help in designing new
mutations and interpreting the effects of existing mutations in the
context of homologous proteins, sequence conservation, and spatial
structure.

Methods

Data Mining from Full-Text Papers

A list of the PMIDs of papers corresponding to each pro-
tein under investigation was retrieved from PubMed using a
keyword search. The full-text version of the papers was down-
loaded using a modified version of the pdfetch automated tool
(http://code.google.com/p/pdfetch). The mentions of mutations
were identified and extracted from the full-text papers using our
framework, MutMiner (http://mutminer.hegelab.org). MutMiner is
built on MutationFinder [Caporaso et al., 2007], a tool that uses
regular expression patterns to recognize and extract protein point
mutation mentions from English text. The pipeline supplements
MutationFinder with text preprocessing tools, and algorithms to
bind mutations in the text to protein names. For each target ABC
protein, MutMiner was provided with the whole retrieved litera-
ture corresponding to the protein, and the UniProtKB/Swiss-Prot
record downloaded in FASTA format. The UniProtKB accession
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Table 1. Retrieving Full-Text Articles Corresponding to Each of
the 10 ABC Transporters Investigated

Protein PubMed keywords Resulting papers Retrieved papers

ABCB1 ABCB1 or MDR1 or P-GP or PGP 19,437 10,494
ABCB11 ABCB11 or BSEP 539 355
ABCC1 ABCC1 or MRP1 1,775 1,336
ABCC6 ABCC6 or MRP6 290 248
ABCC7 ABCC7 or CFTR 6,735 3,476
ABCG1 ABCG1 426 294
ABCG2 ABCG2 or BCRP or MXR 1,928 1,692
ABCG4 ABCG4 40 31
ABCG5 ABCG5 347 240
ABCG8 ABCG8 311 218

The keywords used to query for articles from the PubMed database are shown, with
the number of papers resulting from the query, and the number of papers effectively
retrieved by the full-text PDF download tool. The number of articles varies across
three orders of magnitude, and in some cases, little more than half of the papers could
be retrieved.

numbers used were P08183 (ABCB1), O95342 (ABCB11), P33527
(ABCC1), O95255 (ABCC6), P13569 (ABCC7), P45844 (ABCG1),
Q9UNQ0 (ABCG2), Q9H172 (ABCG4), Q9H222 (ABCG5), and
Q9H221 (ABCG8).

Software and Tools

The database uses the MySQL relational database back-
end (http://www.mysql.com) for data storage. For data ac-
cess, the SQLAlchemy (http://www.sqlalchemy.org) and Elixir
(http://elixir.ematia.de) object-relational mapper libraries were
used. The Web interface was created based on the TurboGears Web
framework (http://turbogears.org) and the Genshi templating li-
brary (http://genshi.edgewall.org).

Sequence Alignments

Alignments were created using ClustalW 2.0.10 [Larkin et al.,
2007] with default options. Several multiple sequence alignments
were created: (1) One alignment of full proteins for each subfam-
ily where all subfamily members have a similar topology (ABCA,
ABCC, and ABCG); (2) all half-transporter units of the ABCB sub-
family, full transporters were considered as comprising two indi-
vidual half-transporter units; (3) NBDs of transporters in each sub-
family; (4) NBDs of all transporters; (5) NBDs of transporters of
the ABCC and ABCG subfamilies; and (6) NBDs of transporters of
the ABCB, ABCC, and ABCG subfamilies.

Structural Models

Homology models of the outward facing conformation for
ABCB1, ABCC1, and ABCC6 were kindly provided by M. Wiese
[Globisch et al., 2008], S.P. Cole [DeGorter et al., 2008], and A.
Váradi [Fulop et al., 2009], respectively. For ABCC7, the extended
homology model of Serohijos et al. was used [Serohijos et al., 2008].
Experimentally determined structures from the Protein Data Bank
[Bernstein et al., 1977] with PDB IDs 2BBO (ABCC7 NBD1), 2BBS,
2BBT (ABCC7 NBD1 with F508 deletion), 2CBZ (ABCC1 NBD1),
2PZE (ABCC7 NBD dimer), 2PZF (ABCC7 NBD dimer with F508
deletion), 2PZG (ABCC7 NBD1) were included in the database. To
visually map the mutations on the structure, the Jmol open source
Java viewer for chemical structures (http://www.jmol.org) was em-
ployed.

ABC Protein Regions

The nucleotide binding domains were identified using the
PS50893 ProSite profile, representing ABC transporter-type do-
mains, and the ps_scan utility, downloadable from the ProSite Web-
site (http://prosite.expasy.org). Highly conserved regions were as-
signed according to their consensus sequences, for the Walker A and
the ABC signature motifs the ProSite patterns PS00017 and PS00211
were used, respectively, and for the Walker B motif the consensus
sequence “hhhhD” was used, where “h” denotes hydrophobic amino
acids. The membrane topology, the boundaries of the transmem-
brane helices were determined using TMDET [Tusnady et al., 2005]
for the available 3D structures of human ABCB1 [Globisch et al.,
2008], ABCC7 [Serohijos et al., 2008], and the dimeric biological
unit of the ABCB10 X-ray structure [PDB:2YL4]. The transmem-
brane helix boundaries for other ABC proteins were predicted using
HMMTOP [Tusnady and Simon, 2001], and corrected or supple-
mented with information from TMDET predictions of available 3D
structures of other, homologous ABC proteins.

Reference Databases

The following databases were used as references the PXE Mu-
tation Database (PXE, http://www.pxe.org/mutation-database, as
of 12 January, 2012), the Cystic Fibrosis Mutation Database
(CFTR1, http://www.genet.sickkids.on.ca/app, as of 13 January,
2012), the Swiss-Prot database at UniProt (UniProtKB/Swiss-Prot,
http://www.uniprot.org, release 2012_01 [Bairoch and Apweiler,
1996; Boutet et al., 2007]), the public version of the Human Gene

Table 2. Results of Automatic Mutation Extraction

Number of mutation mentions (hits)

Protein Number of papers Number of unique mutations Total True False

ABCB1 10,494 641 1,527 n/d n/d
ABCB11 355 156 485 n/d n/d
ABCC1 1,336 403 882 n/d n/d
ABCC6 248 207 778 740 (95%) 38 (5%)
ABCC7 3,476 1,353 8,874 n/d n/d
ABCG1 294 5 7 3 (43%) 4 (57%)
ABCG2 1,692 186 1,391 1,317 (95%) 74 (5%)
ABCG4 31 0 0 0 0
ABCG5 240 25 77 77 (100%) 0 (0%)
ABCG8 218 43 147 144 (98%) 3 (2%)

The number of unique mutations extracted from the set of downloaded full-text papers is shown. Hits are considered to be pairs consisting of a mutation and a paper that were
found by the pipeline. In the case of the ABCC6 and ABCG proteins, the hits were manually verified whether or not they represent actual mutant variants of the corresponding
protein, and categorized as being true or false positives, respectively. Based on manual verification, the precision of the automatic mining method can be estimated to be above
95%. Mutations of the ABCG1 protein constitute an exception, but the relatively high ratio of false positives in that case is likely due to the small sample size.
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Figure 1. Distribution of mutation mentions along the protein sequence in ABCC proteins. The number of sentences mentioning mutant variants
of a given amino acid position in the sequence is shown. The most frequently cited positions are indicated, with natural variants underlined. Most
of the mutations investigated for ABCC6 and ABCC7 correspond to natural variations of the protein, whereas in the case of ABCC1, mostly induced
mutations are studied. This is in accordance with the fact that ABCC1 has not been reported as a disease-causing gene, whereas the most often
studied natural variants of ABCC6 and ABCC7 cause severe illnesses. Extracted mutations followed a similar distribution in the case of other
analyzed proteins (data not shown).

Mutation Database (HGMD, http://www.hgmd.org, as of 27 Jan-
uary, 2012 [Cooper and Krawczak, 1996]).

Results

Establishment of the ABC Mutation Database

We selected 10 ABC transporter proteins as a basis for the
database. Relevant papers were retrieved from the PubMed database
by keyword queries for each protein (Table 1). To retrieve the full-
text version of these papers, a modified version of the pdfetch utility
was used. The number of papers for each protein varied on a wide
range, and in many cases, the full-text PDF could not be downloaded
(e.g., because of a lack of subscription). Statistics about the retrieved

papers for each protein are summarized in Table 1. After running
the PDF files through the MutMiner pipeline, extracted mutations
for each protein were collected and uploaded into our mutation
database.

The number of unique mutations extracted for each protein
(shown in Table 2) also showed large variations, with 1,353 dif-
ferent mutations extracted for the ABCC7 protein, to ABCG4, for
which no mutations could be extracted from the available 31 papers.
For ABCB1, even though more than 10,000 papers were retrieved,
only 641 mutations could be identified. For ABCC7 and ABCG2, the
number of mutation mentions is 6–8 times the number of unique
mutations, indicating that mutant variants of these proteins are
much more intensively studied or more frequently found in the
population than others in our dataset. A plot of the number of
citing sentences found for mutant variants in each ABC protein
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Table 3. Assessing the Overlap of Automatically Extracted Mutations with Mutations Described in Existing Databases

Database Number of mutations retrieved Number of mutations not retrieved Number of new mutations

PXE (ABCC6) 159 (87%) 24 (13%) 48
CFTR1 (ABCC7) 562 (62%) 338 (38%) 791
Swiss-Prot ABCB1 24 (96%) 1 (4%) 617

ABCB11 33 (94%) 2 (6%) 123
ABCC1 35 (97%) 1 (3%) 368
ABCC6 37 (93%) 3 (7%) 170
ABCC7 172 (96%) 7 (4%) 1,181
ABCG1 0 (0%) 1 (100%) 5
ABCG2 21 (95%) 1 (5%) 165
ABCG4 0 (0%) 1 (100%) 0
ABCG5 11 (92%) 1 (8%) 14
ABCG8 16 (80%) 4 (20%) 27
Total 349 (94%) 22 (6%) 2,688

HGMD ABCB1 5 (71%) 2 (29%) 636
ABCB11 62 (85%) 11 (15%) 94
ABCC1 3 (100%) 0 (0%) 400
ABCC6 144 (92%) 12 (8%) 63
ABCC7 582 (71%) 238 (29%) 771
ABCG1 0 0 5
ABCG2 13 (100%) 0 (0%) 173
ABCG4 0 0 0
ABCG5 10 (83%) 2 (17%) 15
ABCG8 22 (88%) 3 (12%) 21
Total 841 (76%) 268 (24%) 2,178

Mutations stored in the PXE Mutation Database (PXE, ABCC6 mutations), the Cystic Fibrosis Mutation Database (CFTR1, ABCC7 mutations), the Swiss-Prot database, and the
Human Gene Mutation Database (HGMD) were considered. The results show that for databases relying mostly on published data (PXE, Swiss-Prot, HGMD), a large percent of
the mutations could be recovered using our automated method. In the case of databases containing a high amount of mutant variants from unpublished clinical studies (CFTR1,
HGMD/ABCC7), the recovery ratio was lower (62–71%). However, in all cases, automatic extraction yielded a large number of unique mutations that were not present in either
of the databases considered.

indicates certain positions whose variations are highly cited, most
of which are disease-causing natural variants (shown for the ABCC
subfamily in Fig. 1).

Overlap and Novelty of the ABC Database Compared to
Other Databases

To assess the recovery of mutations stored in manually curated
databases, the extracted mutations were compared to those found in
the PXE Mutation Database (ABCC6 mutations), CFTR1 database
(ABCC7 mutations), and mutations corresponding to other ABC
proteins found in the Swiss-Prot database [Bairoch and Apweiler,
1996; Boutet et al., 2007] and Human Genome Mutation Database
(HGMD, [Cooper and Krawczak, 1996]). The comparison was per-
formed on the sets of unique mutations derived from our results and
from each of the reference databases. The results are summarized in
Table 3.

The PXE Mutation Database

Altogether the PXE database contains 183 missense and nonsense
mutations of the ABCC6 transporter, out of which 159 (87%) was
found by the MutMiner pipeline. In the case of the 24 mutations that
the automatic method failed to extract, the papers cited as reference
for these mutations in the PXE database were examined by hand to
discover the reason the mutations were missed. The most frequent
cause of miss (in the case of 7 mutations) was due to errors in the
PDF to text conversion of a single paper. In five cases, no reference
was provided for the mutations, and in one case only HapMap was
mentioned as reference. Two mutations were not detected because
MutationFinder did not recognize them in the text. In one case, the
mutation was not found because the corresponding paper could not
be downloaded automatically. Remarkably, the inspection of missed
mutations also highlighted certain errors in the database. In four

cases, the mutations were in fact synonymous, and incorrectly clas-
sified as missense. In three cases, the database contained a mistyped
version of the mutation mentioned in the papers, and in one case,
the database mutation was not found in the reference paper at all.
The automatic method, however, found 48 unique mutations that
were not present in the PXE database.

The Cystic Fibrosis Mutation Database

The CFTR1 database contains a collection of mutations that were
found in the human ABCC7 protein. From over 1,600 mutations
contained in the database, all 900 missense and nonsense mutations
were examined, out of which 562 were recovered by data mining. An
inspection of some of the remaining 338 cases revealed that most
of these mutations are likely to originate from unpublished clinical
studies, and therefore no reference paper could be obtained. The
MutMiner-based method also found 791 mutations that were not
present in the database.

Swiss-Prot

A comparison of extracted mutations with the Swiss-Prot
database for all 10 ABC transporters shows that most of the mu-
tations stored in Swiss-Prot could be retrieved from the literature
using our automated method. In cases where the retrieval failed,
the database mutations were manually examined by checking the
reference publication if one was available. The examination revealed
that in 9 of the 22 failed cases the mutation could not be discov-
ered in the reference paper even by hand. In 4 cases, no reference
publication was specified in either Swiss-Prot or in the dbSNP entry
corresponding to the mutation. In four cases, the PDF downloader
failed to fetch the reference publication, but the MutMiner pipeline
was able to find the mutations after the paper was manually down-
loaded. In the other cases, the mutations were missing because they
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Figure 2. Detailed listing of publications and their sentences mentioning a mutation. The ABCG2 p.Gln141Lys mutation is shown. Bibliographic
information and the abstract of the publications citing the mutation are displayed with a link to the PubMed record corresponding to the article.
Reading the sentences mentioning the mutation makes it easy to get a brief overview of the functional effects of the mutation.

were either located in the supplementary material or we had no
access to the reference publication. There were two cases where the
reverse of the mutation was mentioned in the reference paper, such
as “A632V” instead of “V632A” (p.Val632Ala), which might indicate
a sequence ambiguity. In addition, literature mining yielded over
2,600 mutations that were not recorded in the Swiss-Prot protein
annotations.

The Human Gene Mutation Database

The comparison to HGMD yielded similar results to Swiss-Prot,
with a slightly higher rate of database mutations that were not
retrieved automatically. One remarkable case is the ABCC7 pro-
tein, where the database contained 238 mutations that our method
could not retrieve from the literature, out of which 173 were un-
published results, mostly pointing to the CFTR1 database for refer-

ence. For those mutations where a journal reference was cited, the
PDF retrieval failed in most cases during the automatic download
step.

Even though the complete recovery of mutations stored in
databases was not possible, our mutation extraction pipeline was
still able to find 94% of all mutant variants listed in Swiss-Prot and
76% of those listed in HGMD. In addition to recovering most of the
database mutations, a considerable number of unlisted mutations
were found compared to each database. It should be noted, however,
that in this study we are only focusing on missense and nonsense
protein mutations. Other variants, for example, insertions and dele-
tions, are often stored in databases but are not recognized by our
automatic extraction method. Also, it should be noted that only
open and freely accessible databases were chosen as reference in this
study, which might not be as up-to-date or complete as commercial
alternatives (e.g., HGMD Professional).
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Figure 3. Mutations in and near homologous positions in multiple proteins. Specifying an amino acid position or an existing mutation can be
used to search for mutations in homologous positions in other proteins. Exact homologues and mutations within five amino acids of the exact
homologous position are listed. The multiple sequence alignment used for the search is also displayed showing the region around the selected
position. In the alignment, positions for which mutational information is available are displayed in red online, and the list of corresponding mutations
can be accessed by clicking on the amino acid letter.

The Web Interface for Comparative Studies

Browsing mutations and containing sentences

The Web interface provides a browsable listing of extracted mu-
tations for specific ABC proteins, as well as functions to find ho-
mologous mutations in other ABC proteins, and to view mutations
mapped onto a 3D structure of a certain ABC protein. For each mu-
tation, a detailed listing of the publications where the mutation was
found and all sentences mentioning the mutation are also displayed
(Fig. 2). A concise list of all sentences mentioning the mutation
is also available, allowing a quick overview of the context of each
mutation mention. In many cases, the list of sentences can help to
determine at a glance the functional or structural effect of the mu-
tation or its disease-causing nature (Fig. 2). In addition to browsing
mutations, several other views for the comparative analysis of ho-

mologous and nearby mutations and for 3D visualization are also
available.

Finding homologous mutations using sequence alignments

For the comparative analysis of homologous proteins, a biolog-
ically correct sequence alignment is crucial. The database contains
various multiple sequence alignments of full and half ABC trans-
porters, and their nucleotide binding domains. In addition to these
alignments, any custom alignment of ABC proteins present in the
database can be uploaded after user registration on the Web site. The
uploaded alignments can then be used in the same way as those pro-
vided with the system. Homologous mutations can be searched for
either by position or by homology to an existing mutation appearing
in the database. The first method is provided by the Search menu,
where mutations homologous to a specified position in an ABC
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Figure 4. Displaying amino acid residues in the context of the 3D protein structure. An interactive 3D view can be displayed for proteins with an
available structure. A multiple sequence alignment is also shown. Amino acids can be highlighted in the structure by clicking on the corresponding
amino acid letter in the top row of the alignment. The ABCG2 catalytic p.Lys86 residue with its salt bridge partner p.Asp210 is shown in the figure.

transporter protein can be listed. The second method can be ac-
cessed by the “homologous mutations” link appearing next to each
mutation in the list of mutations of a specific ABC protein. Both
methods present a list of known mutations of other ABC proteins
in exactly homologous and in nearby positions, along with the se-
quence alignment of residues in the neighborhood of the selected
position (Fig. 3). Amino acids for which known mutations are avail-
able are highlighted in the alignment.

Visualizing mutations in context of the 3D structure

The Web interface provides an option to map mutations onto
available structures of ABC proteins. Similarly to sequence align-
ments, custom structures in PDB format can be uploaded for ABC
proteins in the database, and used besides those provided with the
system. The mutation mapping feature can be accessed via the “map
mutations” link appearing next to each protein when browsing the
list of proteins. After selecting an alignment and a structure to be
used for visualization, a page with an interactive 3D view of the
selected protein structure is presented, and the selected alignment
of ABC proteins (Fig. 4). A specific residue can be highlighted on
the 3D structure by clicking on the corresponding amino acid in the
top row of the alignment. Similarly to homologous mutation search,

residues with an associated mutation in the database are highlighted
in the sequence alignment.

Discussion
In summary, a comprehensive assessment of all described mu-

tations of 10 ABC proteins was created using the MutMiner au-
tomated literature mining pipeline. Mentions of mutations were
extracted from full-text papers and were placed in a database system
for easy retrieval. A Web application was also created to provide a
user-friendly interface to the database, along with tools to aid the
comparative analysis and visualization of mutations in homologous
positions.

Comparing the set of automatically extracted mutations with ex-
isting databases shows that most of the literature-cited mutations
in databases can be recovered using our automated protocol. For
some databases (e.g., Swiss-Prot), almost all mutations can be au-
tomatically extracted from the literature, whereas for others only
62% of the mutations can be recovered. The relatively low overlap
of our extracted data with locus specific databases reflects the differ-
ence in approach taken during data collection. A significant number
of mutant variants from genotyping studies are deposited in vari-
ous locus-specific databases without being published. On the other
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hand, these databases are often missing artificial mutant constructs
of proteins that were generated for various biochemical studies.
Our aim was to provide a repository of mutant variants where con-
structs originating from biochemical studies are also represented
to facilitate the design of further biochemical experiments. In fact,
our extraction pipeline yielded a significant number of mutations
that are not present in the examined databases. It is thus clear that
the role of ABCMdb is complementary to existing locus-specific
databases that store mostly natural genetic variants. This comple-
mentary role can be exploited for the benefit of both approaches, for
example, the automated method was also able to pinpoint possible
errors and inconsistencies in existing manually curated databases.
Similarly, manual curation of automatically extracted data can be
used to eliminate false positives, which helps to improve the quality
of extracted data. In this regard, the ABCMdb builds on the com-
munity effort of expert scientists of particular ABC transporters,
providing functionality that enables registered users to comment
and annotate database records.

One of the major issues hampering the recovery of database mu-
tations is the incomplete retrieval of PDF files. While this could be
overcome by improving the automatic text retrieval system, access to
full-text articles will always be limited by the lack of institutional sub-
scription to some journals. Similar studies have shown that valuable
data can also be extracted from freely available abstracts, although
they cannot replace mining full-text articles [Krallinger et al., 2009].
To overcome the limitation of accessing full-text papers, registered
users can upload articles that will be processed and the extracted
mutations will be added to the database.

Our results show that automatic data mining methods are use-
ful tools to extract data from the literature. Because the sentences
containing hits are available for each extracted mutation, automatic
methods could be developed to supplement current data with vari-
ous predicted properties of the mutations. Of particular importance
would be the discrimination of DNA and protein mutations, as this
would markedly reduce false positives generated by the extraction
pipeline. Other valuable information that could be mined from the
context of mutations include the host organism, the physiological,
functional or structural effect of the mutation (e.g., disease causing,
loss of function, change in substrate affinity, and incorrect folding),
or whether it is a natural variant, a polymorphism, or an induced
mutation. We plan to implement most of these features in future
versions of our database.

Besides automatic data mining, our framework allows registered
users to leave comments on specific mutations, papers or individual
mentions of mutations, and to mark mutations as true or false
hits, specifying the reason of the error in case the mutation was
falsely predicted. We believe this system will help to improve the
quality of data in the database. It is also notable that the extraction
pipeline and Web interface is not specific to ABC proteins. A similar
framework and database with minor changes could be set up for
literature mining and display of mutations of other proteins and
protein families. Based on the manual verification of the extracted
ABCG family and ABCC6 mutations, the ABCMdb mutations are
likely to contain over 95% of true positive hits, which we believe can
make the database a reliable tool for the design of experiments and
the comparative analysis of mutations.
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An increasing number of ABC membrane protein structures are determined by cryo-electron microscopy and
X-ray crystallography, consequently identifying differences between their conformations has become an arising
issue. Therefore, we propose to define standardizedmeasures for ABC Type I exporter structure characterization.
We set conformational vectors, conftors, which describe the relative orientation of domains and can highlight
structural differences. In addition, continuum electrostatics calculations were performed to characterize the en-
ergetics of membrane insertion illuminating functionally crucial regions. In summary, the proposedmetrics con-
tribute to deeper understanding of ABCmembrane proteins' structural features, structure validation, and analysis
of movements observed in a molecular dynamics trajectory. Moreover, the concept of standardized metrics can
be applied not only to ABC membrane protein structures (http://conftors.hegelab.org).

© 2018 The Authors. Published by Elsevier B.V. on behalf of Research Network of Computational and Structural
Biotechnology. This is an open access article under the CC BY license (http://creativecommons.org/licenses/by/4.0/).
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1. Introduction

ABCmembrane proteins play important roles in many physiological
processes frombacteria toman. They translocate substrates through the
membrane bilayer or regulate channel function involving ATP binding
and hydrolysis [1–3]. The functional expression of ABC membrane pro-
teins can be altered either by mutations or regulatory processes [2],
leading to various pathological states. The most known disorder caused
by an ABCmembrane protein is cystic fibrosis. Several mutations in the
CFTR (cystic fibrosis transmembrane conductance regulator; ABCC7)
chloride channel cause cystic fibrosis, a monogenic disease with high
morbidity and mortality [4–6]. Most of the mutations affect protein
folding and stability [7]. A decrease in the functional expression of the
CFTR channel leads to a reduced chloride conductance in the epithelia
resulting in imbalanced salt and water homeostasis. Although high
throughput screening efforts resulted in molecules rescuing some
CFTR variants (e.g. the G551Dmutant), none of the identified drugs suf-
ficiently restores the functional expression of ΔF508, the most frequent
CFTR mutant [8–10]. The lack of high-resolution structural information
has hindered drug development [11,12]. Because of cystic fibrosis and

other ABC protein related disorders, understanding the relations be-
tween the conformations and function of ABC membrane proteins is
of great importance. An increasing number of ABC exporter structures
have been solved recently, which can be divided into two groups
[13,14]. There are a higher number of Type I (P-glycoprotein-like) struc-
tures determined, which exhibit two large transmembrane domains,
usually each built from six helices and two cytosolic nucleotide binding
domains (Fig. S1). Their specific feature compared to ABCG-like trans-
porters is the so called intracellular loops or domains, which are the
continuation of TMhelices in the cytosol. These “loops” contain coupling
helices interactingwith the nucleotide binding domains [15]. Structures
in the absence of ATP exhibit highly separated NBDs or NBDs with con-
tacts only at the opposite site of coupling helix interactions. In this apo
conformation the TM domains expose a cavity towards the cytoplasm
[14]. Therefore, these conformations are called “bottom-open, inward-
facing” and “bottom-closed, inward-facing”, respectively. Upon binding
of two ATP molecules, NBDs form a tight interaction and rearrange the
transmembrane helices to close the cavity at the cytosolic side and
open it to the extracellular space. Structures without opening at the
extracellular region are also observed and suggested to form an inter-
mediate of the transport cycle [16,17]. These conformations are
named “bottom-closed, outward-facing” and “occluded” (bottom- and
top-closed), accordingly.

Although all of the ABC membrane protein structures contain valu-
able information, there are several debates in the field. The “bottom-
open, inward-facing” conformations are questioned based on the
constant-contact model of the mechanism of function [18]. In addition,
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thewide separation of NBDswas not stable in molecular dynamics sim-
ulations and the large distance may be contributed to crystal contacts
[14,19]. Similarly, the largely top-opened “bottom-closed, outward-
facing” structures have also been criticized and suggested to be formed
by the lack of the lateral pressure originating from the membrane bi-
layer during crystallization [20]. It is also challenging to interpret the
unusual break of a transmembrane helix in the ABCC7/CFTR chloride
channel structures determined by Chen et al. [21–23], since it is not
present in other CFTR structures (R. Ford et al. unpublished and [24])
or other transporters of the same subfamily.

Despite the large efforts of transmembrane structure determination
in the last decades, ABC membrane proteins, as well as membrane pro-
teins in general are significantly underrepresented in the PDB database
compared to globular proteins (http://pdbtm.enzim.hu, http://blanco.
biomol.uci.edu/mpstruc). Even the revolution in cryo-electron micros-
copy (EM)methods [25,26] did not significantly decrease this difference
in the last years. Moreover, diffracting crystals and cryo-EM images of
membrane proteins exhibit low resolution confining their structure de-
termination [27]. Therefore structure validation and assessing the qual-
ity of membrane protein structures are crucial not only in the field of
ABC proteins but for all types of membrane proteins. For structure
curation and validation the wwPDB has launched a tool, OneDep,
based on recommendations of experts in crystallography, NMR, and
cryo-EM [28]. These metrics (e.g. clashes between atoms, Wilson
B-value [29,30], and the fit between R and Rfree [31]) are extremely im-
portant and are the basis for a high quality database of curated 3D struc-
tures. However, they cannot provide higher-level information on the
validity or possible distortion of domain-domain orientation caused by
experimental conditions. Higher level comparison of protein structures
have been initiated and organized in the CoDNaS database, but this tool
exposes the limitation of being able to compare the structures of the
same protein [32]. A comparative molecular dynamics (MD) study has
been recently performed to assess various conformations of ABCB1/
MDR1 [33], but the application of MD for a higher number of structures
are highly resource intensive.

In order to address issues associated with the increasing number of
ABC membrane protein structures and conformations, we aim to define
metrics that can characterize structural properties at a higher level. We
demonstrate that various vectors definedbased on specific structural fea-
tures of a protein family can highlight specific differences in conforma-
tions and alterations in structures. In addition, membrane solvation
energy calculations can draw attention to functionally important regions.

2. Methods

2.1. ABC Membrane Protein Structures

Coordinates of ABC Type I exporters and information on membrane
orientations were downloaded from the OPM database or from the PDB
followed by the calculation of membrane region using the PPM server
(Table S1) [34,35]. The structure determination method was collected
from the PDB files, while the conformational state was determined by
visual inspection. Transmembrane helix boundaries were extracted
from OPM and PPM. Other regions, such as coupling helices, were iden-
tified semi-manually. PyMOLwas used for structure and surface electro-
statics visualization (The PyMOL Molecular Graphics System, Version
1.8.4 Schrödinger, LLC). The orientation of the structures was standard-
ized by the rotation and translation of structures to a selected reference
structure. As a reference we selected a structure of TM287/288 (PDBID:
3QF4), which exhibits intermediate 3D properties, such as inward-
facing TMDs and bottom-closed NBDs [36].

2.2. Comparison of Transmembrane Region Localizations

Selected resources include OPM [34,35], PDBTM [37,38], and
MEMPROTMD [39] databases. The positioning of the structures in the

membrane bilayer was characterized by the tilting angle and the local-
ization along the Z axis. We compared the values from each set to the
values from the OPM as a reference. The protein tilting was calculated
by the angle between the membrane normal and the principal axis of
the protein, which axis is set by the bisector between the THX1 and
THX2 conftors (CONFormational vecTORs; TH4–5 and TH10–11). In
the case of the CG structures the membrane normal was calculated by
subtracting the center of geometry of PO4 and NC3 beads in the upper
leaflet from that in the lower leaflet. The vector normal of the plane de-
fined by three DUMMYatomswere used for OPMentries. The difference
in the membrane centers was determined after structural alignment.
Regarding the CG structures, the back-bone beads were aligned to the
Cα atoms of the all-atom structures. The reference membrane center
was calculated as the center of geometry (COG) of the DUMMY mem-
brane atoms from OPM. Themembrane center of systems from CG sim-
ulations was determined by the COG of the PO4 and NC3 beads.

2.3. Calculation of Helix Properties and Vectors

The bending, rotation, and twist of helices were calculated using
MDAnalysis and HELANAL [40,41]. Conftors were calculated using Py-
thon scripts combining the numpy and MDAnalysis packages
(Table S2). To provide a simplified and visual comparison of structures,
conftors were plotted using Python Matplotlib.

2.4. Molecular Dynamics Simulations

Coarse-grained simulations were performed with structures of PDB
entries 2HYD, 3Qf4, 4KSB, 5UAK, 5TSI, 5UJ9, and 4PL0 using GROMACS
with the MARTINI force field (elnedyn22) [42,43]. Trajectories of
all-atom simulations have been obtained using GROMACS as described
earlier [44]. More details on simulation parameters are in the supple-
mentary material.

2.5. Electrostatics Calculations

PDB2PQR [45] was run with PARSE force field [46], pH 7.0 and the
option to create input template. Structural preparation needed for low
resolution structures was made by VMD's Automatic PSF Builder. The
input template for APBS [47] was modified to add 150 mM Na+ and
Cl− ions with charge 1 and−1, and radius 0.95 and 1.81 Å, respectively.
For membrane solvation calculations APBSmem [48] was run with the
following parameters (Table S4): Grid dimensions and fine grid size
for x and y coordinates was collected from the input file of APBS. The z
coordinate of the fine grid size was −2*zmin + 40 Å, where zmin is the
smallest z coordinate from the PQR file. This way the whole protein
was included in the fine grid, even when membrane was moved with
±20 Å. Medium grid size was 2 times and coarse grid size was 5 times
of the fine grid size. Grid dimension was 161 for each axis. The mem-
brane thicknesses from OPM were used and the flooding algorithm of
APBSmem was used as the membrane filling method.

3. Results

3.1. Positioning of ABC Type I Exporters in Membrane Bilayers

The tilting of the protein relative to the bilayer normal and the loca-
tion of the hydrophobic bilayer core are important features of protein
conformation. The experimental information on tilting and insertion
at the atomic resolution is highly limited, thus we assessed the
membrane orientation of ABC membrane proteins using various com-
putational methods. We compared data on membrane bilayer bound-
aries from OPM [34,35], PDBTM [37,38], and MEMPROTMD [39]
databases. OPM calculates and minimizes the transfer free energy of
transmembrane proteins at different values of distance from the bilayer
center, bilayer thickness, and tilting. PDBTM's TMDET algorithm is a
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geometrical approach utilizing an objective function dependent on
amino acid hydrophobicity. In the MEMPROTMD database membrane
protein structures in a bilayer are generated using coarse grain simula-
tions. Since we found ABC membrane proteins with large conforma-
tional changes in MEMPROTMD (e.g. transition from the bottom-open
to the bottom-closed conformation), which changes may influence the
interactions with lipid molecules, we performed CG simulations using
MARTINI [43,49] on a selected set of ABC membrane protein structures
as well.

We extracted the tilt angle and the location of the bilayer around
each ABC membrane protein structure (Fig. 1, Fig. S2, and Table S1).
The tilting was calculated as the angle between the membrane normal
and the principal axis of the protein. This axis is set by the bisector be-
tween the vectors defined by two pairs of TM helices (TH4–5 and
TH10–11), which cross-over to the opposite NBD, discussed below as
THX1 and THX2 conftors (CONFormational vecTORS).

In most of the cases the difference in tilting obtained from different
databases is negligible (below 6°). The largest differences were
10–12°, which seem significant by visual inspection, but correspond to
a difference in immersion by only a few amino acids (1–2 helical
turns) for the helices most distant from the central z-axis.

The bilayer location around theproteinwas characterized by the dis-
tance along the z-axis between the COG of transmembrane helices
based onOPMannotation and the bilayer center. Most of the differences
were negligible in z-location, except for a few structures, including
2HYD, 3QF4, 4KSB, and 5UAK. Therefore, we assessed the membrane
embedment of these structures by membrane solvation calculation
using APBS (Fig. 2).

Membrane solvation energy of 3QF4 has a minimum at the 0 dis-
tance, which means an agreement with OPM. Membrane insertion
predictions of 4KSB byAPBS agreewith that ofMEMPROTMD. However,
the membrane insertion for 2HYD derived from APBS calculations is
similar to that from PDBTM.

We conclude that the OPM, PDBTM, MEMPROTMD, and our CG
simulations exhibit only slight differences in the investigated mea-
sures and it cannot be ascertained which method provides a predic-
tion correlating the best with in vivo conditions. In this study we
used the OPM database, since it exhibited the less deviation from
the other methods.

3.2. Helix Bending and End-Locations Facilitate Structure Comparison and
Highlight Critical Differences Between Conformations

In order to understand distinctive features of various ABC Type I ex-
porter conformations and select critical 3D properties for the description
of structures, we characterized various geometric properties of TM heli-
ces.We calculated the bending, the rotation, and the twist of helices [40]
(TH2–5 and TH8–11), which have longer intracellular parts interacting
with NBDs for each conformation class. In the “occluded” class there
are positions with higher values of bending angles (Fig. S3). The inspec-
tion of these conformations revealed that there was a particular struc-
ture (T1SS, Type-1 secretion system, PDBID: 5L22) with high bending
angle values originating from breaks in several TM helices.

In order to visualize the relative orientation of TM helices, their in-
tracellular and extracellular end positions were projected into 2D
(Fig. S4). The application of these projections is demonstrated on the

Fig. 1. Comparison of bilayer location around ABC membrane proteins by in silico methods. Differences in the tilting angle of proteins in the membrane and the z-positioning of the
membrane bilayer around proteins are depicted for selected ABC Type I exporter structures. Values extracted from PDBTM,MEMPROTMD, and our CG simulations are compared to values
from OPM. OWF: outward-facing, IWF: inward-facing. See also Fig. S2.

Fig. 2. Orientation in membranes assessed by APBS calculations. Membrane solvation
energy was calculated using APBSmem and shown for selected ABC membrane proteins.
Calculations were performed for each protein at different positions of the bilayer (1 Å
steps). Zero point is the location of the bilayer defined by OPM.
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CFTR (ABCC7) cryo-EM structures [21–24], which have been received
an intense attention. The projections in Fig. 3 reveal that TH7 in the
structure of Fay et al. [24] is located at a completely different position
compared to other structures [21–23] (and also to an unpublished elec-
tron density map by Ford et al., University of Manchester, UK). The
relocated TH7 and TH8 are claimed to be a result of the ~200 a.a. disor-
dered regulatory domain connected to theN-terminus of TH7. Fig. 3 also
reveals that there are only small differences in the relative localization
of the intracellular ends of TM helices between the apo and ATP-
bound conformations, while extracellular ends of TH8 and TH12 are
repositioned in the ATP-bound structure (Fig. 3, arrows). The compari-
son of these two structures reveals the closure of the NBDs and the as-
sociated dislocation of some intracellular helices, while the TM helices
are practically unchanged, except the above mentioned two extracellu-
lar ends.

3.3. Defining Conftors Sensitive to Overall and relative Domain
Conformations

We clustered ABC membrane protein structures on pairwise RMSD
values. However, because of the composite nature of RMSD, somemem-
bers of a cluster also exhibit crucial structural variations compared to

othermembers (Fig. S5). Therefore,we aimed to characterize conforma-
tions using vectors defined in a manner to pin differences in intra- and
inter-domain arrangements (Fig. 4).

We propose that simplified representation of protein conformations
using conftors (CONFormational vecTORS), carefully selected
standardized vectors based on high resolution structures help to inter-
pret differences between protein structures. As a proof of principle, we
demonstrate the definition and application of conftors in the case of
ABC transmembrane proteins.

Since the function of ABC membrane proteins is coupled to confor-
mational changes in the TM domains, we selected vectors that are
capable to describe differences in the orientation of transmembrane he-
lices. For example, to compare the level of opening towards the
extracellular space (e.g. the conformation of the outward-open 2HYD
and the outward-closed, occluded conformation of 4PL0, Fig. S6)we de-
fined the THV1–2, THX1–2 and THC3–9 conftors (Table S2). As the ori-
entation and bending of an individual α-helix may be deviated in a
specific structure, defining the ends of TMD conftors as the COG of Cα
at the ends of two α-helices may be justified in some cases (THX,
Fig. 4a). These THX conftors characterize the conformation of the
transmembrane helices, which cross over fromone TMD to the opposite
NBD. While the angle between THV1 and THV2 conftors can separate

Fig. 3. The distance between the ends of TM helices highlight differences in conformations. The intracellular (left) and extracellular (right) ends of TM helices in apo (PDBID: 5UAK,
black; Fay et al., red) and ATP-bound (PDBID: 5W81, blue) CFTR structureswere projected into 2D. The unusual localization of TH7 is highlighted by red circles. Arrows indicate the altered
extracellular position of TH8 and TH12 in the ATP-bound structure. See also Fig. S4.

Fig. 4. ABC conftors: dedicated vectors to describe ABCType I exporter conformation. (a, b) Vectors are defined by either a single Cα or the center of mass of more Cα. Conftors in the
membrane region point from the intracellular to the extracellular ends of helices (blue; a: THX1 and THX2, b: THV1 and THV2). Conftors for the intracellular domains (a: ICX1 and ICX2, b:
ICV1 and ICV2) and nucleotide binding domains (a: NBDX1 and NBDX2, b: NBDV1 and NBDV2) are red and teal, respectively. (c) Conftors are also defined between theWalker A helices
(black) and strand S6 (yellow with black line) of the opposite NBDs.
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only the bottom-closed, top-closed conformations with an average
value of 23° compared to all other conformations with values between
36 and 40°, angle enclosed by the THX conftors is able to make distinc-
tion between “bottom-open, inward-facing” (46°), “bottom-closed, top-
closed” (26°), and the two other conformations (39° and 35°)
(Table S3).

Since the so-called intracellular loops or domains (ICDs), which are
the continuation of TM helices, can enclose an angle with the
membrane-embedded parts of the TM helices, we set separate conftors,
ICV1–2 and ICX1–2 and for the transmembrane and intracellular parts
of the TM helices (Fig. 4, Table S2). The angle between ICV1 and ICV2
differentiate the inward-facing (43° and 38°), the outward-facing
(60°), and occluded (53°) conformations (Table S3).

The closed and open conformation of NBDs is usually determined
easily by visual inspection. However, the extent of their separation
and especially their orientation and rotation relative to each other and
to the TMDs remain hidden. Therefore, we defined conftors NBDV1–2
and NBDX1–2 pointing from the COG of coupling helices to the first res-
idue of S9, the last strand in NBDwith small deviation among structures
(Fig. 4a–b). NBDX conftors have slightly lower values for the inward-
facing conformations compared to outward-facing or top-closed
structures. The NBDX1/NBDX2ext conftor's length (the distance of the
NBD/TMD interface regions) reveals differences not only between
inward-facing and outward-facing conformations, but also between
“bottom-open, inward-facing” and “bottom-closed, inward-facing” con-
formations (Table S3). The S6 conftor defined by the opposite strands S6
and theWAH conftor based on the oppositeα-helices incorporating the
Walker Amotif are anticipated to depict the orientation of NBDs relative
to each other and also to the TMDs (Fig. 4c).

3.4. Application of Conftors

Conftors can also be used for visualization purposes. For example,
the degree of opening is shown by the THC conftors (Fig. S6). Amore ex-
quisite example includes structural models of CFTR. The inward-facing
apo cryo-EM structure exhibits properties similar to other inward-
facing structures (PDBID: 5U71, Fig. 5). Since it does not exhibit an
open pathway for chloride, a complex modeling complemented with

experiments has been performed by Das et al. to generate a conforma-
tion with open channel [50]. This study is important, since even a phos-
phorylated andATPboundCFTR structure (PDBID: 5W81) is not opened
[23].

However, the conftors of these structures reveals that the models
exhibit large deviations from known structures, which differences are
hidden or attenuated in the 3D structure (Fig. 5). Their models show
differences in the transmembrane regions, which can be anticipated be-
cause channel openingmay require different conformational changes in
the TM domains compared to active ABC transporters. In contrast, the
differences in the intracellular domain orientations indicate
inaccuracies.

Conftors can also be effectively used for analysis of trajectories from
molecular dynamics simulations. We have recently investigated the dy-
namics of the inward-facing CFTR cryo-EM structure and noticed the
closure of the nucleotide binding domains (Fig. 3a in [44]). As the mea-
sures we have calculated were not sufficient to fully understand the
movements of the protein in detail, we analyzed the trajectories
employing conftors. Several angles between various conftors were cal-
culated over the trajectories and plotted in Fig. 6. The conformation of
themembrane embeddedparts of the TMhelices did not change largely,
albeit a small decrease in angles of THX1 and THX2 can be observed
(Fig. 6a, black), that may arise from the lateral pressure of the lipid bi-
layer [20]. The increase in the NBDX1/2 angle indicates that the bottom
of the NBDs (the opposite site of the TMD/NBD interface) gets closer to
each other. This event is clearly shown by the length of the NBDX1/2int
“distance” conftor (Fig. 6b, cyan), as NBDX1/2int highly fluctuates till
~18 ns, when it became stable around 50 Å. The conftors describing
the distance between Walker A and Signature motifs (WAH1-SIG2
and WAH2-SIG1) indicate the higher separation of WAH1 and SIG2 in
the nonfunctional degenerate ATP-binding site-1, when compared to
that of the canonical site-2 (Fig. 6c). This observation indicates an asym-
metry in the association of the two NBDs.

3.5. Electrostatics Calculations Highlight Structural Hot Spots

Measures representing physicochemical properties are also crucial
for structure characterization. Protein surface electrostatics can be

Fig. 5. Conftors highlight important similarities and differences among CFTR structuralmodels. The open Dasmodel exhibits large deviations inNBD rotations indicated byWAH and
S9 conftors. The closed Das model shows differences in both TM helix and NBD conformations when compared to other structural models, and the orientation of an NBD relative to the
TMDs is not observed in any other ABC Type I exporter structure. CFTR cryo-EM structures are PDBIDs 5U71 and 5W81. TM287/288 andMcjDbasedhomologymodels have been generated
by Corradi et al. CFTR models by Das et al. are from http://troll.med.unc.edu/cftr/. See also Fig. S6.

400 G. Csizmadia et al. / Computational and Structural Biotechnology Journal 16 (2018) 396–403               dc_2020_22

http://troll.med.unc.edu/cftr/


used to characterize the overall conformation of transmembrane do-
mains. The positive-inside rule should manifest in most of the trans-
membrane proteins [51,52], thus in structural context the amino acids
in the region of the inner membrane boundary are expected to build
up a positively charged ring around the protein. This positive ring
(“blue collar”) is present in many experimental structures, such as
calcium ATPases [53]. A quantitative description of this ring is quite
challenging, but calculating and analyzing surface electrostatics in indi-
vidual cases can be informative to localize protein-protein interactions.

At interaction sites the positive ring is expected to be ceased. Indeed, at
the intramolecular interaction site of the L0/Lassomotive preceding the
first transmembrane domain in ABCC proteins, such as ABCC1/MRP1
(Fig. S7) andABCC7/CFTR [44] the positive ring breakswith a hydropho-
bic spot. The functionally important amphipathic α-helix of the L0/
Lasso motif binds to this patch as observed in several cryo-EM
structures.

APBS can also be applied for membrane solvation calculations. We
computed the membrane solvation energy for each ABC Type I ex-
porters and for each transmembrane helix from per amino acid contri-
bution to the solvation, using APBSmem (Fig. 7). The total solvation
energy spans from low negative to high positive values and we could
not detect any correlation between the energy and someother property,
such as determination method or resolution. Interestingly, the struc-
tures with the lowest and highest solvation energies were solved by
X-ray. The two structures with the highest energy (SAV1866, PDBID:
2HYD and MsbA, PDBID: 3B60) are the two outward-open conforma-
tions suggesting that these widely open conformations may be caused
by the lack of a bilayer under crystallization conditions. In contrast,
the solvation energy of the outward-open MRP1 (PDBID: 6BHU) [54]
and MDR1 (PDBID: 6C0V) [55] conformations, which are less open to-
wards the extracellular space, is small.

4. Discussion

An increasing number of membrane protein structures are being
determined. In the accompanying papers the new structures are com-
pared to previously known ones and this comparison is usually
semi-quantitative and not complete. In addition, while basic important
metrics, which are general for all types of proteins (e.g. phi/psi angles,fit
of themodel to experimental data) are required to be calculated for val-
idation, no quantitative and standardized measures have been defined
to characterize geometric and physicochemical properties of structures.
Importantly, earlier it was relatively straightforwardwhich known con-
formations should be used for comparison to the new conformation be-
cause of the low number of available high-resolution structures. With
the increasing number of solved structures, a set of standardized mea-
sures help to avoid a bias in reference structure selection and also in
selecting structural regions for demonstrating novel and intriguing
properties of the newly determined conformation. At this moment the
low number of structures in certain membrane protein families limits
the definition of conftors. For example, only one conformation has
been determined for the ABCG2 and ABCG5/ABCG8 Type II exporters
[13,56,57], therefore we could not test the usefulness of any conftor
for the ABCG subfamily. Since in the case of ABC Type I exporters there
are a larger number of “bottom-open” and “bottom-closed” conforma-
tions, numerous conftors could be defined and validated. Importantly,
the existence of various conformations enabled us to evaluate vectors
as conftors and discard which do not deliver information (e.g. THV
conftors are not discriminative for the outward-facing and the
inward-facing conformations, while THX conftors can differentiate
these conformations well; Table S3).

Using various quantitative measures, we show how to demonstrate
crucial differences between CFTR conformations for researchers other
than structural biologists, since these differences, even in an
ambiguously-defined form, have generated uncertainty in the field re-
garding the validity of the experimental structures. Actually, the slight
differences between the apo and ATP-bound conformations, the mem-
brane solvation of TH8 [44], and the dislocated TH7 and TH8 in the
CFTR structure of Fay et al. [24] (Fig. 3) suggest that most likely the
lipid environment (micelle) can have a profound effect on CFTR struc-
ture [58]. In the case of structures determined in a micelle, it is hard to
imagine other factor than the lipid/detergent environment, playing a
role in maintaining the conformation of the TM helices in the ATP-
bound conformation highly similar to the apo conformation, while the
intracellular parts of these helices (ICDs) and the NBDs exhibit a

Fig. 6. Application of conftors for MD analysis. Angles between conftors (a) and lengths
of conftors (b, c) were calculated over the trajectory of an MD simulation with the CFTR
bottom-open, inward-facing structure (PDBID: 5UAK). NBD1 and NBD2 got into contact
at around 18 ns of the simulation.

401G. Csizmadia et al. / Computational and Structural Biotechnology Journal 16 (2018) 396–403               dc_2020_22



significant closure. On the other hand, the highly deviated TH7 and TH8
conformations of CFTR from different laboratories (Fig. 3) underscore
the mobile nature of this region, which phenomenon has already been
indicated by experiments. Most importantly, the abovementionedmet-
rics can be useful not only for structure validation and comparison, but
understanding the conformational changes associated to function
(Fig. 3 and Fig. S4) and dynamics (Fig. 6). We emphasize that outliers
of angles or membrane insertion energies may not indicate problems
with a structure but may sign structurally or functionally important re-
gions, as outlying phi/psi angles in the case of annexin [59].

The utilization of standardized metrics for structure validation and
structure comparison aid the rigorous description of structural features
and advance our knowledge on function-related conformations, thus
help to understand the effect ofmutations on protein structure and pro-
mote structure-based drug design. The proposed and similar metrics
can be applied not only to the ABC membrane proteins. However, for
other classes of proteins several vectors should be tested by an expert
on the given protein family as long as no automatic algorithms are avail-
able. To overcome the difficulties of manual definitions of conftors, we
are developing a web application and algorithms for generalized appli-
cation of conftors (http://conftors.hegelab.org).
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Abstract

Summary: The identification of transmembrane helices in transmembrane proteins is crucial, not

only to understand their mechanism of action but also to develop new therapies. While experimen-

tal data on the boundaries of membrane-embedded regions are sparse, this information is present

in cryo-electron microscopy (cryo-EM) density maps and it has not been utilized yet for determining

membrane regions. We developed a computational pipeline, where the inputs of a cryo-EM map,

the corresponding atomistic structure, and the potential bilayer orientation determined by TMDET

algorithm of a given protein result in an output defining the residues assigned to the bulk water

phase, lipid interface and the lipid hydrophobic core. Based on this method, we built a database

involving published cryo-EM protein structures and a server to be able to compute this data for

newly obtained structures.

Availability and implementation: http://memblob.hegelab.org.

Contact: tamas.hegedus@hegelab.org

Supplementary information: Supplementary data are available at Bioinformatics online.

1 Introduction

Membrane proteins play an important role in many cellular processes

and are highly significant drug targets (Santos et al., 2017; Yin and

Flynn, 2016). To understand their folding, maturation and function,

and to develop new therapies targeting membrane proteins, determin-

ation of both high-resolution structures and their transmembrane

(TM) region is crucial. NMR has been applied mostly for small

regions of TM proteins, e.g. one TM helix with short flanking regions

either in the absence or presence of a membrane mimetics (Berman

et al., 2000). Nevertheless, membrane interaction sites were usually

not directly tested. In the case of crystallography, lipids in a crystal

can be identified infrequently, and in most cases may have attached to

non-physiological sites. Experiments, where tags were inserted at

various positions around putative TM helices and their accessibility

was tested, usually have provided low resolution data (Chang et al.,

1994; Zagotta et al., 2016).

Due to the difficulties associated with experimental approaches,

various in silico methods have been developed to determine the TM

region. The most popular methods are the TMDET (Tusnády et al.,

2004) and the PPM (Lomize et al., 2011) algorithms that were uti-

lized to generate PDBTM (Kozma et al., 2012) and OPM (Lomize

et al., 2012) databases, respectively. These methods deliver the

membrane definition as a slab with two parallel planes. Another fre-

quently used database, MEMPROTMD (Stansfeld et al., 2015) pro-

vides predictions by building a membrane bilayer around the protein

using molecular dynamics simulations.
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The revolution in cryo-electron microscopy (cryo-EM) not only

led to an increasing number of solved TM protein structures but

also allowed the investigation of protein structures in the presence

of a lipid environment (e.g. micelle, bicelle and nanodisc).

Furthermore, the resulting electron microscopy density maps con-

tain information about the membrane embedment of the protein.

We developed a pipeline that extracts the edges of the blob that cor-

responds to the membrane boundary of the targeted TM protein.

We built a database for this hidden information of cryo-EM maps

with a resolution better than 4 Å and also a web application to allow

the analysis of unpublished densities.

2 Materials and methods

Structures determined by cryo-EM at a resolution higher than 4 Å

and their corresponding electron microscopy density maps were

downloaded from RCSB and EMDB, respectively (July, 2018).

TMDET translation matrices were collected either from PDBTM

(Kozma et al., 2012) or by submitting the PDB file to TMDET

(Tusnady et al., 2005). As it will be seen below, the center of the

TMDET predicted bilayer plays an important role in searching the

edge of the density corresponding to the lipid environment (mem-

brane blob).

The pipeline was built on and managed by Python scripts

(Fig. 1). In the first step, a non-protein density map was created by

subtracting the modeled protein density map of the all-atom struc-

ture from the EMD density. The theoretical density map was gener-

ated using the VMD MDFF package (Trabuco et al., 2009) at a

resolution of 6 Å. We have simulated protein density at resolutions

4, 5, 6, and 8 Å with the 6 Å value providing a slightly cleaner mem-

brane blob compared to the 4 and 5 Å values. This was most likely

because the density maps contained regions with lower and higher

resolution than 4 Å. Before subtraction, the theoretical map was

scaled to the EMD map using the ratio of the largest density values

in the two maps. After subtraction, the values below the 10% of the

maximal density value were set to zero and the resulted MRC map

was converted to 3 D points and corresponding density values.

We found that the start of the search for the blob boundaries

was simpler from the inside of the membrane than from the opposite

direction. To set the origin in the membrane region, we translated

the coordinates by the TMDET matrix, which set the (0, 0, 0) into

the middle of a predicted bilayer. Then x-y sections of this trans-

lated, experimental, non-protein density map were generated at a

frequency of Dz¼2Å and these sections were slivered from 0 to

350� in angle slices of 10�. The density values in each slice were

summed resulting in an array of density values for every z/angle

pairs. This array was smoothed by a Savitzky–Golay filter in both

dimensions with a window size of five and a polynomial order of

three. The first minimum values were identified in both positive and

negative z directions from z¼0 (set by TMDET) and proposed as

the boundaries of the membrane blob. The established boundaries in

each slice were projected to the all-atom structure to pair atoms

with their localization. Surface atoms that were more distant from

the bilayer center than the z-coordinate of the boundary of a given

slice were considered as water accessible. By defaults, atoms in an

interval of 8 Å from the boundaries toward z¼0 were defined to be

located within the interface region. 8 Å was used at is it widely

applied (Callenberg et al., 2012; Marcoline et al., 2015; Pabst et al.,

2000), but this value can be set by the user. Atoms closer to the cen-

ter were considered to belong to the hydrophobic core. To classify

atoms as buried or surface-exposed, DSSP (Kabsch and Sander,

1983) was run using the all-atom structure as an input. The output

of DSSP, the boundaries in each slice and the atomic coordinates

were combined to set the localization of a residue in the B-factor

field of the corresponding PDB file. The values of -10, 0, 5, 10 and

15 sign any undefined localization (unknown residues or non-

protein molecules), buried residues, surface residues in the hydro-

phobic core region, surface residues in the water phase and surface

residues in the lipid interface, respectively. We also provided a text

file for the easy assessment of the TM regions. PDB files were

manipulated using the MDAnalysis Python package (Michaud-

Agrawal et al., 2011), while structural images were created using

PyMol (The PyMOL Molecular Graphics System, Version 1.8.4

Schrödinger, LLC) and Chimera (Pettersen et al., 2004). The plots

with cross-sections and summed densities were generated by Python

Matplotlib (Hunter, 2007).

A database and a web application were created to make the pipe-

line and the results of our runs available. MariaDB (http://mariadb.

org) is used as a database backend to store the parameters of submit-

ted jobs and the calculated data of proteins with a resolution better

than 4 Å. SQLAlchemy (http://www.sqlalchemy.org) is employed

for the object/relational mapping and TurboGears web framework

(http://www.turbogears.org) to tie the data, logic and presentation

layers into a web application. The main calculation runs independ-

ently from the web application in a linear queue system and com-

pleted in 1–2 min, which is reasonable, considering the publication

frequency of new experimental membrane protein structures.

Fig. 1. Main steps of membrane region determination. The density of the pro-

tein calculated from the atomistic structure is subtracted from the whole

density [CFTR, PDBID: 5UAK (Liu et al., 2017)]. The remaining density is

smoothed and projected to 2D. The boundaries of slices are determined from

this matrix and mapped back to the all-atom structure
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3Dmol.js is used to visualize the 3D structure in the web page (Rego

and Koes, 2015).

3 Results

The web application provides a graphical interface for submitting

files and browsing the results, requiring the electron density file in

MRC formant and the corresponding all-atom structure in PDB for-

mat as inputs. To translate the system and set the (0, 0, 0) coordin-

ate inside the hydrophobic membrane region, the TMDET XML file

generated based on the all-atom PDB file is also required. However,

if this XML file is not provided by the user, the first four characters

of the PDB file name will be treated as a PDBID and used to retrieve

the XML file from PDBTM (Kozma et al., 2012). If this process is

unsuccessful, the PDB file is submitted to TMDET to obtain the

required XML file (Tusnady et al., 2005). On the submit page, the

recalculation of the results from our dataset can be initiated by typ-

ing a PDB or EMD ID in the appropriate box.

The result page can be accessed upon submitting a new calcula-

tion, initiating the recalculation of existing results, and from the

browse page of our web application. The result page includes images

of y-z cross-sections at 0, 90, 180 and 270�, while the images of

cross-sections at every 10� are packed for download. The plot of the

summed and smoothed densities (Fig. 1) is placed into this page as

well. The determined boundaries are indicated by blue and black

circles. Boundary values outside of the 61.5 interquartile distance

calculated from all end0 or end1 boundary values are labeled by tri-

angles. We also put an interactive structural model for visualization

on this page to help to decide whether the automatically determined

boundaries need manual adjustment. To aid the manual correction

of edge detection, we implemented a set of simple commands com-

bined with selection expressions. The three main commands are: (i)

slice_def endi around z dz, where slice_def is an integer correspond-

ing to a given slice from 0 to 350�, endi is end0 or end1, z is the z-co-

ordinate to search around in the range of (z-dz, zþdz). Slice

definition can include comma separated and hyphen separated list of

slices (e.g. 10, 40, 100–160) and also an asterisk for all slices. (ii) sli-

ce_def endi average slice_A slice_B, which sets the edge of selected

slices to the average value of slice A and slice B. (iii) slice_def endi

equal slice_A, which set the boundary of the selected slices to the

value of slice A’s boundary. All the commands are listed in

Supplementary Table S1.

We ran the MemBlob pipeline on 92 TM protein structures

determined by cryo-EM with a resolution of 4 Å or better. The cal-

culations revealed that approximately 30% of the maps did not ex-

hibit well-defined densities corresponding to the membrane

environment (Supplementary Fig. S1). These structures have either

been solved in the absence of a well-formed lipid environment or

their electron microscopy density maps exhibited a very low signal

to noise ratio preventing the detection of the membrane blob boun-

daries. A good signal to noise ratio of an experimental map is crucial

to detect the membrane environment, since densities arising from

lipids are significantly lower than those from proteins. In the case of

a cation channel [PDBID: 5H3O, (Li et al., 2017)] our pipeline

detected rational TM regions in spite of the lack of a membrane

blob. A closer look at the density map suggests that the amphipol

environment in this case does not contribute to the cryo-EM density,

but densities can be observed between the TM helices of the protein.

These inter-helical densities indicate the presence of intercalated

lipid molecules. We did not find any correlation between the visibil-

ity or other properties of the lipid environment and the type of the

membrane mimetics (e.g. micelle, nanodisc and amphipol). For ex-

ample, while the amphipol blob did not contribute to the cryo-EM

density in the case of PDBID: 5H3O (Li et al., 2017), it was visible

in other instances, such as PDBID: 3J5P (Liao et al., 2013). A sum-

mary of the runs is collected in Supplementary Table S2.

We compared the TM region definitions of our pipeline to

TMDET predictions, since this in silico method has been indicated

to provide more feasible boundaries compared to OPM (Koehler

Leman et al., 2017). We used it to guide the boundary search in our

pipeline. In addition, we have not detected large differences in pre-

dictors when previously used for ABC proteins (Csizmadia et al.,

2018). For the comparison, first, to get the thickness of the hydro-

phobic core, we calculated the distance between the boundaries

decreased by the thickness of the two interface regions (2 � 8 Å).

Then, we averaged the z-coordinates of the boundaries for each of

the sides resulting in a slab, similar to the output of in silico predic-

tors (Supplementary Fig. S2). The membrane center of the MemBlob

slab differs from the TMDET center by more than 5 Å only in four

cases. In contrast, the MemBlob pipeline determines a thicker mem-

brane environment compared to TMDET. This is often caused by

the deep embedment of the protein into the lipids. As a consequence,

the location of short regions, which have been considered extra- or

intracellular by in silico predictors, is indicated intramembranous by

our pipeline (Supplementary Fig. S3). This type of membrane-

embedment, when the extracellular parts are located in a pit of the

membrane, cannot be predicted by in silico methods. The physio-

logical role of this embedment may be to provide better protection

of the protein from extracellular effects, such as proteases.

4 Conclusions

Most of the cryo-EM studies focus on the determination and charac-

terization of protein structures. However, density maps may contain

valuable information other than the well-defined protein density,

which has not been fully utilized yet. For example, electron densities

derived from disordered protein segments are difficult to extract and

interpret. Recently, a machine learning algorithm has been devel-

oped for automatic identification of density blobs of ligands from

experimental electron microscopy density maps (Kowiel et al.,

2019). However, our pipeline is the first that allows the assessment

of membrane localization of TM proteins from experimental data at

a large scale, using cryo-EM densities. While learning algorithms

may supersede the semi-automatic refinement of the boundaries in

our pipeline, as of now, we cannot exploit an automatic detection

method at this moment due to the low number of cryo-EM maps

with sufficient membrane environment densities. Our pipeline pos-

sesses two major differences when compared to other existing meth-

ods providing TM region prediction. First, MemBlob is fully based

on experimental data. While CCTOP supplements its prediction

with a large amount of information from experiments (Dobson

et al., 2015), this data is coarse-grained (e.g. accessibility experi-

ments), which helps the identification of extramembranous regions

rather than the exact location of the bilayer boundaries. Second,

MemBlob presents the membrane region as a volume with bounda-

ries that follows the shape of the lipid environment, and not as a

slab with parallel edges. MEMPROTMD provides a more realistic

configuration of the membrane around the protein using molecular

dynamics simulations compared to slab models, but it does not in-

corporate experimental data other than protein structures (Stansfeld

et al., 2015). Therefore, the MemBlob pipeline will be useful for

researchers working on structure determination of membrane
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proteins using cryo-EM and also for developers of membrane region

predictors, who can apply MemBlob results as a true positive experi-

mental set. Since the number of membrane protein structures are

expected to rise, the output of our methods will most likely be the

starting point to develop automatic methods for the identification of

the membrane environment in density maps.
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Abstract
Transmembrane (TM) proteins are major drug targets, but their structure determination, a prerequisite for rational drug 
design, remains challenging. Recently, the DeepMind’s AlphaFold2 machine learning method greatly expanded the structural 
coverage of sequences with high accuracy. Since the employed algorithm did not take specific properties of TM proteins 
into account, the reliability of the generated TM structures should be assessed. Therefore, we quantitatively investigated 
the quality of structures at genome scales, at the level of ABC protein superfamily folds and for specific membrane proteins 
(e.g. dimer modeling and stability in molecular dynamics simulations). We tested template-free structure prediction with a 
challenging TM CASP14 target and several TM protein structures published after AlphaFold2 training. Our results suggest 
that AlphaFold2 performs well in the case of TM proteins and its neural network is not overfitted. We conclude that cautious 
applications of AlphaFold2 structural models will advance TM protein-associated studies at an unexpected level.

Keywords Structure prediction · Transmembrane proteins · AlphaFold2 · Bioinformatics

Introduction

Although enormous resources were devoted to predict pro-
tein structures for many decades, building a protein structure 
from its sequence remained a challenging task [1]. There 
was a change at the 13th Critical Assessment of Protein 
Structure Prediction (CASP13) competition [2] when the 
neural network-based approach, AlphaFold excelled. The 
improved version, AlphaFold2 (AF2) achieved an accuracy 
level much higher than other predictors at CASP14 [3, 4]. 
Importantly, DeepMind released their code with deep learn-
ing models and deposited AF2-predicted structures for the 

human [5] and 20 other proteomes in collaboration with EBI 
(https:// alpha fold. ebi. ac. uk). Moreover, to ease the running 
of predictions for researchers, DeepMind [6] and community 
Google Collaboration notebooks [7] have been generated, 
albeit applying some simplifications.

AlphaFold2 was trained using multiple sequence align-
ments (MSA) and experimental protein structures deposited 
before 2018-04-30. Five different models were trained (e.g. 
with different random seeds, with or without structural tem-
plates) to promote an increased diversity in structure predic-
tions [6]. The input for prediction is the sequence of a single 
protein chain, used for MSA generation and structural tem-
plate search. The quality of the resulted structural models is 
characterized by the mean of per residue pLDDT (predicted 
Local Distance Difference Test) score (which takes values 
between 0 and 100, the higher value is better) and the struc-
tures are ranked accordingly [3]. The pLDDT confidence 
measure predicts the accuracy of the Cα Local Distance Dif-
ference Test (lDDT-Cα) for the corresponding prediction. 
Although this means that the high accuracy and reliability 
of AF2 observed in CASP14 can be transferred to predicting 
the structure of any protein sequences (or whole proteomes) 
[3, 5], this has not been validated yet and scientists do not 
have a clear indication how well AF2-predicted structures 
can be trusted. Moreover, AlphaFold2 structural prediction 
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of transmembrane proteins is treated with skepticism, as it 
remain challenging by both experimental and computational 
methods, especially because AlphaFold2 was not tuned for 
TM proteins. It is also not known, whether the structural 
model with the highest pLDDT score always corresponds to 
the native structure. To tackle these issues, we investigated 
if AF2-predicted human α-helical TM protein structures 
exhibit correctly located TM regions. To demonstrate at a 
higher resolution that the predicted TM folds are native, we 
compared predicted structures of the ATP Binding Cassette 
(ABC) superfamily from the AF2-predicted 21 proteomes 
to existing experimental ABC folds.

ABC proteins play a role in important cellular processes 
in all types of organisms and most of them transport sub-
strates through the cell membrane in an ATP-dependent 
manner [8–10]. ABCC7/CFTR is a special member, which 
is an ATP-gated chloride channel and includes a long 
intrinsically disordered regulatory R domain [11, 12]. The 
functional form of ABC proteins is built from two highly 
conservative nucleotide-binding domains (NBDs) and two 
transmembrane domains (TMDs) which can be encoded in 
one or separate peptide chains. The low conservation of their 
TMDs are related to diverse functions and their currently 
known TM folds are also structurally divergent and can be 
classified into eight groups (Pgp-, ABCG2-, MalFG-, BtuC-, 
EcfT-, LptFG-, MacB-, and MlaE-like folds) [13, 14]. Our 
results suggest that AlphaFold2 provides protein structures 
for transmembrane proteins as reliable as for soluble proteins 
and can help to solve many issues associated with transmem-
brane protein structures.

Results

Transmembrane topology assignments 
in AlphaFold2 structures

First, pLDDT score distribution for soluble and transmem-
brane proteins were compared. We split the human AF2 
structures to these two groups using the HTP (Human 
Transmembrane Proteome) database [15], calculated the 
mean pLDDT score for each protein, and plotted their dis-
tribution (Fig. 1a and Fig. S1). Mean pLDDT values were 
also calculated separately for the TM and non-TM regions 
of transmembrane proteins. Intriguingly, soluble proteins 
exhibited a broader distribution and a significant area at 
lower pLDDT values compared to TM proteins. This was 
unexpected, since the majority of the AlphaFold2 learning 
set inherently included more soluble protein templates and 
the algorithm was not tuned for transmembrane proteins. 
However, correlation between low pLDDT values and dis-
ordered segments was observed [5], thus our observation 
suggested that more soluble proteins possess disordered 

regions than TM proteins. Interestingly, a very large por-
tion of TM regions (53%) were predicted with high pLDDT 
scores (> 90) (Fig. 1a) indicating that AF2 captured the rules 
governing protein structures within the hydrophobic region.

Next, we compared the spatial localization of TM heli-
ces in AF2 structures if helix orientation corresponds with 
rational and physiological orientation in a lipid bilayer 
slab using the Constrained Consensus Topology prediction 
(CCTOP) software [16], which includes information from 
both experimental and computational sources. We separated 
the start and end positions of predicted TM helices to two 
residue sets according to their localization relative to the 
opposite sides of the bilayer. The distance between the center 
of geometry of the two sets were calculated and its distribu-
tion is plotted (Fig. 1b). The majority of the membrane thick-
ness values were in the range between 20 and 35 Å, which is 
in the range of the hydrophobic region thickness. To support 
this finding with experimental data, the hydrophobic thick-
ness of experimentally determined human transmembrane 
protein structures was retrieved from the PDBTM database 
[17]. The AF2 and experimental distribution largely over-
lapped (Fig. 1b). These observations suggested that hydro-
phobic thickness values below 15 Å or above 35 Å may 
indicate an erroneous AF2 structure (725 out of 5,952, 12%, 
Table S1). An inaccurate TM topology prediction of CCTOP 
may provide an outlier hydrophobic thickness in the case of 
a correct AF2-predicted structure. The CCTOP reliability 
versus thickness plot (Fig. 1c) indicated that the topology 
of most proteins, whose AF2-predicted structure exhibited 
hydrophobic thickness within the 15–35 Å regime, was pre-
dicted with high reliability. Structures with lower hydro-
phobic thickness values and high CCTOP reliability were 
likely inaccurately predicted by AlphaFold2, while structure 
predictions with lower thickness and lower CCTOP scores 
were located in the twilight zone. Intriguingly, we observed 
that some of these entries may have low topology reliability 
because of their existence in protein–protein complexes, but 
AF2 predicted the monomeric form correctly (Fig. S2). This 
suggests that AF2 may also be used to identify and aid the 
correction of improper membrane topology predictions.

We also investigated the distribution of pLDDT scores 
versus hydrophobic thickness (Fig. 1d). This plot indicated 
that AF2 structures with non-physiological thickness values 
can process very high pLDDT scores, consequently, these 
scores alone may be insufficient to select correct TM struc-
tures in blind predictions.

Helix packing in AF2‑predicted ABC models overlaps 
with experimental folds

To assess AF2 TM protein predictions at a higher reso-
lution, we aimed to compare AF2-built ABC TM folds 
with experimentally determined folds. Structures of ABC 
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superfamily members are a reasonable choice to investi-
gate AlphaFold2 performance on TM proteins, since the 
currently available PDB entries, which include 675 chains 
with ABC transmembrane domains, are diverse and can 
be classified into 8 different structural folds (Fig. S3) [13, 
14]. We characterized the similarity of each ABC trans-
membrane domain to every ABC reference fold using the 
Template Modeling score (TM-score) [18, 19] (Fig. 2a). If 
comparison of two structures results in a TM-score below 
0.3 then they are structurally unrelated, while a TM-score 
above 0.5 indicates identical folds [19]. The range between 
0.3 and 0.5 is the twilight zone. Each target transmem-
brane domain was classified according to the best match to 
an ABC reference fold and the TM-scores were above 0.5 
in all cases. The observed variation of scores among these 

experimental ABC structures originated from differences 
in conformations (e.g. apo and ATP-bound structures).

In the next step, we selected ABC structures from the 
21 proteomes with AF2 predictions by a stringent PFAM 
search, which was performed with 28 PFAM Hidden Markov 
Models (Table S2) that resulted in 1137 hits. For assessing 
the similarity of structures to the eight selected reference 
folds, we calculated TM-scores between the AF2-predicted 
transmembrane ABC structures and the reference structures. 
The best out of eight scores were saved for each structure. 
We found that all TM-score values were above 0.5 (Fig. 2b). 
One outlier protein (Q2G2E2), which matched the YitT_
transmembrane PFAM entry, was somewhat similar to the 
aquaporin/GlpF fold (e.g. PDBID: 1fx8) suggesting that the 
YitT_transporter PFAM entry is wrongly classified. Indeed, 

Fig. 1  Quantitative analysis of human AF TM structures. (a) Mean 
pLDDT scores were calculated for human transmembrane (TMEM), 
soluble (SOLU), TM regions of TM proteins, and non-TM regions 
of the same proteins. The fraction of structures in reliability ranges, 
used in the human proteome AlphaFold2 paper [5], are shown. (b) 
The hydrophobic thickness was calculated for human TM proteins as 
the distance between the center of geometry of Cα atoms of side1 and 
side2 of transmembrane helices. TM helices of AF2-structures were 

selected based on CCTOP predictions. The hydrophobic thickness of 
experimental structures was collected from PDBTM. The inset dem-
onstrates how the distance calculation can be effected by a topology 
in the case of incorrectly built AF2 structures (purple; correct struc-
ture: green; s1 and s2: side1 and side2). (c) The hydrophobic thick-
ness of each protein and the corresponding CCTOP reliability scores 
are shown. (d) The hydrophobic thickness of each protein and the 
corresponding pLDDT scores were plotted
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this protein belongs to the non-ABC, Novobiocin Exporter 
(NbcE) Family based on the Transport Classification Data-
base [20].

Some of the predicted ABC structures included additional 
N-terminal TM-like helices, which were somewhat distant 
from the core TM domain and likely are membrane-asso-
ciated regions, such as the L0/Lasso motif of ABCC pro-
teins [21–23]. In many cases, membrane-associated regions, 
loops, and mobile segments not resolved in experimental 
structures have been rationally modeled by AF2, based on 
visual inspection (see below and Fig. S2), thus the AF2 
machine learning method may have grasped some knowl-
edge on a lipid bilayer around TM proteins. However, in 
other cases, long loops with low pLDDT scores, which are 
likely disordered regions, were unrealistically crossing the 
bilayer region. Those in our eyes are not negatively affect-
ing AF2 predictions and were thus not considered as an 
issue, since the localization of disordered regions also can-
not be trusted in the case of AF2-predicted soluble protein 
structures.

Prediction of challenging and novel transmembrane 
folds

Importantly, the above and any retrospective analysis of AF2 
predictions are limited by the fact that a significant portion 
of the AF2-predicted (transmembrane) protein structures 
deposited at EBI have corresponding experimental structures 
with either the same sequence or a homologous sequence, 
either included in the AF2 training set (up to 2018–04-30) 
or used as templates during prediction runs (up to mid of 
2020). Therefore, we selected the challenging TM target of 
CASP14 (T1024, LmrP, PDBID: 6t1z released on 2019–10-
07), which possessed homologous structures, and novel TM 
folds that were also released after 2018–04-30 for character-
izing AF2 performance.

The prediction of the T1024 target, ranked #43 with 
GDT_TS score and RMSD of 60.29 and 5.61 Å, respec-
tively (#1 by Arne Elofsson: 63.3 and 3.74 Å). However, 
LmrP has a hinge region that effects predictions and AF2 
likely produced a functional conformation different from 
that observed in the 6t1z structure, supported by distance 
restraints from double electron–electron resonance spectros-
copy [24]. Since the AF2 LmrP model submitted to CASP14 
was created with an earlier version of AlphaFold [25], we 
rerun the LmrP prediction with disabled template usage. 
The top model exhibited 82.82, 1.74 Å, and 0.92 GDT_TS, 
RMSD and TM-score, respectively, when compared to 6t1z 
(Fig. 3a). These observations suggest that AF2 prediction 
of flexible targets should be interpreted carefully and AF2 
may be utilized to discover novel conformations related to 
different functional states.

Fig. 2  All AF2-predicted ABC structures exhibit valid ABC TM 
folds. (a) The best TM-score for every experimental ABC TM struc-
ture and ABC reference fold comparisons are shown in the box-
plot, grouped into ABC fold families, sorted by the total number of 
included transmembrane chains. Numbers indicate the sum of chains 
in experimental structures matching an ABC reference fold. Only 
MlaE fold family does not contain experimental structures released 
before 2018-04-30. (b) The same plot was generated for ABC protein 
structures from the 21 proteomes predicted by AF2. The number of 
matched structures within a fold family is indicated in parenthesis. A 
TM-score above 0.5 indicates that the compared structure and the ref-
erence fold exhibits the same architecture
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In the next step, we performed extensive literature, 
SCOP, and PFAM searches to identify transmembrane 
protein structures or their homologous structures, which 
were not inserted into the AF2 training set. We found the 
ABC transmembrane MlaE-like fold (7cge, 7ch0, and 
7cgn were released on 2020-09-09; 7ch7 was released 
on 2021–05-19) [26], the ER membrane protein complex 
subunit sixfold (EMC6, PDBIDs: 6wb9, 6ww7, 6z3w, 
7ado, 7adp, 7kra, and 7ktx, with the earliest release date 
of 2020-05-27) [27], and the MprF structure (PDBIDs: 
6lvf and 7duw, released on 2021-02-03 and 2021-04-21, 
respectively) [28] as valid targets for blind AF2 TM pro-
tein predictions. AF2 runs without templates resulted in 
top models highly similar to the experimental structures 
of MlaE (PDBID: 7ch0, RMSD: 1.28 Å, TM-score: 0.95, 
Fig. 3b) or EMC6 (PDBID: 6ww7, RMSD: 0.96 Å, TM-
score: 0.93, Fig. 3c). In contrast, the top prediction of the 
multiple peptide resistance factor (MprF) transmembrane 
domain sequence did not match the experimental structure 
(Fig. 4a). Therefore, we performed this prediction several 
times (n = 6) with different random seeds and compared 
the output to the transmembrane domain of 7duw using 
TM-score. Plotting the pLDDT scores versus TM-scores 
(Fig. 4b) indicated that among the 30 predicted structures 
the one with the best pLDDT score exhibited the highest 
TM-score, thus was the most similar to the target structure 
(Fig. 4c). Importantly, the difference in MprF conforma-
tions involves the separation of two subdomains (flippase 
and synthase) [29] and AF2 may have captured a function-
ally relevant state as in the case of LmrP. 

AF2 can provide hints for investigating ABC 
structure‑associated questions

To demonstrate possible contributions of AF2-predicted 
structural models to studies targeting membrane proteins, 
we assessed AF2 ABC models in various test cases. At first 
place, we tested half transporter ABCG proteins, which 
consist of an NBD and a TMD in a polypeptide chain and 
function in homodimeric or heterodimeric complexes [14]. 
The first experimentally determined ABCG2-like fold was 
the X-ray structure of the ABCG5/ABCG8 heterodimer 
(PDBID: 5do7) published in 2016 [30]. Our first observation 
with the AF2-generated ABCG8 structure was regarding 
its soluble NBD. After the publication of the first ABCG2 
structure [31], structural alignment and sequence analysis 
indicated a registry shift in the first β-strand of ABCG8 
NBD (Fig. 5a) that happened because of the low resolution 
of this region. Although the 5do7 structure was in the AF2 
training set and was present in the pdb70 template database, 
the AF2-predicted ABCG8 structure deposited at EBI did 
not have this error (Fig. 5a). An ABCG5/ABCG8 structure 
with a correct registry was also released on 2021-04-07 
(PDBID: 7jr7 [32]), but AF2 template search for building 
models deposited at EBI used pdb70 downloaded on 2021-
02-10 [5]. 

To assess ABCG5/ABCG8 transmembrane domain 
(TMD) predictions, we ran AF2 without application of 
templates. First, the ABCG5 TMD predictions were of 
exceptionally good quality regarding the RMSD (root mean 
square deviation) and TM-score values of 0.61 Å and 0.94, 

Fig. 3  Blind transmembrane fold predictions. The AF2-predicted 
structures (blue to red: N- to C-termini) of the challenging CASP14 
TM target, LmrP (a), the MlaE (b), and the EMC6 (c) exhibit perfect 
alignments with their experimental structures (gray) 6t1z, 7ch0, and 

6ww7, respectively. None of these experimental structures were pub-
lished before 2018-04-30. Only structures with a sequence homolo-
gous to LmrP were in the AF2 training set
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respectively, when compared to the ABCG5 chain in the 7jr7 
structure. Second, we investigated ABCG5/ABCG8 heter-
odimer predictions. Since only single chains can be submit-
ted to AlphaFold2, we concatenated the two sequences with 
a part of the CFTR R domain sequence (a.a. 675-800). This 
disordered sequence was sufficiently long not to constrain 
the conformational space of the dimer and did not exhibit 
strong intramolecular interactions even in its native, AF2-
predicted structural environment (Fig. S4). The predicted 
TMD dimer exhibited 2.18 Å RMSD and its individual 
chains showed 0.98 and 0.96 TM-score values when com-
pared with the 7jr7 structure (Fig. 5b).

To investigate if AlphaFold2 can distinguish between 
intra- and intermolecular interactions in the case of homo-
meric complexes, we performed a prediction with ABCG2, 
which forms homodimers [33]. The complex of the two iden-
tical TMDs was also predicted exceptionally well (2.42 Å 
RMSD and 0.9 TM-score when compared to PDBID: 6vxf). 
Interestingly, cysteine residues forming intra- and intermo-
lecular disulfide bonds were close to each other (Fig. S5).

We also examined how AF2 structural models can sup-
plement or replace homology models in molecular dynamics 
(MD) simulations. The TM regions of distant ABC proteins 
exhibit low sequence conservation with good accordance 
of their dissimilar functions and substrates. However, their 
folds in a family are highly conserved, thus homology mod-
eling can provide high-quality models [34–37]. We chose 
AtABCG36/PEN3/PDR8 [38] from the model plant Arabi-
dopsis thaliana, which is a well-investigated full transporter 

of the ABCG subclass for that no structures yet exist. When 
the homology model exhibiting two ABCG2-like TMDs 
(Fig. 5c) was inserted into a membrane bilayer and sub-
jected to a 50 ns long MD simulation, one portion of an 
α-helix, which is part of the central drug binding pocket, 
exhibited fast unfolding (~ 10 ns) in an equilibrium MD 
simulation. Then, the AF2-predicted AtABCG36 structure 
under the same conditions remained stable in a 500 ns long 
MD simulation (Fig. S6). However, one should be careful 
with simulations using AI-based structural models, since 
their conformation may be kinetically trapped into a specific 
state, inhibiting the study of conformational changes [39].

The CFTR/ABCC7 chloride channel is also a member of 
the ABC superfamily with a Pgp-like fold. The functional 
mechanism of this protein is of interest, since some muta-
tions effect channel gating and cause cystic fibrosis [40]. 
One of its structures was determined using cryo-EM under 
activating condition, in the presence of ATP and phospho-
rylation, but the extracellular pore of the channel remained 
in a closed state, most likely due to a kink in TM8, cor-
responding to an unwound segment in the transmembrane 
region [41] (Fig. 5f). This kink is present in most CFTR 
structures (PDBIDs: 5uak, 5uar, 5o2p, 5w81, 6msm, and 
6o1v) [41–44]. However, the kink is absent from the chicken 
CFTR structure (PDBIDs: 6d3s and 6d3r) [45] and such 
a conformation has not been detected in other ABC struc-
tures. We performed equilibrium simulations with the 5w81 
structure [12] to detect channel opening, but appearance of 
tunnels with sufficient diameter to pass chloride ions were 

Fig. 4  AF2 predicts two conformations of a new transmembrane 
fold. (a) The top AF2-prediction of the novel MprF TM fold (blue 
to red: N- to C-termini) aligned to the experimental structure 7duw 
(gray). (b) pLDDT and TM-score values, calculated for every struc-
tural model from six runs, were plotted. Numbers (1–5) indicate the 

corresponding AF2 models. Red points were the top ranked hits from 
a given run. (c) Structural alignment of the prediction with the best 
pLDDT score (blue to red) and experimental structure (gray). 7duw 
and any other structure homologous to MprF were not included in the 
AF2 training set
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rare events and was observed only once out of 22 simula-
tions (6 × 100 ns + 16 × 35 ns, 427/116,000 frames, 0.36%). 
Intriguingly, many of the conformations provided a tunnel 
opened towards lipid molecules of the extracellular mem-
brane leaflet (Fig. 5g). After correcting the kink by homol-
ogy modelling based on the MRP1 structure (PDBID: 
5uj9) (Fig. 5f), opening of the extracellular pore could be 
observed in five out of six simulations at a higher probabil-
ity (6 × 100 ns, 2245/60,000 frames, 3.74%). Remarkably, 
modeling CFTR TMDs using AlphaFold2 without CFTR 
or any templates resulted in a conformation similar to that 
of MRP1 with a straight TM8 helix (Fig. 5f, h). Since TM8 
has been suggested to be flexible regarding to its membrane 
embedment [46], it is likely sensitive to its environment and 
based on the functional assays and the structure determina-
tion protocol [42], the detergent added in the last step (3 mM 
fluorinated Fos-Choline-8) likely biased the experimental 
structure.

Discussion and conclusions

We demonstrated that at least ~ 90% of the AF2-predicted 
TM structures of the human proteome represented mem-
brane-protein like structures, using the most available and 
reliable measure, the location of TM helices from consensus 
predictions and experimental structures, for assessing TM 
protein structure quality at a large scale. Since the pLDDT 
score distribution did not shift much to lower values com-
pared to soluble proteins (Fig. S1), it is likely valid to state 
that AF2 predicts TM proteins as well as soluble proteins. 
However, predicted TM structures with low hydrophobic 
thickness and high pLDDT score (Fig. 1d) suggest that 
evaluation depending solely on pLDDT score may not be 
sufficient to select the best AF2-predicted model, at least in 
the case of TM proteins. A similar conclusion was drawn 
comparing the AF2-predicted and cryo-EM structures of 
the pump-like channelrhodopsin with structural features 
never seen before [47]. In specific cases, resource intensive 
molecular dynamics simulations may be used to asses AF2 
models, since MD simulations were demonstrated to reveal 
erroneous structural models built using either homology 
modelling (Fig. S6) or experimental methods [48].

A very important issue is associated with retrospective 
studies, including ours, which assess AlphaFold2 perfor-
mance based on AF2 structures deposited at EBI. Most likely 
a significant portion of the predicted models can be related 
to experimental structures with homologous sequences, 
included in the AF2 training set or used as templates during 
model building or both. In these cases, AF2 may be consid-
ered as a highly advanced homology modelling tool, which 
performs an automatic but high-quality sequence alignment 
and provides high-quality results even in the case of target 

sequences with low sequence similarity to any known struc-
tures. This is a very important property of AF2 and will 
advance structural biology studies of TM proteins, since the 
hydrophobic regions are usually not highly conserved (e.g. 
sequence identity between ABC transmembrane domains 
is usually below 20–30%; ABCG2 exhibits 27% and 26% 
identities when compared to the closely related ABCG5 and 
ABCG8, respectively). For the correct interpretation of ret-
rospective studies and evaluation of AF2 performance, it is 
important to implement a versioning system for AF2 models. 
This objective seems to be more complicated than for experi-
mental structures, since the structure prediction depends on 
the version of the deep learning models, various sequence 
databases, and the pdb70 structure database.

Taken together, investigating AF2 performance in blind 
predictions requires an experimental structure, which or 
structures with homologous sequences were not included 
in the training set. In addition, the AF2 prediction of such 
targets should be performed without using templates. In 
this way, predictions for a high number of homologous 
sequences and their systematic comparison to correspond-
ing structures generated with templates could be informative 
regarding to blind predictions and to the effect of template 
usage. However, this type of large-scale studies using Alpha-
Fold2 requires high resources, likely unavailable for most 
academic institutes. Here, we identified three transmem-
brane structures qualified for fully blind AF2 predictions 
(Fig. 3 and Fig. 4). The outputs suggested that AlphaFold2 
can be reliably used for building TM structures in a blind 
setup. Intriguingly, both LmrP and MrpF predictions indi-
cated that running AF2 with different random seeds may 
be a valid approach to predict structures corresponding to 
different conformational states.

Furthermore, our results demonstrate that AlphaFold2 is 
a highly valuable tool in many areas of TM protein research. 
The correction of the register shift by AF2 in ABCG8 NBD 
(Fig. 5a), supports the application of AlphaFold2 in molec-
ular replacement protocols aiding experimental structure 
determination [49]. In addition, screening experimental 
structures with their corresponding AF2 structures may 
detect structural errors and contribute to improving PDB 
database quality. Similarly, the absence of the kink in CFTR 
TM8 in an AF2 model predicted with disabled template 
usage (Fig. 5f) raises novel questions that will lead us to 
a deeper understanding of CFTR channel function. Impor-
tantly, our runs resulting in the corrected registry shift in 
ABCG8 are indications against an overfitting in the neural 
network behind AlphaFold2 and for overcoming memory 
footprints originating from training. We also demonstrated 
that AF2 was capable of predicting transmembrane dimer 
structures independently of their homo- or heteromeric 
nature (Fig. 5b and Fig. S5), while AF2 was not trained for 
multimer predictions. Though, this success may be at least 
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partially caused by the footprint of these proteins themselves 
in the AF2 neural network, successful protein-peptide dock-
ing [50], when peptides were not involved in alignments, is 
an argument against this reasoning. Interestingly, the novel 
deep learning model, AlphaFold2-Multimer [51], trained 
for predicting protein complexes is reported to excel Alpha-
Fold2 in heteromeric but not in homomeric predictions.

In summary, our study underscores that AlphaFold2 can 
provide reliable protein structures also for transmembrane 
proteins and perform well in many areas associated with 
structural analysis of TM proteins. While the artificial intel-
ligence inside AlphaFold2 can predict valuable structural 
information and correct structure-related flaws (e.g. registry 
shift, alignments, TM topology prediction, etc.), the limited 
predictive power of structural models from blind predictions 
involving flexible regions retain experimental validation 
desirable.

Methods

Databases and associated software

AlphaFold2 structures predicted for 21 proteomes were 
downloaded from https:// alpha fold. ebi. ac. uk in July, 2021. 
Proteins and their structures are identified in the manuscript 
with their UniProt accession number. Human Transmem-
brane Protein database [15] (2021-06-02) was received as an 
XML file from http:// htp. enzim. hu. The data also contained 
CCTOP [16] (http:// cctop. enzim. ttk. mta. hu) predictions 

and their reliability values. The hydrophobic thickness of 
experimentally determined human TM protein structures 
was retrieved from the PDBTM database (http:// pdbtm. 
enzim. hu, 2021-07-23) [17]. Python was used to parse their 
XML files.

ABC PFAM entries were identified at https:// pfam. xfam. 
org (n = 28) and extracted from the Pfam-A.hmm file. The 
selected entries and their accession numbers are listed in 
Table S2. The sequence of every AF2 structure was searched 
using HMMER hmmsearch (http:// hmmer. org) [52]. The 
E parameter was set to 0.001 and the match length was 
restricted to a minimum of 90% of the HMM profile length. 
The hmmsearch output was parsed using BioPython [53].

Novel structural folds for multi-pass α-helical transmem-
brane proteins were collected by extensive literature search 
(match: MprF) and by manual screening of the membrane 
protein selection of the SCOP database [54] (80 fold fami-
lies and their subfamilies; http:// scop. mrc- lmb. cam. ac. uk/ 
term/2) and corresponding entries in the PFAM database 
[55] (matches: MlaE and EMC6).

Data analysis and visualization

MDAnalysis [56] and NumPy [57] Python packages were 
used for calculation of mean pLDDT values and hydropho-
bic membrane thickness. The pLDDT value of each residue 
were extracted from the B-factor column of AF2 structure 
files. For TM thickness calculation end positions of TM heli-
ces were retrieved from HTP/CCTOP and divided into two 
groups representing the two sides of the membrane. Plotting 
was done with Matplotlib (https:// matpl otlib. org) [58].

TM-score was calculated with TMalign [59]. Reference 
ABC structures are listed and shown in Fig. S3. Their TM 
domains were selected manually.

Molecular visualization and RMSD calculation were 
performed using PyMOL (The PyMOL Molecular Graph-
ics System, Version 2.4.0 Schrödinger, LLC). RMSD of MD 
trajectories was calculated with the GROMACS rms tool.

Running AlphaFold2

AlphaFold2 was downloaded from github and installed as 
described (https:// github. com/ deepm ind/ alpha fold) on a 
Debian 10 box with an AMD Ryzen Threadripper 2950X 
16-Core Processor. 96 GB RAM was installed and ~ 75 GB 
peak usage was observed during jackhmmer run. The cal-
culation was accelerated by an NVidia Quadro P6000 GPU 
with 24 GB RAM, which was almost fully utilized when the 
predicted sequence length was 1571. The required databases 
were located on two 2 TB HDD in a RAID0 setup. Typical 
run timings were: “features”: 25–60 min, “predict_and_com-
pile_model_*”: 3–50 min, “relax_model_*”: 1 min—6 h 
based on input sequences between 290 and 1571 a.a. length.

Fig. 5  AF2 predictions and ABC structure-associated issues. (a) 
ABCG2 and ABCG8 NBD β1 strand sequence alignments gener-
ated by structural alignment of 6hco (ABCG2) and 5do7 (ABCG5/
ABCG8), by ClustalW with manual adjustment of ABCG2 and 
ABCG8 sequences based on ABCG2 structures, and by structural 
alignment of ABCG2 and AF2-predicted ABCG8 NBDs. Structure: 
AF2 ABCG8 NBD, blue: β1 strand, red: the segment corresponding 
to the β1 strand in the registry shifted 5do7 NBD, cyan: gating loop 
or regulatory insertion. (b) Structural alignment of 7jr7 (gray) and 
AF2-predicted (blue) ABCG5/ABCG8 TM domains (top view). Non-
conserved loops with low-quality predictions are red. (c) Aligned 
homology (orange: TMD1, red: TMD2) and AF2 (blue: TMD1, cyan: 
TMD2) models of AtABCG36. Blue and orange spheres label F589 
and F592 in TM2 facing the substrate binding pocket. (d) The magni-
fied view of AtABCG36 TM1 and TM2 indicates that the alignments 
are not shifted but that spatial localization and side chain packing 
differ. (e) TM2 in the homology model unwinds in MD simulations. 
(f) zfCFTR TM8 is kinked in PDBID:5w81 (red) along with other 
structures and it is straight in both MRP1-based model (orange) and 
AF2-predicted structure (blue). The helices are extracted from a full 
TM domain alignment for visualization. (g) Surface representation 
of zfCFTR (PDBID:5w81). Red: TM8, green: TMD1, cyan: TMD2, 
pale green: NBD1, pale cyan: NBD2, black spheres: CAVER spheres 
indicating channel opening towards the extracellular space and the 
extracellular boundary of the lipid bilayer. (h) Surface representation 
of zfCFTR with MRP1-modelled, straight TM8. No lateral opening to 
the extracellular membrane leaflet can be observed

◂

               dc_2020_22

https://alphafold.ebi.ac.uk
http://htp.enzim.hu
http://cctop.enzim.ttk.mta.hu
http://pdbtm.enzim.hu
http://pdbtm.enzim.hu
https://pfam.xfam.org
https://pfam.xfam.org
http://hmmer.org
http://scop.mrc-lmb.cam.ac.uk/term/2
http://scop.mrc-lmb.cam.ac.uk/term/2
https://matplotlib.org
https://github.com/deepmind/alphafold


 T. Hegedűs et al.

1 3

   73  Page 10 of 12

To exclude CFTR structures as templates from predic-
tions, we modified run_alphafold.py, docker/run_docker.
py, and alphafold/data/templates.py scripts to implement 
a -skip function. The modified scripts can be downloaded 
from http:// alpha fold. hegel ab. org. Template usage was disa-
bled by setting –max_template_date option to 1900-01-01. 
Dimer predictions were run by concatenating sequences with 
a part of the intrinsically disordered CFTR R domain, a.a. 
675–800. pLDDT scores and ranking of predicted structures 
were extracted from the ranking_debug.json file.

Homology modelling

AtABCG36 (UniProt ACC: Q9XIE2) was homology mod-
eled based on an ABCG2 homodimer structure (PDBID: 
6hzm) using Modeller [60]. Sequence alignment was gener-
ated using ClustalW [61] and adjusted manually. One hun-
dred structures were generated and the one with the best 
DOPE score was selected for MD simulations.

zfCFTR TM7 and TM8 was homology modeled similarly. 
The two helices were set for modelling based on the corre-
sponding regions of MRP1 (PDBID: 5uj9 [23]) and the rest 
was kept static and based on the 5w81 zfCFTR structure.

Molecular dynamics simulations

MD simulations with AtABCG36 were performed using 
GROMACS 2019 with the CHARMM36m force field [62, 
63]. Simulation systems were prepared using CHARMM-
GUI [64, 65]. Structural models were oriented according 
to the OPM (Orientations of Proteins in Membranes) data-
base [66] and all N- and C-termini were patched with ACE 
(acetyl) and CT3 (N-Methylamide) groups, respectively. The 
proteins were inserted in a bilayer with 1:1 POPC:PLPC 
(1-palmitoyl-2-oleoyl-sn-glycero-3-phosphocholine: 1-pal-
mitoyl-2-linoleoyl-sn-glycero-3-phosphocholine) in the 
extracellular leaflet and 45:40:10:5 POPC:PLPC:POPS:PIP2 
(POPS: 1-palmitoyl-2-oleoyl-sn-glycero-3-phospho-L-
serine, PIP2: phosphatidylinositol 4,5-bisphosphate) in 
the intracellular leaflet. Both systems with the homology 
model or the AF2 structure were energy minimized using 
the steepest descent integrator (values for max. steps 50,000 
and max. force 500 kJ/mol/nm were set). Six equilibration 
steps, according to the standard CHARMM-GUI protocol, 
were applied with decreasing position restraints. In the 50 ns 
(homology model) and 500 ns (AF2 model) long produc-
tion runs, Nosé-Hoover thermostat and Parrinello-Rahman 
barostat with semiisotropic coupling were employed. Time 
constants for the thermostat and the barostat were set to 1 
picosecond and 5 picosecond, respectively. The fast smooth 
PME algorithm [67] and LINCS algorithm [68] were used 
to calculate electrostatic interactions and to constrain bonds, 

respectively. GROMACS rmsf tools were used to calculate 
RMSF (root mean square fluctuation).

Simulations with the zfCFTR structure containing the 
kinked TM8 have been published and the protocol and 
parameters were described there [12]. The structure with 
the straightened, MRP1-based TM8 was subjected to MD 
simulations using the same protocol, including the same 
version of GROMACS, force field, and lipid composition. 
Channel pathways were determined using CAVER [69] as 
described in [12].
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ABSTRACT

Protein and lipid membrane interactions play fun-
damental roles in a large number of cellular pro-
cesses (e.g. signalling, vesicle trafficking, or viral
invasion). A growing number of examples indicate
that such interactions can also rely on intrinsically
disordered protein regions (IDRs), which can form
specific reversible interactions not only with pro-
teins but also with lipids. We named IDRs involved
in such membrane lipid-induced disorder-to-order
transition as MemMoRFs, in an analogy to IDRs
exhibiting disorder-to-order transition upon interac-
tion with protein partners termed Molecular Recog-
nition Features (MoRFs). Currently, both the exper-
imental detection and computational characteriza-
tion of MemMoRFs are challenging, and information
about these regions are scattered in the literature.
To facilitate the related investigations we generated
a comprehensive database of experimentally vali-
dated MemMoRFs based on manual curation of lit-
erature and structural data. To characterize the dy-
namics of MemMoRFs, secondary structure propen-
sity and flexibility calculated from nuclear mag-
netic resonance chemical shifts were incorporated
into the database. These data were supplemented
by inclusion of sentences from papers, functional
data and disease-related information. The MemMoRF
database can be accessed via a user-friendly in-
terface at https://memmorf.hegelab.org, potentially
providing a central resource for the characteriza-
tion of disordered regions in transmembrane and
membrane-associated proteins.

INTRODUCTION

Many proteins contain intrinsically disordered regions
(IDRs) that do not fold into well-defined structures in iso-
lation and are best represented by conformational ensem-
bles (1,2). The flexibility enables IDRs to participate in
highly specific and reversible interactions, which form a
common molecular basis for a wide range of physiologi-
cal processes, including signalling, gene regulation, cell cy-
cle regulation, scaffolding, or chaperoning and pathologi-
cal conditions (3–5). Such segments, which show disorder-
to-order transition upon forming protein–protein interac-
tions, are called molecular recognition features (MoRFs)
(6–8). Recent evidence suggests that IDRs are also impor-
tant components of membrane-associated proteins (MAPs)
and transmembrane proteins (TMPs). In these proteins dis-
ordered regions of variable sizes can be located in loops be-
tween transmembrane segments or in N- and C-terminal re-
gions (9). Many of these disordered regions possess a com-
mon feature, namely, they exhibit lipid induced alteration
of ordered/disordered status. Here we suggest to term the
segments involved in protein–lipid interactions as Mem-
MoRFs, since they represent a distinct category of context-
dependent behaviour when compared to MoRFs.

The fundamental role of MemMoRFs in various cellu-
lar functions is demonstrated by their ubiquitous presence
in proteins associated with a wide range of cellular pro-
cesses. A set of proteins with MemMoRFs participates in
the regulation of cell cycle, apoptosis and phagocytosis (e.g.
NOTCH1 (10) and interferon alpha-inducible protein 27-
like protein 1 (11)). Other MemMoRF containing proteins
play important roles in cellular trafficking and shaping the
cell membrane (e.g. Myc box-dependent-interacting protein
1 (12), �-synuclein (13) and pro-neuregulin-1 (14)). Mem-
MoRFs are expected to be abundant in signalling proteins
and were detected in both transmembrane receptors (e.g.
integrin �3 (15), PTEN tumor suppressor (16) and recep-
tor tyrosine kinases, such as EGFR (17) and erbB-2 (18))
or membrane-associated proteins (e.g. tyrosine-protein ki-
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nase Src (19)). MemMoRFs also play important roles in
pathological processes. An important MemMoRF group
is associated with neurodegenerative diseases and includes
�-synuclein, amyloid-� precursor protein, and prion pro-
tein (20). In addition, MemMoRFs have been identified in
several viral proteins, such as capsid proteins of HIV1 and
HCV (21,22), and TMPs, including a potassium channel of
the Influenza A virus (23). Most likely, these viral proteins
and various toxins, such as melittin (24) and the GPCR im-
pairing toxin of Gila monster (25), require MemMoRF for
engaging with or penetrating through membrane bilayers.

The specific conformational properties of these IDRs are
shaped by the chemical composition and physical properties
of the membrane, and the relevant IDRs can also shape the
properties of the membrane (26–28). An important mode to
regulate these protein–lipid interactions is phosphorylation.
For example, the intracellular domain of the T-cell recep-
tor � forms transient helices in the intracellular membrane
leaflet (Supplementary Figure S1) (29). One of the transient
helices (LID region) possesses an ITAM (immunoreceptor
tyrosine-based activation motif), which includes a tyrosine
immersed in the membrane bilayer and is a target for phos-
phorylation (29). When phosphorylated, the ITAM Mem-
MoRF undocks from the membrane and loses its �-helical
character. A similar feature can be observed in transporter
regulation, involving single pass TMPs possessing Mem-
MoRFs, such as phospholamban (PLN) and FXYD pro-
teins (e.g. phospholemman, FXYD domain-containing ion
transport regulator 4 and Na+/K+ ATPase subunit � ) (Sup-
plementary Figure S1) (30–32). The small size of these pro-
teins makes them attractive for drug targeting (e.g. PLN in
cardiac diseases) (33).

Although disorder-to-order transition was detected in
numerous studies targeting protein–lipid interactions, this
phenomenon has not been examined in a generalized man-
ner. As a consequence, information about these protein seg-
ments are scattered in the literature, and the detailed struc-
tural properties of MemMoRFs are difficult to interpret in
the context of additional structural and functional mod-
ules. Here, we report a novel, comprehensive database of
experimentally validated MemMoRFs, currently contain-
ing 131 examples in 96 proteins as a gold standard set. The
MemMoRF database complements existing databases of
disordered proteins in general (34,35) and also databases
of interactions of disordered proteins with ordered or other
disordered proteins (36–38). A separate database was built
for MoRFs of protein-protein interactions of MAPs and
TMPs (38). In contrast, we collected those flexible protein
regions into our MemMoRF database, which participate
in reversible membrane binding, associated with conforma-
tional changes.

IDENTIFICATION AND SYSTEMATIC COLLECTION
OF MemMoRFs

The main aim of this database is to facilitate the investiga-
tions and targeting of proteins involving MemMoRFs. As a
first step, we collected nuclear magnetic resonance (NMR)
structures of TMPs and MAPs, since IDRs of these proteins
can be located in the close vicinity of biological membranes.
We strongly relied on NMR data, since this spectroscopy

method is the most widely used approach to determine lipid
interaction of proteins at residue level. NMR structures of
TMPs were gathered using the Membrane Protein Browser
of Protein Data Bank (PDB) (39). MAPs were looked up in
the UniProt database (40) using the ‘peripheral membrane
protein’ subcellular location keyword (UniProt 2019.01.14).
To characterize the transient secondary structures of IDRs,
we did not rely solely on the deposited NMR structures, but
also incorporated secondary structure propensity (SSPop;
using �2D) (41) and flexibility (1-S2; using Random Coil
Index, RCI) (42). We considered a region intrinsically dis-
ordered if the residues within the region exhibited ‘coil’
secondary structure population (>0.5) and high flexibility
(>0.15). A region was also considered disordered in the case
of corresponding disorder annotation in DisProt, DIBS,
MFIB or PFAM databases (34,36–37,43). As a next stage,
we also explored invisible regions of X-ray and cryo-EM
structures, which belong to TMPs or MAPs possessing an-
notated disordered regions. We subjected the whole pro-
tein set to extensive literature analysis to identify IDRs and
MemMoRFs or further validate MemMoRFs detected us-
ing NMR or other structural data. Thus, proofs of disorder
could be derived from calculations, databases, structural in-
formation and literature evidence.

A total number of 538 proteins including 206 TMPs and
332 MAPs were screened for segments located in an IDR
and exhibiting altered dynamics in a membrane mimetic. A
total of 149 membrane interacting regions were identified in
107 proteins. Only 11 regions were derived exclusively from
unresolved residues in X-ray or cryo-EM structures. 131 out
of the membrane interacting regions are disordered in aque-
ous solution and become ordered (n = 107) or retain flexi-
bility (n = 19) upon binding to membrane mimetics. Eigh-
teen regions with stable secondary structure both in solu-
tion and in membrane bound state were found. Eighty-four
out of 149 membrane interacting regions are in TMPs and
the remaining 65 are in MAPs. Intracellular, extracellular
and periplasmic localizations were observed in 121, 23 and
2 cases, respectively (Figure 1). SSPop and flexibility values
were calculated from published chemical shift data with suf-
ficient quality, available for 41% of our protein dataset. Us-
ing data from NMR experiments, X-ray and cyro-EM struc-
tures and literature, we found 92 regions among identified
IDRs, which were not annotated in the DisProt database
(Supplementary Tables S1 and S2).

We categorized the entries depending how their dynami-
cal properties changed upon interaction with the lipid bi-
layer. In many cases, the corresponding NMR data indi-
cates that the observed transitions resulted in increased �-
helical propensity values. In addition, some disordered seg-
ments retained their conformational freedom when inter-
acted with membrane mimetics or specific membrane lipids.
Although these segments still likely sample a reduced con-
formational space in the presence of a membrane environ-
ment, we labeled their transition as ‘disorder-to-disorder’
to emphasize the dynamics of their membrane bound state.
In the case of some of the MemMoRFs derived from X-ray
or cryo-EM structures, there is no information on the lipid-
bound structure, thus we labeled these entries as ‘disorder-
to-unkown’. We also included cases, where the binding he-
lices were stable both in aqueous solution and interact-
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Figure 1. Distribution of MemMoRF types in the database. A total of 149
membrane interacting regions were identified in 107 proteins. One hun-
dred and thirty-one out of these regions are disordered in aqueous solution
and become ordered (n = 107) or retain flexibility (n = 19) upon binding
to membrane mimetics. Eighteen regions with stable secondary structure
both in solution and in membrane bound state were found. d2o: disorder-
to-order, d2d: disorder-to-disorder, o2o: order-to-order, d2u: disorder-to-
unknown, TMP: transmembrane protein, MAP: membrane associated
protein, int: intracellular side, ext: extracellular side, peri: periplasmic side,
unk: unknown location.

ing with the membrane (e.g. helices from kinase suppres-
sor of Ras 1 and BH3-interacting domain death agonist).
We labeled these entries as ‘bistable helix’. While they are
not classical MemMoRFs, these segments still exhibit a dy-
namic equilibrium between lipid and water phases and par-
ticipate in regulatory interactions.

To demonstrate the analysis of various data for IDR and
MemMoRF validation and phosphorylation-dependent
regulatory disorder-to-order transition, we selected inte-
grin �3, which plays a role in angiogenesis and tumor
growth (44,45). Targeting integrin �3 associated signalling
was shown to induce apoptosis of endothelial tumor cells
(44) and cell permeable peptides derived from integrin �
cytoplasmic tails (CT) were developed for angiogenesis in-
hibition (46). Since these peptides overlap with a Mem-
MoRF, a detailed description of phosphorylation depen-
dent protein and membrane interactions of this region will
help to improve the potential therapeutic use of integrin
� CT peptides. The complexity of various conformations
of the C-terminal integrin �3 MemMoRF under different
conditions is shown in Figure 2 and accessible at https://
memmorf.hegelab.org/entry/P05106. The C-terminal Mem-
MoRF region (a.a. 770–784) exhibits low helix propensity
(<0.5) and high flexibility values (>0.15) in the absence
of a membrane mimetic (PDB ID: 2KNC and BMRB ID:
16496) that indicates a disordered state for these residues
(47). Although the helical propensity for a.a. 771–776 is
lower than the commonly used SSPop threshold (0.5), a

small stable helix is present in all of the 20 structures de-
posited in the 2KNC PDB structure. However, this part of
the protein is marked disordered in the DisProt and PFAM
databases. Importantly, in the presence of a lipid environ-
ment (PDB ID: 2KV9 and BMRB ID: 16771) (48) the de-
creased flexibility, which approaches the disorder threshold
(0.15), confirms the presence of a MemMoRF. At the same
time, the helical propensity increases and indicates a sta-
ble helix in a smaller part of the sequence (a.a. 776–781).
This is in contrast with the long �-helix present in the struc-
tural ensemble deposited in the PDB. Moreover, in the pa-
per accompanying these NMR structures (48) the authors
noted the presence of transient helical contents and increas-
ing disorder towards the C-terminus based on hydrogen-
deuterium exchange experiments. Interestingly, phospho-
rylation of this MemMoRF promotes disorder (helical
propensity <0.5 and flexibility >0.15) in the presence of a
membrane mimetic as well (PDB ID: 2LJD and BMRB ID:
17930), thus serves as a conformational switch (49). Again,
this NMR ensemble also exhibits a stable small helix be-
tween residues 775–780. The potential over-representation
of helical content urged us to supplement the entries in the
MemMoRF database with supporting statements from pa-
pers, and it also cautions database curators that making
a decision about disorder should not rely solely on atom-
istic NMR structures. Phosphorylation-dependent regula-
tion via MemMoRFs is further demonstrated by the T
cell receptor � and phospholamban (Supplementary Figure
S1).

WEB SERVER AND INTERFACE IMPLEMENTATION

In order to make MemMoRF data accessible and to fa-
cilitate research on proteins possessing MemMoRF re-
gions, we developed a web application available at https:
//memmorf.hegelab.org.

Browsing and searching data

The database provides both browsing and searching func-
tionalities in the ‘Browse’ page, where all entries are listed
in a table format. Table columns contain the protein and
the gene name, the source organism, the UniProt accession
number type, the corresponding PDB and BMRB identi-
fiers and MIM entry, if available, for each protein in our
database. The table is sortable and can be filtered by simple
queries or using dropdown lists. Searches independent from
columns can be performed by typing a query in a text box
located at the top of the page.

Entry pages

Each entry starts with the most important, basic informa-
tion about the protein from UniProt (protein name, ac-
cession code, gene name, organism and keywords). Then,
MemMoRFs are listed along with their boundaries, type of
transition upon membrane binding (e.g. disorder-to-order),
localization (e.g. intracellular) and statements supporting
disordered and membrane interacting nature of the region.

The SSPop and flexibility calculations, if available, are
shown in a graph, which can be saved using the con-
trols next to it. Visibility of corresponding lines can
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Figure 2. Experimental NMR data provide information on disorder level thus input for MemMoRF identification. Secondary structure population (e.g.
helix and coil) and flexibility (1-S2) values were utilized to characterize the per residue disorder-order propensity in NMR ensembles, as exemplified by
a MemMoRF from integrin �3. Blue: in organic solvent; red: in DPC; cyan: phosphorylated in DPC; magenta: phosphorylation site; �h pop: �-helix
population calculated by �2D; flex: 1-S2 calculated by RCI, �h pop threshold: 0.5, flex threshold: 0.15.

be toggled by clicking on their legend entry. NMR ex-
periments associated with the entry can be selected in
a box, right from the graph. This box lists the mem-
brane mimetic used in the NMR experiment, the PDB
ID of the calculated NMR ensemble, the BMRB ID and
the ‘ Assigned chem shift list.ID’ of chemical shift data
used for the calculation. The ‘ Assigned chem shift list.ID’
identifies a specific set of chemical shift values from the
BMRB NMR-STAR files, which may contain multiple sets
acquired under different experimental conditions.

Sequence specific data, including MemMoRF regions,
transmembrane (TM) helices, PFAM domains (43), short
linear motifs from ELM (50), post-translational modifi-
cations from PhosphoSitePlus (51), IDRs from DisProt,
DIBS and MFIB (34,36–37), and segments covered in the
PDB are also shown. To further characterize the sequences,
Wimley-White hydrophobicity plots and IUPred short pre-
dictions were also included into the main graph (52,53).
Structures strongly associated with the MemMoRF can be
selected for display and manipulation using LiteMol (54).
MemMoRFs and TM helices are labelled by default on the
structure. In the bottom region of the entry page, additional
information is listed to assess the role of MemMoRFs in
pathophysiological states. These data include disease phe-
notypes from MIM (55), disease causing and polymorphic
variations from dbSNP (56), and DrugBank records (57).
Protein-protein interactions with a link to the IntAct (58)
and STRING (59) entries of the protein are followed by an
interactive, embedded STRING network graph.

Help and feedback pages

Although the web application is simple and self-
explanatory, we provide a comprehensive help page
with sections about the following items: i) MemMoRF
definition, ii) information resources linked to the mem-
MoRF database, iii) details of our data collection pipeline,
iv) search possibilities of the browse page, v) the content of
the entry page and vi) links to the statistics and download
pages. Users are encouraged to submit comments or ques-

tions via a contact form or email located in the feedback
page.

Server implementation and database structure

The web application is served via a DJANGO (version
2.1.1) based web interface, fuelled by an SQL database pro-
viding fast access to data even in the case of parallel queries.
The SQL database contains all the information collected
from the literature and various databases (e.g. UniProt, db-
SNP, MIM and Drug Bank), organized into multiple ta-
bles. Each record in the UniProt table represents a single
protein and has the UniProt accession number as a unique
key. Other data, including records in the MemMoRF table,
are linked to this table by UniProt accession number. In or-
der to provide the best possible user experience on various
devices and browsing options for users, the front-end com-
patibility of MemMoRF is supported by a combination of
bootstrap (version 4.3.1) and JQuery (version 2.1.4).

In addition to data access through the web applica-
tion interface, data can also be downloaded in JSON,
XML or TSV formats, or by a RESTful API serving stan-
dard JSON format (e.g. https://memmorf.hegelab.org/rest/
Q9NR61.json).

CONCLUSION

MemMoRF database delivers data on membrane inter-
acting disordered regions of TMPs and MAPs. These re-
gions exhibit dynamic structural alterations during transi-
tion from solvent to a membrane bound state. The collected
information has a high potential to contribute to under-
standing crucial cellular functions and pathological states
associated with membrane proteins. Our database provides
significant benefits for the broad scientific community be-
cause of the following: i) it is a freely accessible, easy-to-use,
and organized resource; ii) it includes a gold standard set
for determining the sequence requirements for lipid inter-
action of disordered regions; iii) it represents a high-quality
set for developing novel in silico pipelines for MemMoRF
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identification; and iv) it promotes further experimental in-
vestigation and development of drug targeting approaches
for MemMoRF containing proteins.

We also provide a new set of disordered protein regions,
which are not currently present in other manually main-
tained databases, based on careful literature curation and
NMR-based calculation of secondary structure propensi-
ties and flexibility. Our aim is to establish and maintain the
MemMoRF database in the long term as a central resource
for membrane proteins with lipid bilayer interacting disor-
dered segments.

DATA AVAILABILITY

MemMoRF database and web application are available at
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Mészáros,B. (2018) DIBS: a repository of disordered binding sites
mediating interactions with ordered proteins. Bioinformatics, 34,
535–537.
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