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(m'l:n 1vm) 

'll'U!il zj~'l~f'lmT~'W?l"l'W11L 'U'UL u1~'UL u1V1:i.nt1~ihht~'Ylfii11'V'l?l~'11V1f'lJtnfm:n 11r1:i.JtL ~~ L 'U'U"l"lU'Utl1LBeJ1 " " , 
Lrl'Yl'U'U (erlotinib) -.5'!ilL tlmnviiiu1t~'Yl6Jl1'\"lL 'Un11£J'U8~n11v\'1~1'U'IJeJ~ 1 'U1~'U EGFR ~~1~'W1l.J1L'ULD'U 

BUvl'U~'U, '11Vlf'lJ~'U1EJL1fll.J~L ~~ LL~eJ~1~'bnml.JL~eJH't11'll'U!ili1~!il~elf1ULiJ'U1tEJtL1'11 9-13 L~el'U ~n"l~ 

Lf1!ilf111ieJEJ1L~eJ~"l1f1f111n'11EJ~U6.ff 'WviaeJ~ T790M 'IJe)~ 1 'U1~'U EGFR viu~L1WL!ilLl.J'W1 'YlL1'11'W1flb'U?l (TK) , 

vr~i1Uf111rl'UVl1"111'U1~neJ'lJvii1LL'U111Jl.J'J1lJ'lht~'Yl5Jl1'\"l(,)e) L 'l.h~'UL 'U1Vll.J1EJ EGFR-TK iu6mrn1 ~~L 'U'U~~~ , 

'111'1 rueJ~1~ ~~ 1 'W~1'W1-.5't1i1~1-.5'EJ1v1~n~1t-1'1'1JeJ~f111nmEJi'W6'1JeJ~ 1 u1~'U EGFR-TK ~i1t-1'1~eJn11iunut11 ., " , 
LeJeJflriv1iirnrn~r1'UV11a11fftfW'Lifl ,,,,.; 1 ~ihht~'Yl5m'V'l1 'Un11£1ut~ 1 u1~m u1V1l.J1EJ'IJeJ~L61lm~l.J~L ~~ "l1nt-i'1 

n11~n~1'\"lu11 n11nri1EJi'W~,&'WviaeJ~ T790M G'i~t-i'11iu~nru1~ quinazoline 'IJeJ~EJ1LeJeJ'U'1'Vl'U'Uiunu 

1 u1~'UL u1V1m ti 1~'1!il'1~~1 EJm1a-r1~i'Wo~ 1e111i11L "l'W LL 'lJ'U~eJ'W I L 'U'U?l1L Vlll)VI~ n'IJeJ~n11~eJEJ1 LL'1t"l1nm1fi'lil 

meJ~?l11eJ'Wi'Wfin~l.Ji'11 -wiimat,t~u~1 'WAi1 'W~'Wvii1m1~!ilLL ua~ 1m~a-r1~~1m'W~~~'W 26 ~1 ~1m 'Ylfl'Ufl 1:i.J , , 

L'1A1"11-i'~eJni9~'\"l'lJ'J1 :i'.i?l11eJ'U.X'U6~1'U1'U 23 ~1 via1m1m-u1-.5'un'lJL'U1~'UL'U1Vll.J1EJ EGFR-TK viu~nru , , 

ATP binding site 'l~~ 1~wa11n~l.Ji18 ~1 :i'.iuw~'Yl5Jl1'V'lL'Um1£1u8~m1v\'1~1u'IJeJ~LeJ'WL61llJ EGFR (IC50 

'l I l.c::il ClJ ' q QJ .d ~I ~ I ' ' d '1 ' d ~ " 
b'U'll1~ 1 - 23 nM) LL(,tl.J?l11eJ'U'V'l'UfiL'V'lEJ~ 6 lln'YlLL?l!il~fl11l.JLu'U'\"l~(,teJL611'1'1L6ll'1'1l.J~b';i~b'UL611'1'1l.JtL1~t-11Vl'U~ , , 

d .1 ., I ~ I .. fl I .,/ I ~ .,/ .., I 1-1 fl A431 bb'1tl.Jtb';i~uel!il A549 !il1EJfl1 1(50 b'U'll1~ 10 - 36 µM "l~bu'Wn'1l.J"111'Yl'U16'l'Ub"l'Yl"l~'V'l~'U1t,teJ uLu'UE.!1 , 
,, d 1 t,11'Ul.J~L ';i~ UeJ'U1fl(,1 

(m~1er~n{j~) Epidermal growth factor receptor (EGFR) overexpressed in many types of cancer 

has been proved as a high potential target for cancer therapy. Currently, erlotinib, a potent 

EGFR inhibitor, has been used as the first-line drug for cancer patients. However, acquired drug 

resistance caused by the secondary mutation T790M of EGFR tyrosine kinase (TK) domain 

develops inevitably after a median response duration of 9 to 13 months. Therefore, the 

searching for promising compounds effectively targeting mutated EGFR-TK has become an 

imperative necessity. In this present study, we aimed to study the source of drug resistance due 

to the secondary mutation T790M and to search for the newly potent compounds against EGFR

TK. From the results, such secondary mutation has caused the quinazoline ring, a core of 

tyrosine kinase inhibitors (TKls), lower binding with EGFR with rather weak hydrogen bond 

formation. The docking results of a novel series of sulfonylate indino quinoline derivatives (26 

compounds) suggested that the 23 compounds can interact well with EGFR-TK at the ATP

binding site. Among them, the 8 compounds exhibited the promising inhibitory activity against 

EGFR-TK with IC50 values of 1-23 nM, while only 6 compounds showed a high cytotoxicity with 

1(50 values of 10-36 µM towards the A431 and A549 cancer cell lines. Therefore, these 

compounds could be novel small molecule inhibitors of EGFR-TK capable of exerting benefit 

for cancer treatment. 
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'U'Vl'W1 

A'W'lvm 1Mt1:w~tl1m~t1~1(,)'<()1n hA&Jtb 1-:in11 60,000 J1'Ufl'U\,)e.JU l-ltb 1-nJe:iMi1e:ib 'U'U?l1b'Vl\,1~1~'Uvl'U 61 'lleM 
" ' I 

n1'.H~t1~1(,)'<()1n 1 'JA&Jtb1-:ivh fan 1 'W'LJ'<()'<()'\J'U:W~tl1t1u'Jt&J1ru 85% ~1~1'um'Ji'W '<()Ut111 b 'U'Ul-l~b 1-:iutJM'll'WM , ,, 

non-small cell cancer (NSCLC) zj-:,Jm1fl1'J'Je.JM~1(,) 5 U:Wb~tl-:J 17,8% b'Yl111'W 

'\J'<()'<()'\J'Ub1Al-l~L1-:imm'Jri1m111~mnt1115 b'U'U fl1'J~ 1(,)M ~-:i~~mn bA:W'U1'\JM e'le.JTI&J'U 1Mtifl1'J~mn , 

b mhil:wA11&-lb Vlm~?J&J\,)e.J'lJ'WM&Jt b 1-:Jbbi;l~'Jttl~ l 'JA~ bb(,)n\,)1-:Jn 'U bb\,)fl1'J1n~1 bV1~1d e)1'<()j;1-:Jf.moih-:i bfltl-:J\,)1-:J 1 

L 'U'W fl1'J?I rub~ tiff! m~ fl1'JB m?J'U'lJtl-:Jff1 m ~~'l~f uf-:i~ m'Jn MniJ Al-ln'W m fl1'JA~ 'W'lG1V1~eJeJ1 b ~ tl'U Lrn~ r-m 
'\.I Q.J " 'I 

';\1-:J "'li;l "11 'W'U'J-:J'J~tl~b 1mn11~un11u~~1'Um :Wfl1'JAMl'1'Utl11n~1&-l-:ib 'U1zj-:JA'iJtl1'rn~1 l 'Jfll-l~b ~-:i~1&-1:we-ir;1m1 
' 

n1'J'Je.JM~i (,)vi ?1-:in11bbr;1~:w Arumw~1 (,)v1 ~t'U ~-:imn1;1'mi '<()~e.JeJnfl'\llBlMtl'J'Ufl1'Un1'Jvi°1-:i1'U'lJe.J-:J 1m1;1n1;1 \I 'I 'I .. , , 

b'\J1Vlmtl (molecular targets) ~:WA11l-l1il1 b 'W1~\,)eJfl1'Jb'<()~~ b~'U l\,1bbr;1~n1'Jbb wi fl'J~'<()1tl'lJ'iJ-:J b'1li;l~l-l~ b 1-:i1!'U 

bb\,)e.J81-:Jhnmmi1tl1-ut11'll'WMil~M\,)e.Jf1'Ub'U'U'J~tl~b1i;l1'U1'U'U'J~lJ1ru 9 ()-:) 13 b~'iJ'U ~n'<()~bf1Mfl1'JteJt11t'U 

d ., ' 1· I "' .'f ' ~ I 1 .., .,J1 ~ .'1 ., "'. I .. .. b 'U e.J-:J'<()1nfl1'Jfli;l1tl'W'U66l.le.l-:J u'J(,)'Ub u1Vll-l1tl'lJ'iJ-:J b'1li;li;ll.Jt b 'J-:J ?1-:Je-Ji;l VI tl1'\ll 'll b 'Uu '<()'<()'LJ'Ul-1 u'J~?l'\116 i11'Wi;lMi;l-:J , , 

~-:J1!'U fl1'J~n~1e-Ji;l'lJ'i)-:J n1'Jt e) tl1 bbi;l ~ fl1'Jl'1'UVl1?11'J 1 VI&-) 1~tl1'<():W'U'J~~'\llfiil1'W~ n11m b'iJ'iJTii;l 'Yl'U'U~-:J nm tl b 'U'U 

u'J~ L~w;h~,~~eJi~ti?J'W 1'<()~n~11 'WAf-:id 

~1~ tl~-:Jl.l-:Jl'1'UVl1?11'Je.l'U~'-IJITT Vil.I 61 ~:W'U'J~~'\llfiil1'W 1 'Wfl1'J crut-:inwvh-:i1'U'lJ'i)-:J b'iJ'U 161.1:w b 'U1Vll-l1tl EGFR 
'\I " " I 

mnn11ml.l-:i b u1 beJmLi;,VJ'W'U b ~m th.m 't.n'\111-:i 1 'Wfl1'J~\,im1l u1;1 tl1\911'W 1 'JA&J~ b 1-:i~:wu'J~~'\llfimwmn~'-:it'U , ,, 

lMtl:W1(,)fl'LJ'J~'1-:JAlfl'J-:Jfl1'j ~-:id 
' 

L ~n~1e-Ji;l'lJ'i),:jfl1'JnmtlW'U15bb'U'U L858R bbl;,~ T790M/L858R 1'WlMbl-l'U TK 'lJ'iJ-:Jl'U'J~'U EGFR ~:We-Ji;l\,)e)fl1'j 
' 

2, b ~ eJl'1'WVl1?11'J~:wu'Jt~'\ll5.fl1'W1 'Ufl1'JtJ'U~-:i 1 u1~m u1V1mt16l.le.J-:!b'1Ji;,~&J~b 1-:ibbi'l~ '\llM?leJ'UA11m 'll'Wvi~\1leJ 

b'1li;l~&J~ b ~-:i b w1~ Liti-:i~:wfl1'Jbb'1M-:!eJeJn~mn~Mun~ bbr;i~ neJm'Jnm tJW'W'B'lJeJ-:i 1 u'J~'W EGFR 
' 
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iJ • 

b 'Wel b~el-:i e1.ntJ-a1~/1~1-aru~~nTa'Vl~~e1-:i 

Mvhm11~ 8v11:w bbt,ru 1 um11-:i 1vi m1 m:i t b~ 8vl '!JeJ-:J1 fifl11'Vlvl&1eN e-m fl11'VlvlffiN e:iJ\'l.J118/1'111rue-i &1 

n 11 V1 v1&1e:i-:i ~ -:i be:in?11";Jbbt11J (t-1&1-:i1 u ~ vh-1'141t~u u1t11'l.l1 M1i\'1u 1 u 2 u U1J bb&1 t e:id1m tV111-:ib v118:w t-1&1 -:i1t1 
" 

1. ?ff 1-:i 1:w bvl&1'lle:l-:J 1vib:Wt! TK '!Je:l-:J 1:wbv1&11m-:i1;1f 1-:i'!Je:i-:i 1vi b:Wt! TK '!Je:l-:J hh~t! EGFR vi° ii fl11fl&l18 

1 'lh~t! EGFR ~iifl11fl&118~t15.fft1 ~u5J-:ine:it1bb&1t'v'l~-:Jfl11~e:l81 • • ., 
bb ';Jflbb1J1J L858R bb&1t'Ut!?fe)-:Jbb 1J1J 1m-:i?tf 1-:J~?f1t'!Je)-:J'17';j tl1*b U1 be:le:ln&1'Vl'W1J1 ti gas phase bb&1t 

T790M/L858R bb &1 t '1 f 1-:J 'U 1 t '1 'V'l111fav1e:i1i1Vl~1Jfl1';J'<i11'1e:i-:J'V'lff)v!b:U-:i1:Wb'1fl'1 . ' 
RESP 'lJ e)-:J en :w' -:J b U 1 b e:l e:i•fiffvi 'W1J 

' 
t,, a:,,.e::::,I Q.I 

m mnV11-:ime:iuv1:w 

2. tJf rn tJi 8t!G'l.fl1'"J t v1' 1-:J 'l 'lJ e)-:J 1 flJ-:J?f f 1-:ivf bfl 1J1~ '11 fl fl11 rl1t!'"JUJ 1vi 815 fl11'<il1&1e:l-:J'V'lWJ&'\ b :U-:i 

1t1J1J'<il1'1e:l-:J Lb'1t'Vhn11'1°1&1e:i-:J 1:wb&1fl'1 
' 

200 ns 

3. 1 brl11t~fl11~Vi~1Jnmt'v'l11-:J -v'm,JffVf t!_;j1t!b :U-:i 1:w b&l ~&1~~1Aqj fl'"J1:W b 'U11 '1fi-:J'V'l~MflJ';J:W'lJe)-:Jfl1';j 

tl1l-!-:Jb1J1be)e)TI&1'Vl'W1Jn1J 1vib:Wt! TK -:5'mt'v'l11-:Jtl1:W
0

-:Jb U1 be:le:l1'1&1'Vl'W1Jvi° ii(,) e) 1vi b:W'U TK 'lJe)-:J hh~t! ' . 
'!Je:i-:J1tl";J~'U EGFR b'llt! EGFR 'Vliifl11fl'118~'U5 

electrostatic interactions, 

vdW interactions, protein 

motion bb&1t binding free 

~I ., 
energy b u'Uvlt! 

Pharmacophore 'lleN?f1';i 

<,ltlbb 1JUb ~eJ 1 'Ub'LJ'Ll<,ltlbb 1J1J~1Vl1'1J 

Be:lflbb1J1J«n~rudr11-:i?f11-:i?111 

1Vll-l~i;11:w1'H1b'U1~1Jnu1tJ1~t1 

EGFR 11?1~.fft11vi816Ul'UbbflJ:W 

LigandScout 

• 

' .., 
'Vl';J11J«rn~rut Pharmacophore 'lle:l-:J'111(>lt!bb1J1J'Vlbnvi~t1 Lb&1t 

?f1:l.J11fl 1-if b tl'Ut,1t!bb 1J1J~1Vl~1Jfl11e)e)flbb 1J1J'1111 'Vll-l 'l 11?1 



1 m -:i ~ ·h:i ~ Tah t mn..J nu 1 'lh &h.i 

bu 1 VI :lJ 1 tl EGFR i 1 tl L 'Yl fl 'W fl 

Molecular docking 
., 

6. I'\' n~1 EJ u EJ -:in Trn°1-:i 1 'l.l'U e:i-:i 'Yl11uci-:ifl11:1.J~1:1.JTH1'1Je:i-:i~111;nimi:1.J biir1-u'r11 'V'l'Llbbftt?ITrnci:l.l 
' ' 

1 ·th&1m i11V1m tJt111tJ1fi'Yl1-:J'l11 bfl:W l 'Yle:it 161Jm u~'!l1ftflr11 um1t1ut-:im1V11-:i1u'1Je:i-:i 1 ·th&1m i11V1mt1 

enzymatic activity 

b61Jft~ :l.Jt b 1-:J 1v1ti n1'a'Ylvl~e)'U MTT ·111ftflr1~mm1t:l'Y11ft1tlb61Jft~:l.Jtb ~,:) 1vi'LbrtthJdJuw~\9le)b61Jft~'Un~ 

ASSAY 1 u b61Jft~ :l.lt b 1-:J'll'U v1ri' 1-:J 1 

LvimJn'Ub61Jrt~tln~ 

3 
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Abotnc:t: Epidennal growth factor receptor (EGFR1 overexpressed in many types of canoe~ has been 

proved as a high potential target for t.ugeled cancer therapy dir to Ii. role bt regulating proliferation 

and survival of cancer cells. In the present study, a series of designed vinyl sullone derivatives was 

screened against EGFR tyrosine kirose (EGFR-TK) using in siliro and in vitro studios. The molecular 
docking resulls suggested that, among 78 viny l sulfones, there were eight compounds that could 

inleract well wllh the EGFR-TK at the ATP-binding slle. Afterwords, these screened compowuls were 

tested for the inhibltoty activity lm~ards EGFR-TK using ADP-Clo"' kinase assay, and we found Utot 
only VF16 compound exhibited promising inhibilory activity against EGFR-TK with the ICso value 

of 7.85 ± 0.88 nM. In addition, VP16 shmved • high cytotoxkity with JC50 values of 33.52 ± 2.57, 
54.63 ± 0.09, and 30.38 ± 1.37 µM against the A431, A549, and Hl975 canrer cell lines, respe.."tively. 

From 500-ns MD 5imulotion, the structural shlbllity of VF16 in complex with EGFR-TK was quite 
stable, suggesting Ulilt lhls compound could be a no,-.1 small molecule Inhibitor rnrgeting EGFR-TK. 

Keywords: EGFR tyrosine kinase; ,•inyl sullone dertvatives; In silko study; kinose ass.:,y; 

cytotoxicity as.say 

1. Introduction 

Cancer is a devastating disease characterized by uncontrolled growth and spread of 
abnormal cells and is the second leading cause of mortality worldwide (1 ). Nowadays, 
there are many types of cancer treatment such as .chemotherapy, radiation therapy and 
targeted therapy (2-4). Thrgell!d cancer therapy has become one of the highly effective 
for cana-r treatment due to its specificity towanis cancer rells (5). The oven,xpression of 
epidermal growth factor receptor (EGFR) in cancer cells leads lo abnormal signal transduc
tion and is clooely related to the occurrence of cancer. lnerefore, it has become one of the 
most important protein targets for designing and developing kinase inhibitors that acl on 
oncogenic EGFR (6). 

Moltrulcs 21121. 26, 2211. https://doi.or&J'I0.3390/ moleculco26082211 https: / / www. mdploom/joumal / mok!cul~ 

5 



RSC 
Medicinal Chemistry 

ROYAL SOCIETY 
OF CHEMISTRY 

Ole lhlE RSC Med- Ou,-n .. 202L 12. 
430 

Discovery of novel JAK2 and EGFR inhibitors from 
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The Janl.15 ki~ WAtO aid cJ:iderma. growth factor r«eptor (EGFR) have bttn considered as potential 

targets for career therapy due to trei" role il regula:ing prolferation aid survival ot cancer cells. In the 

present study. the aromatic alkyl-amno analogs of thlazole-ba.sed chak::ore were setected to 

e,perimentaly an:J theoretically irnestigate their inhbitOf)' activly against JAK2 and EGFR prole ins as wen 

as tt-eir anti-cancer effects on human cancer cell lines e.q:>ressilg JAK2 (TFl ard HELi ard EGFR (A549 and 

A43U. In vitro qtotoxidty screering results demonstrated that the HEL erythroleukemla ceU ine was 

suscefXible to compounds 11 m 12. ...vhefea. the M31 tu,g cancer cell lile was wtreratte to corrcxMmd 

25. HO'Never. TFL and A549 cetls were not sensitive to Oll' thiazol:e dertvit.Ms. From kinase irtlibltion assay 
reslits. compound 2S was fot.nd to be a di.Jill Inhibitor against JAK2 and EGFR whereas cofll)OUnds U 

and 12 ,etec11--,1y lnhlbled the JAK2 irolein. Acconling to the rrotecwr dod<ing anat)SI~ compol6lds 11, 

12 and 2S formed hydrogen bonds v.«h lhe hlrge region reroues lys857, Leu932 and Gu930 and 

h)droi;hoblcaly came Into contact with leu983 at the catal.ytie site of JAK2, wnle compou,d 25 formed a 

h)<lrogen bond w~h Met769 at the hirge region Ly,721 near a glycine loop. and Asp831 at the activation 

loop of EGFR. Altogether. these potent thmole deri""tNes, followirg Lipinski', rule of fi ve, could ll<ely be 

developed as a promsing JAK2/EGFR targeted drug(s) for cancer therapy. 

Introduction 

cancer, a group or dlse-.1ses charnctrrized by uncontrolled 
grnwth and spread of abnonnal cells,' is the second leading 
cause of mortality worldwide.2 Among "'"era! types or cancer, 
m)eloproliferallve neoplasms and hmg cancer are the leading 
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cause of canl:<!r-rclatcd death globally.' The known molecular 
la'l\"lS for treating the,., ennccf1i are the Janus kinases (JAKs) 
and the epidermal growth factor receptor (EGFR), since they 
play a major role in regulating proliferation and survival or 
cancer cclls."·i 

JAK, an Intracellular tyrosine kinase, is activated by the 
C)tokinc(s) binding to Its rec..,ptor, resulting in the activation 
or the downstream signal tmnsduccr and actlvntor or 
tmnseription {Sl'AT), which leads to its dimcrization and 
tmnslocot lon Lo the nucleus, promoting cell proliferation, 
apoptosis and differentiation.• Among the four JAK family 
members (JAKl, JAK2, JAKJ and TYK2),' )AK2 Is a critical 
moderator for hormone-like c}tokines such as growth 
hormone (OH), e l)'lltropoictin (I!PO), thrombopolelln (TPO) 
and cyt.okine receptor ligands im·olvro in hematopoietlc cell 
development such as interlcukin·J (IL-3)," JAl<2 consists or 
,.,ven homology regions (1H I to JH7) and the cutalytlcully 
octive domain in JHl is loc-..ited at the carboxy,tcnninus, close 
to the pseudo-kinase domain in JH2. The overexpresslon of 
JAK2, especially the V617F variance In the JH2 domain, has 
been s hown to be related to myetoprollferatlvc dl,ordcrs (by 
approximately 50% or more) such as pol)(:ythemla vera, 
essential thrumbocythemla und myelofibrusis,•·•• Indicating 

Th~ journal is g, Tho Royal Society ~ Chom~try 2021 

6 



1 ~om·ce of lower anticancer-dl'Ug susceptibility due to 

2 T790M/L858R EGFR mutation: Molecular dynamics and 

3 ~rin£iJ!le. component analysis 

4 ~ Chusuth1, Su,e,o~ Hnnnongbua2, ThanyadaRungrotmongko11•3• 

5 

6 

7 1Biocatalyst and Environmental Biotechnology Research unit, Department of Biochemistry, 

8 Faculty of Science, Chulalongkom University, Bangkok 10330, Thailand 

9 2Computational Chemistry Center of Excellent, Department of Chemistry, Faculty of Science, 

10 Chulalongkom University, Bangkok 10330, Thailand 

11 3Program in Bioinfonnatics and Computational Biology, Faculty of Science, Chulalongkom 

12 University, Bangkok 10330, Thailand 

13 

14 

15 Email: ~ ac.!J!, l ~CJ!'RCJ!1~Q~4¥.com 

16 Phone: +66-2218-5426. Fax: +66-2218-5418. 

17 

18 

19 

20 

21 

22 

23 

7 



zj'tl (m~1lvm) fiqJqJm i.:ih'iltll.l.:ir1" 
d V ) 'lltl (il1~1'€l-1n~~ Thanyada Rungrotmongkol 

1\Jb~'tl'l.lULnvi 14 January1979 

11mt.1~Lnvi Ratchaburi province 

11mt.1m"r'lnTmm11 -

lll1LL'Vl'W-1'U'1':il'UtJ Assistant Professor in Chemistry 

~tlV'Vl'lJ'W-:iTU /L'Vl'll'l"r'l'Vl /L'Vl'll'l"r'l'VlLrl~'tl'l.l~ 
" 

Department of Biochemistry, Faculty of Science, Chulalongkorn University 

254 Phayathai Rd., Patumwan, Bangkok, 10330, Thailand 

E-mail address: t hanyada.r@chula.ac.th, t.rungrotmongkol@gmail.com 

Phone Number: +66-2218-5426 

tb:::1~m1ra1n~1 

Year 

2001 

Degree 

B.Sc. in Chemistry (with First Class Honors) 

Institute 

Kasetsart University 

2006 Ph.D. in Physical Chemistry Kasetsart University 

c.Jr1.:i1m~mvi1..1 L'UtJ 11111111'll1m11:::vi'u1..1Tuw1~ 11111111'll1mmiv1U'll1~ 'Vl'W-l~B ~'Vlfi'Uvl1 (h.n.l':i:::L'Vll'lLLr1:;~1.:ith:::L'Vll'l) 

8 

1. T. Rungrotmongkol, S. Hannongbua* and A. J. Mulholland, Mechanistic study of HIV-1 reverse 

transcriptase at the active site based on QM/MM method, Journal of Theoretical and Computational 

Chemistry 2004; 3(4): 491-500. 

2. T. Rungrotmongkol, A. J. Mulholland and S. Hannongbua*, Active site dynamics and combined 

quantum mechanics/ molecular mechanics ( QM/ MM) modelling of a HIV- 1 reverse 

transcriptase/DNNdTTP complex, Journal of molecular graphics and modelling 2007; 26(1): 1-13. 

3. M. Malaisree, T. Rungrotmongkol, P. Decha, P. lntharathep, 0. Aruksakunwong, and S. Hannongbua*, 

Understanding of known drug-target interactions in the catalytic pocket of neuraminidase subtype 

Nl, Proteins 2008; 71(4): 1908-191 

4. P. Decha, T. Rungrotmongkol, P. lntharathep, M. Malaisree, 0. Aruksakunwong, C. Laohpongspaisan, 

V. Parasuk, P.Sompornpisut, S. Pianwanit, S. Kokpol and S. Hannongbua*, Source of high pathogenicity 

of an avian influenza virus HSNl: Why HS is better cleaved by furin, Biophysical Journal 2008; 95(1): 

128-134. 

5. V. Nukoolkarn, S. Saen-oon, T. Rungrotmongkol, S. Hannongbua, K. lngkaninan, K. Suwanborirux*, 

Petrosamine, a potent anticholinesterase pyridoacridine alkaloid from a Thai marine sponge Petrosia 

n. sp., Bioorganic & Medicinal Chemistry 2008; 16(13): 6560-6567. 

6. T. Rungrotmongkol, P. Decha, M. Malaisree, P. Sompornpisut, and S. Hannongbua*, Comment on 

'' Cleavage mechanism of the HSN 1 hemagglutinin by trypsin and furin'' [Amino Acids 2008, January 

31, Doi: 10.1007=s00726-007-0611-3], Amino Acids 2008; 35: 511-512. 



9 

7. P. lntharathep, C. Laohpongspaisan, T. Rungrotmongkol, A. Loisruangsin, M. Malaisree, P. Decha, 0. 

Aruksakunwong, K. Chuenpennit, N. Kaiyawet, P. Sompornpisut, S. Pianwanit, and S. Hannongbua*, 

How amantadine and rimantadine inhibit proton transport in the M2 protein channel, Journal of 

Molecular Graphics and Modelling 2008; 27(3): 342-348. 

8. T. Rungrotmongkol, V. Frecer, W. De-Eknamkul, S. Hannongbua, and S. Miertus*, Design and in silica 

screening of combinatorial library of oseltamivir analogs inhibiting neuraminidase of avian influenza 

virus H5N l. Antiviral Research 2009; 82(1):51-8. 

9. T. Rungrotmongkol, M. Malaisree, T. Udommaneethanakit and S. Hannongbua*, Comment on 

"Another look at the molecular mechanism of the resistance of HSNl influenza A virus neuraminidase 

(NA) to oseltamivir (OTV)". Biophysical Chemistry 2009; 141: 131-132. 

10. C. Laohpongspaisan, T. Rungrotmongkol, P. lntharathep, M. Malaisree, P. Decha, 0. Aruksakunwong, 

P. Sompornpisut, S. Hannongbua*, Why amantadine loses its function in influenza M2 mutants: MD 

simulations. Journal of Chemical Information and Modeling 2009; 49(4):847-52. 

11. T. Rungrotmongkol, P. Decha, P. Sompornpisut, M. Malaisree, P. lntharathep, N. Nunthaboot, T. 

Udommaneethanakit, 0 . Aruksakunwong, and S. Hannongbua*, Combined QM/MM mechanistic study 

of the acylation process in furin complexed with the HSN l avian influenza virus hemagglutinin' s 

cleavage site. Proteins: Structure, Function, and Bioinformatics 2009; 76(1): 62-71 

12. T. Rungrotmongkol, P. lntharathep, M. Malaisree, N. Nunthaboot, N. Kaiyawet, P. Sompornpisut, S. 

Payungporn, Y. Poovorawan, and S. Hannongbua*, Susceptibility of antiviral drugs against 2009 

influenza A (H1N l ) virus. Biochemical and Biophysical Research Communications 2009; 385(3):390-

4. 

13. M. Malaisree•, T. Rungrotmongkol•, N. Nunthaboot, 0. Aruksakunwong, P. lntharathep, P. Decha, P. 

Sompornpisut and S. Hannongbua*, Source of Oseltamivir Resistance in Avian Influenza H5N1 Virus 

with the H274Y Mutation. Amino Acids 2009; 37(4):725-732. 

14. T. Udommaneethanakit, T. Rungrotmongkol, U. Bren, V. Frecer and S. Miertus*, Dynamic Behavior 

of Avian Influenza A Virus Neuraminidase Subtype H5N1 in Complex with Oseltamivir, Zanamivir, 

Peramivir, and their Phosphonate Analogues, Journal of Chemical Information and Modeling 2009; 

49(10):2323-2332. 

15. T. Rungrotmongkol, T. Udommaneethanakit, M. Malaisree, N. Nunthaboot, P. lntharathep, P. 

Sompornpisut and S. Hannongbua*, How does each substituent functional group of oseltamivir lose 

its activity against virulent H5N1 influenza mutants? Biophysical Chemistry 2009; 145(1):29-36. 

16. T. Rungrotmongkol, T. Udommaneethanakit, V. Frecer, and S. Miertus, Combinatorial design of avian 

influenza neuraminidase inhibitors containing pyrrolidine core with a reduced susceptibility to viral 

drug resistance, Combinatorial Chemistry & High Throughput Screening 2010; 13(3):268-77. 

17. N. Nunthaboot, T. Rungrotmongkol, M. Malaisree, P. Decha, N. Kaiyawet, P. lntharathep, P. 

Sompornpisut, Y. Poovorawan and S. Hannongbua*, Molecular insights into human receptor binding 

to 2009 H1Nl influenza A hemagglutinin, Monatshefte fur Chemie - Chemical Monthly 2010; 

141(7):801-807. 



10 

18. T. Rungrotmongkol•, M. Malaisree•, N. Nunthaboot, P. Sompornpisut, and S. Hannongbua*, Molecular 

pred iction of oseltamivir efficiency against probable influenza A (HlNl-2009) mutants: Molecular 

modelling approach, Amino Acids 2010; 39(2):393-398. 

19. S. Phongphanphanee, T. Rungrot mongkol, N. Yoshida, S. Hannongbua, F. Hirata*, Proton t ransport 

t hrough the influenza A M2 channel: 3D- RISM study, Journal of American Chemical Society 2010; 

132(28):9782-9788. 

20. N. Nunthaboot, T. Rungrot mongkol, M. Malaisree, N. Kaiyawet, P. Decha, P. Sompornpisut, and S. 

Hannongbua* , Evolution of human receptor binding affinity of h1n1 hemagglutinins from 1918 to 

2009 pandemic influenza A virus, Journal of Chemical Information and Modeling 2010;50( 8): 1410-

1417. 

21. T. Rungrotmongkol*, N. Nunthaboot, M. Malaisree, N. Kaiyawet, P. Yotmanee, A. Meepraset and S. 

Hannongbua, Molecular Insight into the Specific Binding of ADP-ribose to the nsP3 Macro Domains of 

Chikungunya and Venezuelan Equine Encephalitis Viruses: Molecular Dynamics Simulations and Free 

Energy Ca lcu lations, Journal of Molecular Graphics and Modelling 2010;29(3):347-353. 

22. U. Arsawang, 0 . Saengsawang, T. Rungrotmongkol, P. Sornmee, K. Wittayanarakul, T. Remsungnen 

and S. Hannongbua*, How do carbon nanotubes serve as carriers for gemcitabine transport in drug 

delivery system? Journal of Molecular Graphics and Modelling 2011;29(5):591-596. 

23. P. lntharat hep, T. Rungrotmongkol, P. Decha, N. Nunthaboot, N. Kaiyawet, T. Kerdcharoen, P. 

Sompornpisut, and S. Hannongbua*, Evaluating how rimantadines control the proton gating of the 

Influenza A M2-proton port via allosteric binding outside of the M2-channel: MD simulations, Journal 

of Enzyme Inhibition and Medicinal Chemistry 2011; 26(2):162-168. 

24. T. Rungrotmongkol, U. Arsawang, C. lamsamai, A. Vongachariya, S. Dubas, U. Ruktanonchai, A. 

Soottitantawat and S. Hannongbua* , Increase dispersion and solubi lity of carbon nanotubes 

noncovalently modified by the polysaccharide biopolymer, chitosan: MD simulations, Chemical 

Physics Letter 2011;507(1-3):134-137. 

25. T. Rungrotmongkol•, P. Yotmanee•, N. Nunthaboot" and S. Hannongbua*, Computational studies of 

influenza A virus at three important target s: hemagglutinin, neuraminidase and M2 protein, Current 

Pharmaceutical Design 2011; 17( 1 7): 1720-1739. (review article) 

26. P. Sornmee, T. Rungrotmongkol, 0 . Saengsawang, U. Arsawang, T. Remsungnen and S. Hannongbua*, 

Understanding the molecular properties of doxorubicin fil ling inside and wrapping outside single

walled carbon nanotubes, Journal of Computational and Theoretical Nanosciencs 2011;8(8): 1385-

1391. 

27. J. Kongkamnerd, L. Cappelletti, A. Prandi, P. Seneci*, T. Rungrotmongkol, N. Jongaroonngamsang, P. 

Rojs itthisak, V. Frecer*, A. Mi lani, G. Cattoli, C. Terregino, I. Capua, L. Beneduce, A. Gallotta, P. Pengo, 

G. Fassina, S. Miertus, W. De-Eknamkul*, Synthesis and in vitro study of novel neuraminidase inhibitors 

against avian influenza virus, Bioorganic & Medicinal Chemistry 2012;20(6): 2152-2157 

28. P. Kongsune, T. Rungrotmongkol, N. Nunthaboot, P. Yotmanee, P. Sompornpisut, Y. Poovorawan, P. 

Wolschann and S. Hannongbua*, Molecular insights into the binding affinity and specificity of the 



11 

hemagglutinin cleavage loop from four highly pat hogenic H5Nl isolates towards the proprotein 

convertase furin, Monatshefte fur Chemie - Chemical Month ly 20 12;143(5):853-860. 

29. A. Meeprasert, W. Khuntawee, K. Kamlungsua, N. Nunthaboot, T. Rungrotmongkol*, S. Hannongbua, 

Binding pattern of the long acting neuraminidase inhibitor laninamivir toward influenza A subtypes 

HSN1 and pandemic H1Nl, Journal of Molecular Graphics and Modeling 2012;38: 148-154. 

30. C. Rungnim, U, Arsawang, T. Rungrotmongkol*, S Hannongbua, Molecular dynamics properties of 

varying amounts of the anticancer drug gemcitabine inside an open- ended single-walled carbon 

nanotube, Chemical Physics Letter 2012; 550: 99-103. 

31. A. Vongachariya, C. lamsamai, 0. Saengsawang, T. Rungrotmongkol, S. Dubas, V. Parasuk and S. 

Hannongbua* , The suface cuNature effect of single- walled carbon nanotube on its cation- TI 

interaction w ith monovalent cations, Journal of Computational and Theoretica l Nanosciencs 2012; 

9(12), 2107-2112. 

32. W. Khuntawee, T. Rungrotmongkol* and S. Hannongbua. Molecular Dynamic Behavior and Binding 

Affinity of Flavonoid Analogues to the Cyclin Dependent Kinase 6/ cyclin D Complex, Journal of 

Chemical Information and Modeling 2012;52:76-83. 

33. C. Rungnim, T. Rungrotmongkol, S. Hannongbua*, H. Okumura, Replica exchange molecular dynamics 

simulation of chitosan for drug delivery system based on carbon nanotube, Journal of Molecular 

Graphics and Modeling 2013; 39: 183-192. 

34. N. Kaiyawet, T. Rungrotmongkol * and S. Hannongbua, Probable polybasic residues inserted into the 

cleavage site of the highly pathogenic avian influenza A/HSN 1 hemagglut inin: speculation of the next 

outbreak in humans, International Journal of Quantum Chemistry 2013; 113(4), 569-573. 

35. P. Maitarad, D. Zhang*, R. Gao, L. Shi*, H. Li, L. Huang, T. Rungrotmongkol, J. Zhang, Combination of 

experimental and theoretical investigations of MnO/Ce0_9Zr0_1O2 nanorods for selective catalytic 

reduction of NO with ammonia, The Journal of Physical Chemistry C, 2013; 117(19): 9999-10006. 

36. R. Gao, D. Zhang*, P. Maitarad, L. Shi*, T. Rungrotmongkol, H. Li, J. Zhang, W. Cao, Morphology

dependent properties of MnO/ZrO2-CeO2 nanostructures for the selective catalytic reduction of NO 

with NH3, The Journal of Physical Chemistry C, 2013; 117 (20), 10502-1051. 

37. N. Nunthaboot", T Rungrotmongkol", 0. Aruksakunwong", S. Hannongbua*, Effects of protonation 

state of catalytic residues and ligands upon binding and recognition in targeted proteins of HIV-1 and 

influenza viruses, Current Pharmaceutical Design 2013; 19(23), 4276-4290. (review article) 

38. N. Kaiyawet, T. Rungrotmongkol, S. Hannongbua*, Effect of halogen substitutions on dUMP to 

stability of thymidylate synthase/dUMP/mTHF ternary complex using molecular dynamics simulation, 

Journal of Chemical Information and Modeling, 2013; 53 (6), 1315- 1323 

39. T. Rungrotmongkol, A.J. Mulholland, S. Hannongbua*, QM/MM simulations indicate that Aspl85 is 

the likely catalytic base in the enzymatic reaction of HIV-1 reverse transcriptase, Medicinal Chemistry 

Communications, 2014; 5(5): 593-596. 

40. W. Sangpheak, W. Khuntawee, P. Wolschann, P. Pongsawasdi, T. Rungrotmongkol*, Enhanced 

stability of naringenin/2,6-dimethyl ~ -cyclodextrin inclusion complex: Molecular dynamics and free 



12 

energy calculations based on MM- and QMPBSA/GBSA, Journal of Molecular Graphics and Modeling, 

2014; 50: 10-15. 

41. A Meeprasert, T. Rungrotmongkol, M.S. Li*, S Hannongbua*, In Silico screening for potent inhibitors 

against the NS3/4A protease of hepatitis C virus, Current Pharmaceutical Design, 2014; 20(21), 3465-

3477. 

42. A Meeprasert, S. Hannongbua, T. Rungrotmongkol*, Key Binding and Susceptibility of NS3/4A Serine 

Protease Inhibitors against Hepatit is C Virus, Journal of Chemical Information and Modeling, 2014, 

54(4): 1208-17. 

43. P. Maitarad, J. Han, D. Zhanga* ,L. Shi, S. Namuangruk, T. Rungrotmongkol, Structure-Activity 

Relationships of NiO on CeO2 Nanorods for Selective Catalytic Reduction of NO with NH3: 

Experimental and OFT Studies, The Journal of Physical Chemistry C, 2014; 118 (18), 9612-9620. 

44. B. Nutho, W. Khuntawee, C. Rungnim, P. Pongsawasdi, P. Wolschann, A Karpfen, N. Kungwan, T. 

Rungrotmongkol*, Binding mode and free energy prediction of fisetin/~ -cyclodextrin inclusion 

complex, Beilstein Journal of Organic Chemistry, 2014; 10, 2789-2799. 

45. T. Udommaneethanakit, T. Rungrotmongkol, V. Frecer, M. Stanislav, U. Bren*, Drugs against Avian 

Influenza A Virus: Design of Novel Sulfonate Inhibitors of Neuraminidase Nl, Current Pharmaceutical 

Design, 2014; 20(21):3478-87. 

46. A Suksuwan, L. Lomlim, T. Rungrotmongkol, T. Nakpheng, F.L. Dickert, R. Suedee*, The Composite 

Nanomaterials containing ( R)-Thalidomide-Molecularly Imprinted Polymers as a Recognition System 

for Enantioselective- Controlled Release and Targeted Drug Delivery, 

Journal of Applied Polymer Science, 2015; 132 (18): no.41930 

47. M. Ratanasak, T. Rungrotmongkol, 0. Saengsawang, S. Hannongbua, V. Parasuk, Towards the design 

of new electron donors for Ziegler- Natta catalyzed propylene polymerization using QSPR modeling. 

Polymer (United Kingdom) 2015; 56, 340-345. 

48. N. Kaiyawet, R. Lonsdale, T. Rungrotmongkol, A Mulholland, S. Hannongbua*, High-Level QM/MM 

Calculations Support the Concerted Mechanism for Michael Addition and Cova lent Complex 

Formation in Thymidylate Synthase, Journal of Chemical Theory and Computation, 2015; 11 ( 2), 

713-722. 

49. S. Sirikataramas*, A Meeprasert, T. Rungrotmongkol, H. Fuji, T. Hoshino, M. Yamazaki, K. Saito*, 

Structural insight of DNA topoisomerases I from camptothecin- producing plants revealed by 

molecular dynamics simulations, Phytochemistry, 2015; 113:50-6. 

50. P. Yotmanee, T. Rungrotmongkol, K. Wichapong, S. B. Choi, H. A Wahab*, N. Kungwan, S. 

Hannongbua*, Binding specificity of polypeptide substrates in NS2B/NS3pro serine protease of dengue 

virus type 2: A molecular dynamics Study, Journal of Molecular Graphics and Modeling 2015; 60, 24-

33. 

51. S. Kongkaew, P. Yotmanee, T. Rungrotmongkol, N. Kaiyawet, A Meeprasert, T. Kaburaki, H. Noguchi, 

F. Takeuchi, N. Kungwan, S. Hannongbua*, Molecular Dynamics Simulation Reveals the Selective 

Binding of Human Leukocyte Antigen Alleles Associated with Beh~et's Disease, PLoS One, 2015; 10(9). 



13 

52. W. Khuntawee, P. Wolschann, T. Rungrotmongkol*, J. Wong-ekkabut*, S Hannongbua, Molecular 

dynamics simulations of the interaction of Beta cyclodextrin with a lipid bilayer, Journal of Chemical 

Information and Modeling, 2015, 55(9): 1894-1902. 

53. C. Rungnim, S. Phunpee, M. Kunaseth, S. Namuangruk, K. Rungsardthong, T. Rungrotmongkol *, U. 

Ruktanonchai*, Co-salvation effect on the binding mode of the a-mangostin/~-cyclodextrin inclusion 

complex, Beilstein Journal of Organic Chemistry, 2015; 11, 2306-2317. 

54. W. Sangpheak, J. Kicuntod, R. Schuster, T. Rungrotmongkol, P. Wolschann, N. Kuawan, H. Viernstein, 

M. Mueller*, P. Pongsawasdi*, Physical properties and biological activities of hesperetin and naringenin 

in complex with methylated ~-cyclodextrin, Beilstein Journal of Organic Chemistry, 2015; 11, 2763-

2773. 

55. J. Phanich, T. Rungrotmongkol*, D. Sindhikara, S. Phongphanphanee, N. Yoshida, F. Hirata,* N. 

Kungwan, S. Hannongbua, A 3D-RISM/ RISM study of the oseltamivir binding efficiency with the wi ld

type and resistance-associated mutant forms of the viral influenza B neuraminidase, Protein Science, 

2016; 25(1), 147-158. 

56. A. Meeprasert, S. Hannongbua, N. Kungwan, T. Rungrotmongkol*, Effect of D168V Mutation in NS3/4A 

HCV Protease on Susceptibilities of Faldaprevir and Danoprevir, Molecular BioSystems, 2016, 

12(12):3666-3673. 

57. J. Kicuntod, W. Khuntawee, P. Wolschann, P. Pongsawasdi, N. Kuawan, T. Rungrotmongkol* Inclusion 

complexation of pinostrobin with various cyclodextrin derivatives, Journal of Molecular Graphics and 

Modelling, 2016; 63, 91-98. 

58. C. Rungnim, R. Chanajaree, T. Rungrotmongkol, S. Hannongbua, N. Kungwan, P. Wolschann, A. 

Karpfen*, V. Parasuk*, How strong is the edge effect in the adsorption of anticancer drugs on a 

graphene cluster?, Journal of Molecular Modeling, 2016; 22(4) 

59. W. Khuntawee, T. Rungrotmongkol, P. Wolschann, P. Pongsawasdi, N. Kungwan, H. Okumura*, S. 

Hannongbua* , Conformation study of E-cyclodextrin: Replica exchange molecular dynamics 

simulations, Carbohydrate Polymer, 2016, 141; 99-105. 

60. N. Schaduangrat, J. Phanich, T. Rungrotmongkol, H. Lerdsamran, P. Puthavathana, S. Ubol*, The 

significance of naturally occurring neuraminidase quasispecies of H5N1 avian influenza virus on 

resistance to oseltamivir: a point of concern, Journal of General Virology, 2016; 97(6):1311-23. 

61. W. Karnsomwan, T. Rungrotmongkol, W. De-Eknamkul, S. Chamni*, In silica structural prediction of 

human steroid 5a-reductase Type II, Med. Chem. Res. 2016; 25(6), 1049-1056. 

62. R. Daengngern, C. Prommin; T. Rungrotmongkol, V. Promarak, P. Wolschann, N. Kungwan*, 

Theoretical investigation of 2-( iminomethyl) phenol in the gas phase as a prototype of ultrafast 

excited-state intramolecu lar proton transfer, Chemical Physics Letters, 2016; 657, 113-118. 

63. C. Rungnim, T. Rungrotmongkol*, N. Kungwan, S. Hannongbua, Protein-protein interactions between 

SWCNT/ chitosan/ EGF and EGF receptor: A model of drug delivery system, Journal of Biomolecular 

Structure & Dynamics, 2016, 34(9):1919-1929. 



14 

64. J. Phanich, T. Rungrotmongkol*, N. Kungwan, S. Hannongbua*, Role of R292K mutation in influenza 

H7N9 neuraminidase toward oseltamivir susceptibility: MD and MM/PB(GB)SA study, Journal of 

Computer-Aided Molecular Design , 2016, 30(10), 917-926 

65. S. Tantong, 0. Pringsulaka, K. Weerawanich, A. Meeprasert, T. Rungrotmongkol, R. Sarnthima, S. 

Roytrakul, S. Sirikantaramas. Two novel antimicrobial defensins from rice ident ified by gene 

coexpression network analyses. Peptides, 2016, 84, 7-16. 

66. F.N. Sabri, H. Monajemi, S.M. Zain, P.S. Wai, T. Rungrotmongkol, V.S. Lee, Molecular conformation 

and UV-visible absorption spectrum of emeraldine salt polyaniline as a hydrazine sensor, Integrated 

Ferroelectrics, 2016, 175(1): 202-210. 

67. C. Rungnim, T. Rungrotmongkol, R. Poo-arporn*, pH-controlled doxorubicin anticancer loading and 

release from carbon nanotube noncovalently modified by chitosan: MD simulations, Journal of 

Molecular Graphics and Modelling, 2016, 70, 70-76. 

68. V.T. Phuong, T. Chokbunpiam*, S. Fritzsche, T. Remsungnen, T. Rungrotmongkol, C. Chmelik, J. Caro, 

S. Hannongbua*, Methane in Zeolitic lmidazolate Framework ZIF- 90: Adsorption and Diffusion by 

Molecular Dynamics and Gibbs Ensemble Monte Carlo, Microporous & Mesoporous Materials, 2016, 

235, 69-77. 

69. W. Jetsadawisut, B. Nutho, A. Meeprasert, T. Rungrotmongkol,* N. Kungwan, P. Wolschann, S. 

Hannongbua*, Susceptibility of inhibitors against 3C Protease of Coxsackievirus A16 and Enterovirus 

A71 Causing Hand, Foot and Mouth Disease: A Molecular Dynamics Study, Biophysical Chemistry, 

2016, 219, 9-16. 

70. P. Wongpituk, B. Nutho, W. Panman, N. Kungwan, P. Wolschann, T. Rungrotmongkol* , N. 

Nunthaboot* , Structural dynamics and binding free energy of neral- cyclodextrins inclusion 

complexes: Molecular dynamics simulation, Molecular Simulation, 2017, 43(13-16), 1356-1363 

71. W. Karnsomwan, P. Netcharonensirisuk, T. Rungrotmongkol, W. De-Eknamkul, S. Chamni*, Synthesis, 

Biological Evaluation and Molecular Docking of Avicequinone C Analogues as Potential Steroid 5U

Reductase Inhibitors, Chemical & Pharmaceutical Bulletin, 2017, 65(3): 253-260. 

72. D. Saeloh, M. Wenzel, T. Rungrotmongkol, L. Hamoen, S. Voravuthikunchai, V. Tipmanee*, Effects of 

rhodomyrtone on Gram-positive bacterial tubulin homologue FtsZ, Peer J., 2017, 2;5:e2962. 

73. B. Nutho, N. Nunthaboot*, P. Wolschann, N. Kungwan, T. Rungrotmongkol*, Metadynamics supports 

molecular dynamics simulation-based binding affinities of eucalyptol and beta-cyclodextrins 

inclusion complexes, RSC Advances, 2017, 7(80), 50899-50911. 

74. S. Thompho, T. Rungrotmongkol, Oraphan Saengsawang, S. Hannongbua*, A Computational Study 

of Adsorption of Divalent Metal Ions on Graphene Oxide, Songklanakarin Journal of Science and 

Technology, 2017, 39(6):773-778 

75. W. Khuntawee, M. Kunaseth*, C. Rungnim, S. lntagorn, P. Wolschann, N. Kungwan, T. 

Rungrotmongkol*, S. Hannongbua, Comparison of Implicit and Explicit Salvation Models for /ota

Cyclodextrin Conformation Analysis from Replica Exchange Molecular Dynamics, Journal of Chemical 

Information and Modeling, 2017, 57 (4): 778-786. 



15 

76. B. Nutho, A Meeprasert, M. Chulapa, N. Kungwan, T. Rungrotmongkol*, Screening of Hepatitis C 

NS5B polymerase Inhibitors Containing Benzothiadiazine Core: A Steered Molecular Dynamics, 

Journal of Biomolecular Structure & Dynamics, 2017; 35(8): 1743-1757. 

77. S. Kruawan, M. Ratanasak, R. Chanajaree, T. Rungrotmongkol, 0. Saengsawang, V. Parasuk, 

N. Kungwan, S. Hannongbua*, Ethylene insertion in the presence of new alkoxysilane electron 

donors for ziegler- natta catalyzed polyethylene, Computational and Theoretical Chemistry, 2017, 

1112: 10-19. 

78. S. Raza, G. Sanober, T. Rungrotmongkol, S.S. Azam*, The Vitality of Swivel Domain Motion in 

Performance of Enzyme I of Phosphotransferase System; A Comprehensive Molecular Dynamic Study, 

Journal of Molecular Liquids, 2017, 242: 1184-1198. 

79. P. Mahalapbutr, P. Chusuth, N. Kungwan, W. Chavasiri, P. Wolschann, T. Rungrotmongkol*, Molecular 

recognit ion of naphthoquinone-containing com pounds against human DNA topoisomerase Ila ATPase 

domain: A molecular modeling study, Journal of Molecular Liquids, 2017, 247, 374-385. 

80. K. Nusai*, P. Doungdee, T. Rungrotmongkol, Study of drug likeness of praziquantel derivatives for 

the inhibit ion of thioredoxin peroxidase and aspartic protease in opisthorchis viverrini by molecular 

docking method, KM/TL Sci. Tech. J., 2017, 17(1): Jan.-Jun. 

81. W. Panman, B. Nutho, S. Chamni, S. Dokmaisrijan, N. Kungwan, T. Rungrotmongkol*, Computational 

Screening of Fatty Acid Synthase Inhibitors Against Thioesterase Domain, Journal of Biomolecular 

Structure and Dynamics 2018, 36(15), 41 14-4125 

82. P. Mahalapbutr, B. Nutho, P. Wolschann, N. Kungwan, T. Rungrotmongkol*, Molecular Insights into 

Inclusion Complexes of Mansonone E and H Enantiomers with various ~-cyclodextrins, Journal of 

Molecular Graphics and Modeling, 2018, 79, 72-80 

83. N. Ehsan, S. Ahmad, R. Uddin, T.Rungrotmongkol, S.S. Azam*, Proteome-wide identification of 

epitope-based vaccine candidates against mult i-drug resistant Proteus mirabilis, Biologicals 2018, 55, 

27-37 

84. S. Thompho, 0. Saengsawang, T. Rungrotmongkol, N. Kungwan, S. Hannongbua*, Structure and 

Electronic Properties of Deformed Single-Walled Carbon Nanotubes: Quantum Calculations, 

Structural Chemistry, 2018, 29(1): 39-47 

85. J. Kicuntod, W. Sangpheak, M. Mueller*, P. Wolschann, H. Viernstein, S. Yanaka, K. Kato, W. Chavasiri, 

P. Pongsawasdi, N. Kungwan, T. Rungrotmongkol* , Physical and biological properties of 

pinostrobin/~-cyclodextrins inclusion complexes, Scientia Pharmaceutica, 2018, 86(5), 1-15. 

86. P. Srivarangkul, W. Yuttithamnon, A Suroengrit, S. Pankaew, K. Hengprasartporn, T. Rungrotmongkol, 

P. Phuwaphriasirisarn, A Balasubramanian, R. Padmanabhan, S. Boonyasuppayakorn*, A novel 

flavanone derivative inhibits dengue virus fusion and infectivity, Antiviral Research, 2018, 151:27-38. 

87. Y. Asad, S. Ahmad, T. Rungrotmongkol, S.S. Azam*, lmmuno-informatics Driven Proteome-wide 

Investigation Revealed Novel Peptide-based Vaccine Targets Against Emerging Multiple Drug Resistant 

Providencia stuartii, Journal of Molecular Graphics and Modeling, 2018, 80, 238-250 



16 

88. S. Meephon, T. Rungrotmongkol, N. Kaiyawet, S. Puttamat, V. Pavarajarn*, Surface-dependence of 

adsorption and its influence on heterogeneous photocatalytic reaction: A case of photocatalytic 

degradation of linuron on zinc oxide, Catalysis Letter, 2018, 148: 873-881. 

89. S. Ahmad, S. Raza, Qurat-ul-Ain, T. Rungrotmongkol, S.S. Azam*, From phylogeny to protein 

dynamics: A computational hierarchy quest for potent drug identification against an emerging 

enteropathogen "Yersinia enterocolitica", Journal of Molecular Liquids, 2018, 265: 372-389 

90. C. Hanpaibool, T. Chakcharoensap, Arifin, Y. Hijikata, S. Irle, P. Wolschann, N. Kungwan, P. Pongsawasdi, 

P. Ounjai*, T. Rungrotmongkol* , Theoretical analysis of orientations and tautomerization of genistein 

in ~-cyclodextrin, Journal of Molecular Liquids, 2018, 265: 16-23. 

91. T. Rungrotmongkol*, T. Chakcharoensap, P. Pongsawasdi, N. Kungwan, P. Wolschann, The inclusion 

complexation of daidzein with ~ -cyclodextrin and 2,6-dimethyl-~-cyclodextrin: a theoretical and 

experimental study, Monatshejte fur Chemie - Chemical Monthly, 2018, 149(10), 1739-1747 

92. N. Kongtaworn, N. Hirun, V. Tantishaiyakul, T. Rungrotmongkol, S. Dokmaisrijan*, Molecular 

Aggregation of Four Modified Xyloglucan Models in Aqueous Solution, Chiang Mai University Journal 

of Natural Sciences, 2018, 45(5), 2201-2210 

93. A. Maiuthed, N. Bhummaphan, S. Luanpitpong, A. Mutirangura, C. Aporntewan, A. Meeprasert, T. 

Rungrotmongkol, Y. Rojanasakul, P. Chanvorachote*, Nitric oxide promotes cancer cell 

dedifferentiation by disrupting an Oct4: caveolin-1 complex: A new regulatory mechanism for cancer 

stem cell formation, Journal of Biological Chemistry, 2018, 293 (35), 13534-13552, DOI: 

10.1074/jbc.RAl 17.000287 

94. N. Jiwalak, R. Daengngern, T. Rungrotmongkol, S. Jungsuttiwong, S. Namuangruk, N. Kungwan, S. 

Dokmaisrijan*, A spectroscopic study of indigo dye in aqueous solution: A combined experimental 

and TO-OFT study, Journal of Luminescence, 2018, 204, 568-572 

95. P. Kanyaboon, T. Saelee, A. Suroengrit, K. Hengphasatporn, T. Rungrotmongkol, W. Chavasiri, S. 

Boonyasuppayakorn*, Cardol triene inhibits dengue infectivity by targeting kl loops and preventing 

envelope fusion, Scientific Report, 2018, 8(1):16643 

96. J. Phanich, S. Threeracheep, N. Kungwan, T. Rungrotmongkol*, S. Hannongbua, Glycan binding and 

specificity of viral influenza neuraminidases by classical molecular dynamics and replica exchange 

molecular dynamics simulations, Journal of Biomolecular Structure & Dynamics, 2019, 37(13):3354-

3365 

97. K. Hengphasatporn, N. Kungwan, T. Rungrotmongkol*, Binding pattern and susceptibility of 

epigallocatechin gallate against envelope protein homodimer of Zika virus: A molecular dynamics 

study, Journal of Molecular Liquids, 2019, 274, 140-147 

98. K. Sangpheak, M. Mueller, N. Darai, P. Wolschann*, C. Suwattanasophon, R. Ruga, W. Chavasiri, S. 

Seetaha, K. Choowongkomon, N. Kungwan, C. Rungnim, T. Rungrotmongkol*, Computational 

screening of chalcones acting against topoisomerase Ila and t heir cytotoxicity towards cancer cell 

lines, Journal of Enzyme Inhibition and Medicinal Chemistry, 2019, 34(1), 134-143 

99. P. Mahalapbutr, K. Thitinanthavet, T. kedkham, N. Huy, T. Le,S. Dokmaisrijan, L. Huynh, N. Kungwan, 

T. Rungrotmongkol* , A theoretical study on the molecular encapsulation of luteolin and 



17 

pinocembrin with various derivatized beta-cyclodextrins, Journal of Molecular Structure, 2019, 1180, 

480-490 

100.S. Kongkaew, T. Rungrotmongkol*, C. Punwong, H. Noguchi, F. Takeuchi, N. Kungwan, P. Wolschann, 

S. Hannongbua*, Interactions of HLA-DR and Topoisomerase I Peptide Modulated Genetic Risk for 

Diffuse Cutaneous Systemic Sclerosis, Scientific Reports, 2019, 9, 745 

101.H.A.A. Karim, T. Rungrotmongkol, S.M. Zain, N.A. Rahman, C. Tayapiwattana, V.S. Lee*, Designed 

Ant iviral Ankyrin - A Computational Approach to Combat HIV-1 via Intracellular Pathway by Targetting 

the Viral Capsid of HIV-1 , Journal of Molecular Liquids, 2019, 277, 63-69 

102.W. Panman, P .Mahalapbutr, 0. Saengsawang, C. Rungnim, N. Kungwan, T. Rungrotmongkol*, S. 

Hannongbua*, Conjugated biopolymer-assisted the binding of polypropylene toward single-walled 

carbon nanotube: A molecular dynamics simulation, Chiang Mai University Journal of Natural 

Sciences, 2019, 46(X): 1-11 

103.K. Kerdpol, J. Kicuntod, P. Wolschann, S. Mori, C. Rungnim, M. Kunaseth, H. Okumura, N. Kungwan*, 

T. Rungrotmongkol*, Cavity Closure of 2-Hydroxypropyl-8 -cyclodextrin: Replica Exchange Molecular 

Dynamics Simulations, Polymers, 2019, 11, 145 

104.J. Kammarabut, P. Mahalapbutr, B. Nutho, N. Kungwan, T. Rungrotmongkol*, Lower susceptibility of 

asunaprevir against R155K and D168A single mutations in HCV NS3/4A protease by molecular 

dynamics simulation, Journal of Molecular Graphics and Modelling, 2019, 89, 122-130 

105.K. Sangpheak, L. Tabtimmai, S. Seetaha, C. Rungnim, W. Chavasirid, P. Wolschann, K. 

Choowongkomon, T. Rungrotmongkol', Biological evaluation and molecular dynamics simulation of 

chalcone derivatives as EGFR-tyrosine kinase inhibitors, Molecules, 2019, 24(6), 1092 

106.B. Nutho, A.J. Mulholland*, T. Rungrotmongkol*, Quantum Mechanics/Molecular Mechanics (QM/MM) 

Calculations Support a Concerted Reaction Mechanism for the Zika Virus NS2B/NS3 Serine Protease 

with Its Substrate, Journal of Physica l Chemistry B, 2019, 123, 13, 2889-2903 

107.P. Mahalapbutr, P. Wonganan', W. Chavasiri, T. Rungrotmongkol', Butoxy mansonone G inhibits STAT3 

and Akt signaling pathways in non-small cell lung cancers: Combined experimental and theoretical 

investigations, Cancers, 2019, 11, 437 

108.W. Hotarat, C. Rungnim, P. Wolschann, N. Kungwan, T. Rungrotmongkol*, S. Hannongbua*, 

Encapsulation of alpha-mangostin and hydrophilic beta-cyclodextrins revealed by all-atom molecular 

dynamics simulations, Journal of Molecular Liquids, 2019, 288, 110965 

109.S. Meephon, T. Rungrotmongkol, S. Puttamat, V. Pavarajarn*, Heterogeneous photocatalytic 

degradation of diuron on zinc oxide: Influence of surface-dependent adsorption on kinetics, 

degradation pathway, and toxicity of intermediates, Journal of Environmental Science, 2019, 84, 97-

111 

110.S. Ubonprasert, J. Jaroensuk, W. Pornthanakasem, N. Kamonsutthipaijit, P. Wongpituk, P. Mee-udorn, 

T. Rungrotmongkol, 0. Ketchart, P. Chitnumsub, U. Leartsakulpanich, P. Chaiyen, S. Maenpuen*, A 

flexible flap motif of human cytosolic serine hydroxymethyltransferase is important for quaternary 

structure stabilization, cofactor and substrate binding, and control of product release, Journal of 

Biological Chemistry, 2019, 294(27):10490-10502 



18 

111. B. Nutho, A.J. Mulholland*, T. Rungrotmongkol*, Reaction Mechanism of Zika Virus NS2B/NS3 Serine 

Protease Inhibition by Dipeptidyl Aldehyde: A QM/MM Study, Physical Chemistry Chemical Physics, 

2019, 21(27), 14945-14956 

112. P. Mahalapbutr, N. Darai, W. Pan man, A. Opasmahakul, N. Kungwan, S. Hannongbua, T. 

Rungrotmongkol*, Atomistic mechanisms underlying the activation of G protein- coupled sweet 

receptor heterodimer mediated by sugar alcohol recognition:A molecular dynamics study, Scientific 

Reports, 2019, 9, 10205 

113.C. Yibcharoenporn, P. Chusuth, T. Rungrotmongkol, W. Chavasiri, V. Chatsudthipong, C. Muanprasat*, 

Discovery of a novel chalcone derivative inhibiting CFTR chloride channel via AMPK activation and its 

anti-diarrheal application, Journal of Pharmacologica l Sciences, 2019, 140(3), 273 

114. B. Nutho, T. Rungrotmongkol *, Binding Recognition of Substrates in NS2B/NS3 Serine Protease of 

Zika virus Revealed by Molecular Dynamics Simulations, Journal of Molecular Graphics and Modelling, 

2019, 2(92), 227-235 

115.T. Kaburaki, H. Nakahara, T. Tanaka, K. Okinaga, H. Kawashima, Y. Hamasaki, T. Rungrotmongkol, S. 

Hannongbua, H. Noguchi, M. Aihara, F. Takeuchi, Lymphocyte proliferation induced by high-affinity 

peptides for HLA-B*51:01 in Behr;:et's uveitis, PLoS ONE, 2019, 14(9), e0222384 

116.P. Mahalapbutr, P. Wonganan, T. Charoenwongpaiboon, W. Chavasiri, M. Prousoontorn, T. 

Rungrotmongkol*, Inclusion complexes of mansonone G with ~-cyclodextrins: Molecular modeling, 

phase solubility, characterization, and cytotoxicity. Biomolecules, 2019, 9(10), 545 

117. T. Boonma, 8. Nutho, T. Rungrotmongkol, N. Nunthaboot*, Understanding of the drug resistance 

mechanism of hepatitis C virus NS3/4A to Paritaprevir due to D168N/Y mutations: A molecular 

dynamics simulation perspective, Computational Biology and Chemistry. 2019, 83, 107154 

118.K. Sanachai, P. Mahalapbutr, K. Choowongkomon, R.P. Poo-arporn, P. Wolschann, T. Rungrotmongkol*, 

Insights into the binding recognition and susceptibility of tofacitinib toward Janus kinases, ACS Omega, 

2019, 5, 369-377 

119.C. Hanpaibool, M. Leelawiwat, K. Takahashi, T. Rungrotmongkol*, Source of oseltamivir resistance 

due to single E119D and double E119D/H274Y mutations in pdm09H1Nl influenza neuraminidase, 

Journal of Computer-Aided Molecular Design, 2020, 34(1):27-37 

120.S. Rattanaphan, T. Rungrotmongkol, P. Kongsunea*, Biogas improving by adsorption of CO2 on 

modified and unmodified waste tea activated carbon, Renewable Energy, 2020, 622-631 

121.K. Hengphasatporn, A. Garon, P. Wolschann, T. Langer, S. Yasuteru, T.H.N. Thanh, W. Chavasiri, T. 

Saelee, S. Boonyasuppayakorn, T. Rungrotmongkol*, Multiple Virtual Screening Strategies for the 

Optimization of the Novel Compound Against Dengue Virus: A Drug Discovery Study, Sci. Pharm., 

2020, 88, 2 

122.A. Sangkaew, N. Samritsakulchai, K. Sanachai, T. Rungrotmongkol, W. Chavasiri, C. Yompakdee*, Novel 

human carbonic anhydrase isozyme II inhibitors from Murraya paniculata detected by a resazurin 

yeast-based assay, Journal of Microbiology and Biotechnology, 2020, 30(4):552-560 

123.S. Kitdumrongthum, S. Reabroi, K. Suksen, P. Tuchinda, B. Munyoo, P. Mahalapbutr, T. 

Rungrotmongkol, P. Ounjai, A. Chairoungdua*, Inhibition of topoisomerase Ila and induction of DNA 



19 

damage in cholangiocarcinoma cells by altholactone and its halogenated benzoate derivatives, 

Biomedicine & Pharmacotherapy, 2020, 127, 110149 

124.K. Petsri, M. Yokoya, S. Tungsukruthai, T. Rungrotmongkol, B. Nutho, C. Vinayanuwattikun, N. Saito, 

M. Takehiro, R. Sato, P. Chanvorachote, Structure-Activity Relationships and Molecular Docking 

Analysis of Mcl-1 Targeting Renieramycin T Analogues in Patient-derived Lung Cancer Cells, Cancers 

2020, 12(4), 875 

125.K. Hengphasatporn, K. Plaimas, A. Suratanee, P. Wongsriphisant, J.-M. Yang, Y. Shigeta, W. Chavasiri, S. 

Boonyasuppayakorn, T. Rungrotmongkol*, Target Identification using Homopharma and Network

based Method for Predicting Compounds against Dengue Virus-Infected Cell, Molecules 2020, 25(8), 

1883 

126.J. Kammarabutr, P. Mahalapbutr, H. Okumura, P. Wolschann, T. Rungrotmongkol*, Structural 

dynamics and susceptibility of anti-HIV drugs against HBV reverse transcriptase, Journal of 

Biomolecular Structure and Dynamics 2020, 20, 10-10 

127.B. Nuthoa, P. Mahalapbutra, K. Hengphasatporn, N.C. Pattaranggoon, N. Simanon, Y. Shigeta, S. 

Hannongbua, T. Rungrotmongkol*, Why Are Lopinavir and Ritonavir Effective against the Newly 

Emerged Coronavirus 2019? Atomistic Insights into the Inhibitory Mechanisms, Biochemistry, 2020, 59, 

18, 1769-1779 

128.E. Lythell, R. Suardiaz, P. Hinchliffe, C. Hanpaibool, S. Visitsatthawong, S. Oliveira, E. Lang, P. 

Surawatanawong, V.S. Lee, T. Rungrotmongkol, N. Fey, J. Spencer*, A.J. Mulholland*, Resistance to 

the "Last Resort" Antibiotic Colistin: A Single-Zinc Mechanism for Phosphointermediate Formation in 

MCR Enzymes, Chem. Commun., 2020, 56, 6874-6877 

129.W. Hotarat, B. Nutho, P. Wolschann, T. Rungrotmongkol*, S. Hannongbua*, Delivery alpha-mangostin 

using cyclodextrins through a biological membrane: Molecular dynamics simulation, Molecules, 2020, 

25, 2532 

130. B. Nutho, S. Pengthaisong, A. Tankrathok, V.S. Lee, J.RK. Cairns*, T. Rungrotmongkol *, S. 

Hannongbua*, Structural and Energetic Basis for ~-Glucosidase Specificity of 

Os3BGlu7 by High Structural Similarity of Glucoimidazole and Mannoimidazole 

Binding, Biomolecules, 2020, 10(6): 907 

131. P. Mahalapbutr, V.S. Lee, T. Rungrotmongkol *, Binding hot spot and activation mechanism of 

maltitol and lactitol toward human T1R2-T1R3 sweet taste receptor, Journal of Agricultural and Food 

Chemistry, 2020, 68(30), 7974-7983 

132.P. Mahalapbutra, M. Sangkhawasib, J. Kammarabutra, S. Chamni*, T. Rungrotmongkol*, Rosmarinic 

acid as a potent influenza neuraminidase inhibitor: In vitro and in silica study, Current Topics in 

Medicinal Chemistry, 2020, 20, 2046-2055 

133.S. Boonyasuppayakorn*, T. Saelee, P. Visitchanakun, A. Leelahavanichkul, K. Hengphasatporn, Y. 

Shigeta, T.N.T Huynh, J.J.H Chu, T. Rungrotmongkol, W. Chavasiri, Dibromopinocembrin and 

dibromopinostrobin are potential anti-dengue leads with mild animal toxicity, Molecules, 2020, 25, 

4154 



20 

134.P. Mahalapbutr, N. Kongtaworn, T. Rungrotmongkol*, Structural Insight into the Recognition of S

Adenosyl-L-Homocysteine and Sinefungin in SARS-CoV-2 Nsp16/Nsp10 RNA Cap 2' -O

Methyltransferase, Computational and Structural Biotechnology Journal, 2020, 18, 2766-2773 

135.N. Darai, P. Mahalapbutr, K. Sangpheakl, C. Rungnim, P. Wolschann, N. Kungwan, T. 

Rungrotmongkol*, In silica screening of chalcones against Epstein-Barr virus nuclear antigen 1 

protein, Songklanakarin J. Sci. Technol. 2020, 42 (4), 802-810 

136.H.S.H. Soe, P. Mahalapbutr, N. Kongtaworn, T Rungrotmongkol, S. Chamni, P. Jansook*, The 

investigation of binary and ternary sulfobutylether-~-cyclodextrin inclusion complexes with 

asiaticoside in solution and in solid state, Carbohydrate Research, 2020, 498, 108190 

137.T. Somboon, P. Mahalapbutr, K. Sanachai, P. Maitarad, V.S. Lee, S. Hannongbua, T. Rungrotmongkol*, 

Computational study on peptidomimetic inhibitors against SARS-CoV-2 main protease, Journal of 

Molecular Liquids, 2021, 322, 114999 

138.Q. Sun, K. Jin, Y. Huang, J. Guo, T. Rungrotmongkol, P. Maitarad*, C. Wang*, Influence of 

conformational change of chain unit on the intrinsic negative thermal expansion of polymers, Chinese 

Chemical Letters, 2021 DOI: 10.1016/ j.cclet.2020.09.046 

139.K. Verma, P. Mahalapbutr, A. Auepattanapong, 0 . Khaikate, C. Kuhakarn, K. Takahashi, T. 

Rungrotmongkol*, Molecular Dynamics Simulations on Sulfone Derivatives in Complex with DNA 

Topoisomerase Ila ATPase Domain, Journal of Biomolecular and Structure Dynamics, 2021 DOI: 

10.1080/07391102.2020.1831961 

140.J. Jewboonchu, J. Saetang, D. Saeloh, T. Siriyong, T. Rungrotmongkol, S.P. Voravuthikunchai, V. 

Tipmanee*, Atomistic insight and modeled elucidation of conessine towards Pseudomonas 

aeruginosa efflux pump, Journal of Biomolecular Structure and Dynamics, 2021, 

DOI: 10.1080/07391102.2020.1828169 

141.T. Roongcharoen, S. lmpeng, C. Chitpakdee, T. Rungrotmongkol, T. Jitwatanasirikul, S. Jungsuttiwong, 

S. Namuangruk·, Intrinsic property and catalytic performance of single and double metal atoms 

incorporated g-C3N4 for 02 activation: A DFT insight, Applied Surface Science, 2021, 541, 148671 

142.T. Tanawattanasuntorn, T. Thongpanchang, T. Rungrotmongkol, C. Hanpaibool, P. Graidist, V. 

Tipmanee*, (-)-Kusunokinin as a potential aldose reductase inhibitor: Equivalency observed via 

AKR1B1 dynamics simulation, ACS Omega, 2021, 6, 1, 606-614 

143.P. Murali, K. Verma, T. Rungrotmongkol, V.T. Perarasu, K Ramanathan*, Targeting the Autophagy 

Specific Lipid Kinase VPS34 for Cancer Treatment: An Integrative Repurposing Strategy, The Protein 

Journal, 2021, doi.org/10.1007/s10930-020-09955-4 (Quartile score:-, Impact factor 2018: 1.097) 

144.T. Boonma, B. Nutho, N. Darai, T. Rungrotmongkol, N. Nunthaboot*, Exploring of paritaprevir and 

glecaprevir resistance due to A156T mutation of HCV NS3/4A protease: Molecular dynamics 

simulation study, Journal of Biomolecular Structure & Dynamics, 2021 

10.1080/07391102.2020.1869587 (Quartile score: Q2, Impact factor 2018: 2.924) 

145.W. lnnok, A. Hiranrat, N. Chana, T. Rungrotmongkol, P. Kongsune*, In silica and in vitro anti-AChE 

activity investigations of consituents from Mytragyna speciosa for Alzheimer' s disease treatment, 

Journal of Computer-Aided Molecular Design, 2021, doi.org/10.1007 /s10822-020-00372-4 



21 

146.K. Karnchanapandh, C. Hanpaibool, P. Mahalapbutr, T. Rungrotmongkol*, Source of oseltamivir 

resistance due to single E276D, R292K, and double E276D/R292K mutations in H10N4 influenza 

neuraminidase, Journal of Molecular Liquids, 2021 , 326, 115294 

147.K. sangpheak, D. Waraho-Zhmayev, K. Haonoo, S. Torpaiboon, T. Teacharsripaiboon, T. 

Rungrotmongkol, R. Poo-arporn*, Investigation of interactions between binding residues and 

solubi lity of grafted humanized anti-VEGF lgG antibodies expressed as full-length format in the 

cytoplasm of a novel engineered E.coli SHuffle strain, RCS Advances, 2021 accepted 

148.N. Bhat, B. Nutho, A. Vangnai, K. Takahashi, T. Rungrotmongkol*, Substrate binding mechanism of 

glycerophosphodiesterase towards organophosphate pesticides, Journal of Molecular Liquids, 2021, 

329 115526 

149.K. Kerdpol, R. Daengngern, C. Sattayanon, S. Namuangruk, T. Rungrotmongkol, P. Wolschann, N. 

Kungwan*, S. Hannongbua*, Effect of Water Microsolvation on Excited-State Proton Transfer of 3-

Hydroxyflavone Enclosed in V-Cyclodextrin, Molecules, 2021, 26(4), 843 

150.K. Sanachaia, T. Aiebchuna, P. Mahalapbutr, S. Seetaha, L. Tabtimmai, P. Maitarad, I. Xen icacis, A. 

Geronikaki, K. Choowongkomon, T. Rungrotmongkol*, Discovery of novel JAK2 and EGFR inhibitors 

from thiazole derivatives, RSC Medicinal Chemistry, 2021 accepted (Prof#5) 

151. K. Verman, P. Mahalapbutr, U. Suriya, T. Somboon, T. Aiebchun, L. Shi, P. Maitarad, T. 

Rungrotmongkol*, Exploring DNA GyraseB Inhibitors for the Treatment of Clostridium difficile 

Infection from PhytoHub database using Computational Strategy, Brazilian Archives of Biology and 

Technology, 2021, accepted 

152. H.E. Putri, B. Nutho, T. Rungrotmongkol, B. Sritularak, C., Vinayanuwattikun, P. Chanvorachote, A 

Bibenzyl Analogue DS-1 Inhibits MDM2-mediated p53 Degradation and Sensitizes Apoptosis in Lung 

Cancer Cells, Phytomedicine, 2021 accepted 

153.T. Aiebchun, P. Mahalapbutr, A. Auepattanapong, 0 . Khaikate, S. Seetaha, L. Tabtimmai, C. Kuhakarn, 

K. Choowongkomon*, T. Rungrotmongkol*, Identification of vinyl su lfone derivatives as EGFR 

tyrosine kinase inhibitor: In vitro and in silico studies, Molecules, 2021 26, 2211 

154.P. Satapornpong, J. Pratoomwun, P. Rerknimitr, J. Klaewsongkram, N. Nakkam, T. Rungrotmongkol, 

P. Konyoung, N. Saksit, A. Mahakkanukrauh, W. Amornpinyo, U. Khunarkornsiri, T. Tempark, K. 

Wantavornprasert, P. Jinda, N. Koomdee, T. Jantararoungtong, T. Rerkpattanapipat, C.W. Wang, D. 

Naisbitt, W. Tassaneeyakul, M. Pirmohamed, W.H. Chung, C. Sukasem, HLA-8*13:01 is a predictive 

marker of dapsone-induced severe cutaneous adverse reactions in Thai patients, Frontiers in 

Immunology, 2021, accepted 

155.P. Mahalapbutr, C. Phongern, N. Kongtaworn, S. Hannongbua, T. Rungrotmongkol*, Molecular 

encapsulation of a key odor-active 2-acetyl-l-pyrroline in aromatic rice with ~-cyclodextrin 

derivatives, Journal of Molecular Liquids, 2021 accepted 



bb V!ci-:J'Vl'W 
' 

V11Vlti1 bf11-:Jfl11 

~1'W-:J1'W 

., 

~qjqj1L"1'1J'V1 CU_ GR_ 62 _96 _ 23 _ 35 

m1tmrne:ie:iTIG1'Vl'W'Uhb&i'W EGFR TK ~iim1nmt1'W'Wfi bbG1~A'UV11l:111~ii~'VlB~1'U 

l.l~b ~-:i : m1f'im~1~11t1F1Bl.JW1b91B1bb~~m11'Vl\91G1e:i-:i 1 'U'IXe:i-:i'l.J5'U~m1 

'Vl'W1it1 ne:i-:i'Vl'U,r'IJ\911.fo~nal.l ln'IJ 'l.J1~-.S1u-:i'U'l.J1~mru 2562 
' ' 

~-d1t1f'11amT<il11~ \911.5'ruru\911 ~-:ih'<iltlmF1G1 
\I QJ OJ , 

~ d d ~ < 
Jl1fl1'1J1'1J1bfll.J flUJ~1'Vlt11f'11l:1911 

1. (;JG1fl11\?11b'W'W-:J1'U\,l-:Jbb~b~B'U \9lG11fll.J 'Vtf'l. 2562 '1-:Jb~B'U fl'Utl1tl'U 'W.f'l. 2563 
' 

2. a1'l.J'U'Vlfl\91 ~e:i 
' 

(.n1~1l'Vlt1) \,l1f'Ufl11b'<il~~b~'U b9l'IJB-:Jb61lG11;l'V1f:J1 (EGFR) b'U'U 1 th&i'W~iin11bbl:1\91-:JBBnmn 1 'Ul-l~b ~-:i'Vlmt1 

'IJ'W\91 6iI-:il~f'Um1wa'<iltl11 b 'U'U 1 'l.J1&im u1V1mt1~ii'l.J1~i1'Vlfim'Wa-:ici'1V1fomfo~111fll.l~b ~-:i 1 'WU'<il'<ilU'Wt11 me:i1 
\I \I ' 

favl-u'U (erlotinib) i \91b 1J'Ut11'V1ii'l.J1~i1'Vli5.n1'W1 'Ufl11tJrnT-:im1'V11-:J1'W6/JB-:J 1 'l.J1&i'W EGFR 611-:il~tl'1~J11 -u'L 'U'W 

el'W\ol'LJ\,l'W I t11Vl'f'U~'U1tl b)fll.J~b ~,:j bb~e:1~1-:ibnml.lbde:i 1 "lltl1'1J'W\91il~\91~e)f)'Ub'U'UWtl~b1m 9-13 b~B'W ~n'<il~ 

bf1\91m1te:it11b~B-:J'<il1nm1nmt1'W'Wi5.ff'W~l:le:i-:i T790M 6/Je:i-:i1'l.J1&i'W EGFR ~'U~b1ru1\91bl-l'W'l'Vlb62i'Ulflb'Wl:1 (TK) 
' 

\ol-:Jl!'Ufl11fl'U'Vl1l:111'l.J1~nB'U~iJbb m 1 til.J11ii'l.J1~i1'Vl5Jl1'W~e) 1 'l.J1&i'UbU1Vll.J1tl EGFR-TK 'W'Wfinmtl ~-:Jb 'U'W~-:J~ 
' 

t11F1rue:i~1-:it!-:i 1 'W-:J1'U1it1il~1 it1l\ilf'ln~1i:-J~6/JB-:Jfl11nmt1-w'W56/JB-:J 1 'l.J1&i'U EGFR-TK 'V1iii:-JG1~Bm1i'Un'Ut11 
V \I ' 

bBBTIG1'Vl'W'UbbG1~A'UV11l:111e:i'U-W'UITT VI~ ., ~ii'l.J1~i1'Vl5fl1'W 1 'Wfl11tYuJ-:i 1 'l.J1&im u1V1mt16/JB-:Jb61lG1~l.l~b ~-:i '<il1ni:-JG1 
' ' I 

fl11f'ln~1'W'U11 n1'rnG11t1'W'Utfi'U'V1l:le:i-:J T790M ~-:Ji:-JG11Vl'U~b1ru1-:J quinazoline 6/JB-:Jtl1bBB1fafru'Ui'Un'U 

1 'l.J1&im u1V1mt1 l~G1\91Gl-:J\il1 t1m1a{1-:i-w'U6~ 1e11\911b '<il'W bb 'U'UBB'W1 b tl'Ul:11b'Vl\9l'Vl~n6/Je:i-:im1te:it11 bbG1~'<il1nm1fl\91 

me:i-:ia11B'W'W'Ufincil-liG11 Yl-umG191B'U~b'Ur111 'W~'W~iim1\ol\91 bb'l.JG1-:i 1r11-:ia{1-:i-.S1'W1'W~-:ii'U 26 1,11 \il1m 'Vlfl'Wfl 1l-l 
' ' 

bG1f11G111~e:in~-:J'W'U11 iia11B'U'W'Ufi'<il1'U1'W 23 \,l') ~a1m1m "V1'.ij'Ufl'U 1'l.J1&i'UbU1Vll.J1tl EGFR-TK vi'u~b1ru 
' ' 

ATP binding site l~~ b\91t1l:111n~l.l{f 8 i1 ii'l.J1~i1'Vl5fl1'W1'Wfl11tJ'Ut-:im1vi'1-:i1'W'lJB-:JbB'UL61ltl EGFR (IC50 

1 'U'U1-:J 1 - 23 nM) bb~iia11B'U'W'Wfib 'Wtl-:J 6 i1~bbl:1\91-:Jf111l.Jb 'U'UW~~elb61lG1~b61lG1~l.J~b ~-:i1 'Ub61lG1~l.J~b ~-:if:J1V111'-:i 
' ' 

A431 bbGl~l.l~b~-:i'l.Je:i\91 A549 \il1tlfl1 IC50 1'U'U1-:J 10 - 36 µM ~-:ibtl'Unzjl.ll:111~'Ll1l:l'W1'<il~'<il~'Ww.J'U1(9Je:JL'l.JbU'Utl1 

\,l1'Ul.J~b ~,:i 1 'WB'U1fl91 

(m~10-:in~~) Epidermal growth factor receptor (EGFR) overexpressed in many types of cancer 

has been proved as a high potential target for cancer therapy. Currently, erlotinib, a potent 

EGFR inhibitor, has been used as the first-line drug for cancer patients. However, acquired drug 

resistance caused by the secondary mutation T790M of EGFR tyrosine kinase (TK) domain 

develops inevitably after a median response duration of 9 to 13 months. Therefore, the 

searching for promising compounds effectively targeting mutated EGFR-TK has become an 

imperative necessity. In this present study, we aimed to study the source of drug resistance due 

to the secondary mutation T790M and to search for the newly potent compounds against EGFR

TK. From the results, such secondary mutation has caused the quinazoline ring, a core of 

tyrosine kinase inhibitors (TKls), lower binding with EGFR with rather weak hydrogen bond 

formation. The docking results of a novel series of sulfonylate indino quinoline derivatives (26 

compounds) suggested that the 23 compounds can interact well with EGFR-TK at the ATP

binding site. Among them, the 8 compounds exhibited the promising inhibitory activity against 

EGFR-TK with IC50 values of 1-23 nM, while only 6 compounds showed a high cytotoxicity with 
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Abstract: Epidermal growth factor receptor (EGFR), overexpressed in many types of cance1~ has been 

proved as a high potential target for targeted cancer therapy due to its role in regulating proliferation 

and survival of cancer cells. In the present study, a series of designed vinyl sulfone derivatives was 

screened against EGFR tyrosine kinase (EGFR-TK) using in silico and in vitro studies. The molecular 

docking results suggested that, among 78 vinyl sulfones, there were eight compounds that could 

interact well with the EGFR-TK at the ATP-binding site. Afterwards, these screened compounds were 
tested for the inhibitory activity towards EGFR-TK using ADP-GloTM kinase assay, and we found that 

only VF16 compound exhibited promising inhibitory activity against EGFR-TK with the IC50 value 

of 7.85 ± 0.88 nM. In addition, VF16 showed a high cytotoxicity with IC50 values of 33.52 ± 2.57, 

54.63 ± 0.09, and 30.38 ± 1.37 ~tM against the A431, A549, and H1975 cancer cell lines, respectively. 

From 500-ns MD simulation, the structural stability of VF16 in complex with EGFR-TK was quite 
stable, suggesting that this compound could be a novel small molecule inhibitor targeting EGFR-TK. 

Keywords: EGFR tyrosine kinase; vinyl sulfone derivatives; in silica study; kinase assay; 

cytotoxicity assay 

1. Introduction 

Cancer is a devastating disease characterized by uncontrolled growth and spread of 
abnormal cells and is the second leading cause of mortality worldwide [l ]. Nowadays, 
there are many types of cancer treatment such as chemotherapy, radiation therapy and 
targeted therapy [2-4]. Targeted cancer therapy has become one of the highly effective 
for cancer treatment due to its specificity towards cancer cells [S]. The overexpression of 
epidermal growth factor receptor (EGFR) in cancer cells leads to abnormal signal transduc
tion and is closely related to the occurrence of cancer. Therefore, it has become one of the 
most important protein targets for designing and developing kinase inhibitors that act on 
oncogenic EGFR [6]. 
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EGFR, a member of the ErbB family of receptor tyrosine kinases, plays important 
role in cellular signaling pathways, e.g., mitogen-activated protein kinase (MAPK), phos
phoinositide 3-ki.nase (Pl3K)/ Akt, and signal transducer and activator of transcription 
(STAT) pathways that regulate key fw1ctions such as proliferation, survival, differentia
tion, and apoptosis [7]. EGFR is composed of an extracellular receptor domain, a single 
hydrophobic transmembrane region and an intracellular domain, which includes a juxta 
membrane domain [8], a tyrosine kinase (TK) domain and a C-terminal tyrosine-rich re
gion [9]. The activation of EGFR-mediated signaling pathways begins with EGF binding to 
the extracellular domain, which activates the TK domain to phosphorylate at its C-tenninal 
tail, and ultimately, initiates downstream signaling pathways [10,11]. Accordingly, target
ing EGFR protein has been suggested as a promising strategy for targeted cancer therapy, 
since the EGFR is conunonly overexpressed in many human cancers, including non-small 
cell lung, head, breast, bladder and ovarian carcinoma [12,13]. Consequently, inhibition of 
EGFR leads to the inhibition of cancer cells. 

The clinically available drugs used as a tyrosine kinase inhibitor of EGFR (EGFR-TKI) 
such as erlotinib [14] and gefitinib [15]. The erloti.nib is widely used in cancer patients 
for its inhibitory activity against EGFR exon 19 deletions or the L858R mutation [16,17]. 
However, these drugs have several side effects such as anemia, balance impairment, 
dizziness and headache. In addition, acquired drug resistance caused by the secondary 
mutation T790M of EGFR-TK domain develops inevitably after a median response dura
tion of 9 to 13 months [18]. Therefore, the searching for promising compounds effectively 
targeting mutated EGFR-TK has become an imperative necessity [19,20]. 

Vinyl sulfone (VF) is an organic compound, where its core structure is silnilar to that of 
chalcones [21- 24] (Figure 1). Previous study has shown that chalcone derivatives can inhibit 
EGFR activity with the IC5o value ranged from 10.3-15.4 µM [25]. Thus, we hypothesized 
that VF derivatives can inhibit EGFR-TK activity in a maimer similar to chalcones. In this 
study, we aimed to find new potential ru1ti-cancer agents against EGFR-TK. A series of 
designed VF derivatives was initially screened by molecular docki11g technique. Subse
quently, the kinase inhibition assay of the screened compounds against EGFR-TK was 
studied. Then, the in vitro cytotoxicity assay towards EGFR expressing lung carcinoma cell 
lines (A549 and A431) and T790M expressing lung cancer cell line (H1975) was conducted 
using MTT assay. Finally, the molecular dynamics simulation and free energy calculation 
were performed to ilwestigate the structural and dynamics properties as well as the bindi11g 
efficiency of the most potent VF i11 complex with EGFR-TK. 
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Figure 1- The chemical structures of VFs obtained from the previous study [21- 24). 

2. Results and Discussion 
2.1. Molecular Docking 

Initially, the 78 VFs (Figure 1) were investigated their binding mechanism using the 
CDOCKER module of Accelry Discovery Studio 3.0, Each compound was separately 
docked into the ATP-binding pocket of EGFR-TK complex. The interaction energy of 
erlotinib is - 45.49 kcal/mol, while the interaction energy of all studied compounds is 
ranged from -43.47 to -21.61 kcal/mol. These results suggested that none of the vinyl 
sulfone derivatives is stronger than erlotinib. So, we cut off the compounds using the 
interaction energy lower than - 37.5 kcal/mol, and we found eight VFs (VF15, VF16, 
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VF29, VF37, VF41, VF52, VF69 and VF71) that showed lower interaction energies than the 
others (Figure 2). These compounds can interact with important surrounding residues 
in ATP-binding pocket of EGFR-TK via H-bonding, pi interactions and van der Waals 
(vdW) forces (Figure 3). Interestingly, the sulfonate group of most compounds exhibited H
bond formation at the hinge region residue M769 (Figure 3A-I) [26,27] similar to erlotinib. 
The VF29, VF37, and VF41, which have nitro group as substituents, formed H-bond with 
T830 residue at A loop. Moreover, the matched vdW contacts between all VFs and erlotinib 
were as follows: (i) hinge region: T766, L768, P770, and G772 and (ii) A loop: K721, E731, 
T830, and D831. These results suggested that these eight VFs might be the potent candidate 
compounds acting against EGFR-TK. 
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Figure 2. CDOCKER interaction energies of VFs and known drug erlotinib against EGFR-TK at ATP-binding site. 
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Molecules 2021, 26, 2211 6 of 15 

2.2. Drug-Likeness Prediction 

Physical properties of the eight potent VFs were investigated in term of the drug
likeness by considering their physicochemical properties, including molecular weight 
(MW), the numbers of hydrogen bond donors (HBD) and acceptors (HBA), rotatable 
bond (RB), polar surface area (PSA) and lipophilicity (LogP) using the SwissADME web 
server [26). The obtained results (Table 1) revealed that all VFs showed the acceptable 
value following the criteria: (i) Mw ::; 500 Da, (ii) HBD ::; 5 and HBA ::; 10, (iii) RB::; 10, 
(iv) PSA ::; 140 A, and (v) LogP ::; 5 [27). Therefore, these VFs could likely be developed as 
promising novel EGFR-TK inhibitors. 

Table 1. Predicted Lipinski's rule of five for the vinyl sulfones and the known drug. HBD, hydrogen bond donor; HBA, 
hydrogen bond accepter; PSA, polar surface area. 

Compound MW 
( ::C:500 Da) 

Erlotinib 393.44 
VF15 334.39 
VF16 334.39 
VF29 291.32 
VF37 325.77 
VF41 321.35 
VF52 254.30 
VF69 316.41 
VF71 380.54 

Lipinski's Rule of Five 

HBD HBA RB PSA LogP Drug-Likeness 

( ::C: S) (90) (90) (940A) ( ::C:S) 

1 6 10 74.73 3.20 Yes 
0 5 6 70.21 2.76 Yes 
0 5 6 70.21 3.00 Yes 
2 4 4 86.22 2.32 Yes 
2 4 4 86.22 2.32 Yes 
2 5 5 95.45 2.66 Yes 
0 4 4 68.82 2.38 Yes 
0 3 7 51.75 3.26 Yes 
0 4 10 60.98 4.34 Yes 

2.3. Inhibition of the EGFR-TK by Vinyl Sulfone Derivatives 

Since the data shown above suggested that the eight VFs may be effective against 
EGFR-TK, we then investigated the EGFR-TKI inhibitory activity of the eight potent VFs 
and erlotinib at 1 µMusing ADP-Glo kinase assay (Figure 4A). Interestingly, we found 
that VF16 showed the highest EGFR-TK inhibitory activity (98.91 %), which was higher 
than erlotinib (87.80%). Then, VF16 was selected to evaluate the half-maximal inhibitory 
concentration (ICso) values. As shown in Figure 4B, the ICso against EGFR-TK of VF16 is 
7.85 ± 0.88 nM, which is significantly lower than the erlotinib (ICso of 26.09 ± 5.42 nM). 
Additionally, the inhibitory activity of VF16 is greater than that of the chalcones that have 
been previously reported to inhibit EGFR activity (ICso ranked from 10.3 to 15.4 µM) [25). 

In order to confirm the inhibition selectivity of VF16 towards EGFR-TK, we further 
performed kinase inhibition assay of VF16 against JAK3 and HER2 protein kinases be
cause both kinases are one of the most studied kinase families [28,29). The obtained 
results showed that VF16 showed very low inhibitory activity against JAK3 (IC5o of 
158.45 ± 4.75 nM) and HER2 (IC5o of 312.00 ± 0.28 nM) (Figure S3) as compared to EGFR
TK (IC5o of 7.85 ± 0.88 nM), suggesting that VF16 was specific to EGFR-TK rather than 
JAK3 and HER2. 
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Figure 4. (A) Kinase inhibitory activity screening of VFs towards EGFR-TK at 1 µM. **** p ::; 0.0001 
vs. erlotinib. (B) Kinase inhibitory activity of VFs towards EGFR-TK. Data are represented as means 

± SEM from triplicate independent experiments. 

2.4. Cytotoxicity 

The VF16 was selected to evaluate IC5o values against A549 and A431 cell lines 
overexpressing wild-type EGFR (A549 and A431) and mutant EGFR human lung cancer 
cell line (H1975) using MTT assay. The obtained results (Figure 5) revealed that the cytotoxic 
activity of VF16 against A549 (ICso of 54.63 ± 0.09 µM) and A431 (IC50 of 33.52 ± 2.57) 
was similar to that of erlotinib (ICso of 48.21 ± 7.43 µMand 27.19 ± 6.93 µM for A549 
and A431, respectively). Note that VF16 inhibited the A431 cells better than A549 cells 
because (i) the EGFR expression level found in A431 cells is dramatically higher than 
that found in A549 [30] and (ii) A549 cells exhibits KRAS mutation, which constitutively 
activates downstream MAPK signaling pathways, causing a compensatory mechanism [31]. 
In H1975 cells, the VF16 (ICso of 30.38 ± 1.37 µM) was more susceptible than the erlotinib 
(IC50 of 98.93 ± 1.74 µM) by -3 times. The lower susceptibility of erlotinib towards T790M 
EGFR-expressing cells (H1975) compared to wild-type EGFR-expressing cells (A549 and 
A431) is in good agreement with the previous studies [32- 34]. Altogether, these findings 
suggested that VF16 exhibited potent anti-lung cancer activity in all three lung cancer cell 
lines, which could be developed as a novel anti-lung cancer agent. 
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Figure 5. Cytotoxicity in three cancer cell lines (A549, A431, and H1975) after treated with various 

concentrations of VF16 compared to the known drug erlotinib for 72 h. Data are represented as 
means ± SEM from triplicate independent experiments. 

2.5. Molecular Dynamics Simulation 

The structural stability of VF16 bound to the EGFR-TK domain was characterized 
using RMSD calculation plotted along the simulation time, and the obtained results are 
illustrated in Figure 6A. The RMSD values of VF16 were slightly fluctuated at the first 
150 ns and then reached the equilibrium state after 250 ns with an average RMSD value 
of ~0.5-2 A. In the case of whole protein and backbone of protein, the RMSD values were 
slightly fluctuated at the first 100 ns then showed the stable values along the last stage of 
MD simulation with an average RMSD value of ~2-3.5 A. 

In addition, the MD trajectories of this system were selected for further analysis in 
terms of: (i) the number of H-bond and (ii) number of contact atom within the 3.5 A sphere 
of VF16, respectively. The number of intermolecular hydrogen bonds and intermolecular 
contacts between VF16 and its surrounding residues was computed along 500 ns MD 
simulation represented in Figure 6A. According to the results, we found that VF16 formed 
two H-bonds with the M769 and C797, in which the C797 could form stronger H-bond 
than the M769. In addition, we found ~ 10 intermolecular contacts steadily formed between 
VF16 and EGFR-TK. These findings suggested that our simulation model was stable. In this 
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work, the MD trajectories from 300 to 500 ns were thus extracted for further analysis in 
terms of ~~ind values (kcal/ mol) and key binding residues of VF16 against EGFR-TK. 
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Figure 6. (A) All-atom RMSD, number of H-bonds, and number of contacts atom of VF16 in complex with EGFR-TK 
plotted along the 500 ns MD sinrnlation. (B) Binding orientation of VF16 inside the ATP-binding pocket of EGFR-TK. 

The contributing residues involved in ligand binding are colored according to their t,.Gresidue values, where the highest to 
lowest free energies are shaded from blue to red, respectively (H-bond interaction represented by black dash line) and 

per-residue decomposition free energy of the VF16 complex with EGFR-TK. 

2.6. Binding AffinihJ and Key Residues for VF16/EGFR-TK Complex 

The free energy calculation based on MM-GBSA method was applied to predict the 
binding affinity of VF16/EGFR-TK complex. We found that the .6.Gbind of VF16 is almost 
identical to the .6.GExp (Table 2). To investigate the key residues of EGFR-TK for VF16 
binding, the per-residue decomposition free energy (~Gresidue) based on the MM-GBSA 
method was applied on the 100 snapshots over the last 200 ns MD simulation. Note that 
among residues 695-1018, only residues 695-900 are shown in Figure 6B, where the binding 
orientation of VF16 inside the ATP-binding pocket of EGFR-TK is shown in Figure 6B. 
The obtained results revealed that there were eight residues (L718, V726, G796, C797, D800, 
R841, L844, and D855) that were important for the binding of VF16. The binding residues 
of VF16 observed in this work were also found as a major interaction in erlotinib /EGFR-TK 
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complex (including L718, A743, L792, M793, G796, and L844) [35,36]. Figure 6B showed 
binding orientation inside the ATP-binding pocket of VF16/EGFR-TK complex, and we 
found that the -OCH3 moiety of VF16 strongly formed H-bond with C797 and weakly 
formed H-bond with M769. This is in good agreement with the previous reports showing 
that H-bond formation with M769 is the main interaction of erlotinib and gefitinib in 
complex with wild-type EGFR and mutant EGFR [37-40]. 

Table 2. The MM-GBSA ll.Gbi.nd and its energy components (kcal/mo!). 

Energy Component 

ll.EvdW 
ll.Eete 
ll.Ggas 
ll.Gsoh; 
ll.Gbi.nd 
ll.GExp a 

ll.Gbind (kcal/mol) 

-38.99 ± 0.29 
-12.95 ± 0.55 
- 51 .94 ± 0.68 
24.69 ± 0.53 
- 8.74 ± 0.32 
- 10.13 ± 0.88 

• Experimental binding free energies (ll.GE,p) was converted from the IC5o value using the Cheng-Prusoff equation 
of ll.GExp = RTin(ICso) [41 ]. 

3. Materials and Methods 
3.1. Interaction Energies between Vinyl S11/fone Derivatives and the ATP-Binding Site of 
EGFR-TK by Molecular Docking Technique 

The crystal structure of EGFR complexed with erlotinib (PDB ID: 1M17) [39] was 
downloaded from Protein Data Bank (PDB). The 3D structure of the drug (erlotinib) was 
obtained from the ZINC database, whilst the 3D structures of vinyl sulfone derivatives 
were generated using the Gaussian 09 program. Note that the vinyl sulfone derivatives 
were constructed according to their availability from previous study [21- 24]. All the 
ligands were optimized using the Gaussian 09 program (HF/6-31d) as per the standard 
protocol [42-44]. The protonation state of all studied ligands was characterized using the 
ChemAxon [ 45]. 

For system validation, the crystalized ligands were defined as a center in the active 
site for redocking using CDOCKER programs and the results are shown in Supplementary 
Figure Sl. The docking protocols of EGFR system was set as 15 A for sphere docking and 
docked into the binding pocket with 100 independent runs. The binding between protein 
and compow1ds/ drug was visualized using the Accelrys Discovery Studio 3.0 (Accelrys 
Inc., Cambridge, UK) and UCSF Chimera package [46]. 

3.2. Predicted Physicochemical Properties 

Physicochemical features such as hydrogen bond donors, hydrogen bond acceptors 
and drug-likeness play an important role in drug discovery and development [47]. Herein, 
such properties of the potent compow1ds were calculated in comparison with known drugs 
(erlotinib) using web-based applications SwissADME (www.swissadme.ch/ ) (accessed on 
19 June 2020) [26]. 

3.3. Chemical Reagents and Cell Lines 

The ADP-Glo™ Kinase Assay kit was purchased from Promega (Madison, WI, 
USA). EGFR and HER2 was obtained from the previous report [48]. JAK3 (SRP0173) 
were purchased from Sigma-Aldrich (Darmstadt, Germany). The series of vinyl sulfone 
derivatives were kindly provided by Dr. Chutima Kuhakarn from Department of Chem
istry and Center of Excellence for Innovation in Chemistry (PERCH-CIC), Faculty of 
Science, Mahidol University [21- 24]. Note that, due to limited amounts of vinyl sul
fones obtained from previous study, we performed EGFR kinase and cytotoxicity as
says as well as binding pattern study at the molecular level on only 78 vinyl sulfone 
derivatives (Figure 1). The lw1g carcinoma A549 (ATCC CCL-185) and A431 (ATCC CRL-
1555) cell lines were purchased from the American Type Cell Culture Collection (ATCC, 
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Manassas, VA, USA). The EGFR mutated human lung cancer cell line (H1975) was pro
vided by Dr. Chanida Vinayanuwattikun from Department of Medicine, Chulalongkorn 
University. Dulbecco's modified Eagle's medium (DMEM), RPMI-1640 medium, fetal 
bovine serum (FBS), penicillin-streptomycin (Pen-Strep) and trypsin were purchased from 
Life Teclmologies (California, USA). 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium 
bromide (MTT) and dimethyl sulfoxide (DMSO) were purchased from Sigma-Aldrich 
(Darmstadt, Germany). 

3.4. Inhibition of the EGFR-TK by Vinyl Suffone Derivatives 

The selected sulfone derivatives that had the interaction energy lower or equal than 
erlotinib and physicochemical properties showed the acceptable value, were screened 
for their ability to inhibit the tyrosine kinase activity of the EGFR using the ADP-Glo TM 

kinase assay as previously reported [25,49]. The first 8 µL of buffer (40 mM Tris-HCl 
pH 7.5, 20 mM MgC12, and 0.1 mg/mL bovine serum albumin) was added to a 384-well 
plate. Then, 5 µL of EGFR enzymes (1.25 ng/ µL) and 2 µL of inhibitors were added, 
followed by 10 µL of a mixture of 5 µM ATP and 2.5 µM poly(glu-tyr), and incubated for 
1 h at room temperature. Next, 5 µL of the ADP-Glo reagent was added and incubated 
for 40 min, after that, 10 µL of kinase detection reagent was added and incubated at 
room temperature for 30 min to convert the ADP to ATP. The ATP was then detected by 
measuring the luminescence using a microplate reader (Infinite M200 microplate readet~ 
Tecan, Mannedorf, Switzerland). All assays were performed in triplicate. The relative 
inhibition(%) of inhibitors were then calculated compared to the control with no inhibitor 
as shown in Equation (1): 

%Relative inhibition = [(positive - negative) - (sample - negative)] x 100 (l) 
(positive - negative) 

From this equation, the positive is the addition of the enzyme in the reaction, while 
the negative is without the enzyme in the reaction. 

3.5. Cell Cultures 

The A549 and A431 cells were grown in complete DMEM medium supplemented 
with 10% (v/v) FBS, 100 U/mL penicillin and 100 µg/mL streptomycin. All cells were 
maintained at 37 °Cina 5% (v/v) CO2, 95% (v/v) air humidified incubator while H1975 
cells was grown in complete RPMl-1640 medium at 37 °Cina 5% (v/v) CO2, 95% (v/v) air 
humidified incubator. 

3.6. Cytotoxicity in Cancer Cell Lines 

The in vitro cytotoxicity activity of vinyl sulfone derivatives against the A549, A431 
and H1975 cell lines were evaluated using the MTT assay. The first 100 µL of A549 
(5000 cells/well), A431 (5000 cells/well) and H1975 (5000 cells/well) cells suspension was 
seeded per well in a 96-well microplate and incubated at 37 °C overnight, cells were h·eated 
with compounds and known drug (erlotinib) different concentration. Then, incubated for 
72 h. Subsequently, the MTT solution (5 mg/mL) was added in A549, A431 and H1975 
cells and incubated at 37 °C for 3 h. The medium was removed and 50 µL of DMSO was 
added to each well to lyse the cells. Finally, the absorbance was measured at 570 mn using 
a microplate reader (Infinite M200 microplate reader, Tecan, Mannedorf, Switzerland). 

3.7. Molecular Dynamics Simulation 

The starting crystal structure of EGFR-TK (PDB ID: 1M17) [39] was obtained from 
Protein Data Bank (PDB). The 3D structure of vinyl sulfone derivatives and known drug 
inhibitor (EGFR-TK) of EGFR-TK were generated and optimized HF/6-31G(d) method 
implemented in the Gaussian09 software [42-44]. The protein-ligand complexes were 
generated using the CDOCKER module accordance the standard protocol [SO]. The docked 
VFs/EGFR-TK complex with lowest interaction energy and binding pattern similar to 
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the erlotinib (Figure S2) was selected as the initial structure for performing the Molecular 
Dynamics Sinrnlation studies. The electrostatic potential (ESP) charges were consequently 
calculated with the same level of theory and were then fitted into restrained ESP (RESP) 
charges using the ANTECHAMBER module of AMBER16 [44,51,52]. The FF14SB [53] and 
GAFF [42,54] force fields were applied for protein and VF16, respectively. All missing 
hydrogen atoms of protein and ligand were added using LEaP module and were then 
minimized in order to remove the bad contacts. Each system was neutralized by the counter 
ions and immersed in a TIP3P water [55] box that extended at least 13 A from the protein 
surface. Afterward, the complexes were energy-minimized by 1500 interactions of steepest 
descent (SD) and conjugated gradient (CG) methods using AMBER16 with the AMBER 
ff14SB force field . 

The simulations are carried out under periodic boundary condition with NPT en
semble using a time step of 2 fs. The short-range cutoff for nonbonded interactions is 
set as 10 A, whilst the Particle Mesh Ewald (PME) summation approach is applied to 
treat long-range electrostatic interaction [56,57]. Temperature and pressure are controlled 
by Berendsen weak coupling algorithm. The SHAKE algorithm is used to constrain all 
covalent bonds involving hydrogen atoms [58]. The simulated models are then heated 
up to 310 K for 100 ps and are continuously held at this temperature for another 100 ns 
or until the simulations have reached equilibrium. Finally, the structural and dynamics 
behaviors of each complex will be analyzed, including root mean square deviation (RMSD), 
number of H-bonds between the ligand and EGFR-TK and number of contact atom via the 
cpptraj module [59]. Besides, the MM-GBSA and ~Gbind, residue were calculated by the 
MM-PBSA.py module [58,59]. 

3.8. Statistical Analysis 

The data are represented as mean ± standard error of mean (SEM). Differences 
between groups were compared using one-way ANOVA, followed by Tukey's test for 
multiple comparisons. The differences in means were determined at the confidence level 
p ::; 0.05. 

4. Conclusions 

This work combined the computational and experiment tecluuques to identify new 
EGFR inhibitor based on vinyl sulfone derivatives. Eight vinyl sulfones from molecular 
docking technique were tested the inhibitory activity against EGFR-TK and cell-based 
assay in tlu·ee cancer cell lines (A549, A431, and H1975 cell lines). The results showed that 
VF16 can inhibit EGFR-TK activity better than the approved drug erlotinib and showed 
higher cytotoxicity against A431 cell line than A549 cell line. Additionally, showed lugh 
cytotoxicity against H1975 cell lines. From MD simulations, our simulation model of 
VF16/EGFR are stable. In addition, VF16 showed strongest H-bond with C797, and the 
key residues responsible for VF16 binding were L718, V726, G796, C797, D800, R841, L844, 
and D855, in which these binding residues were also found in a major interaction between 
erlotinib and EGFR-TK. Thus, VF16 could be developed as a promising new anti-cancer 
drug targeting EGFR-TK. 

Supplementary Materials: Figure Sl: Superimposition of ligands between X-ray structure and 
CDOCKER docking, Figure S2: Binding pose between VF16 and known drug within EGFR-TK, 
Figure S3: The ICS0 curves of kinase inhibitory activity of VF16 against EGFR-TK, JAK3, and HER2. 
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The Janus kinase (JAK) and epidermal growth factor receptor (EGFR) have been considered as potential 

targets for cancer therapy due to their role in regulating proliferation and surviva l of cancer cells. In the 

present study, the aromatic alkyl-amino analogs o f thiazole-based chalcone were selected to 

experimentally and theoretically investigate their inhibitory activity against JAK2 and EGFR proteins as well 

as their anti-cancer effects on human cancer cell lines expressing JAK2 (TFl and HEL) and EGFR (A549 and 

A431). In vitro cytotoxicity screening results demonstrated that the HEL erythroleukemia cell line was 

susceptible to compounds 11 and 12, whereas the A431 lung cancer cell line was vulnerable to compound 

25. However, TFl and A549 cells were not sensitive to our thiazole derivatives. From kinase inhibition assay 

results, compound 25 was found to be a dual inhibitor against JAK2 and EGFR, whereas compounds 11 

and 12 selectively inhibited the JAK2 protein. According to the molecular docking analysis, compounds 11, 

12 and 25 formed hydrogen bonds w ith the hinge region residues Lys857, Leu932 and Glu930 and 

hydrophobically came into contact with Leu983 at the catalytic site of JAK2, while compound 25 formed a 

hydrogen bond with Met769 at the hinge reg ion, Lys721 near a glycine loop, and Asp831 at the activation 

loop of EGFR. Altogether, these potent thiazole derivatives, following Lipinski's rule o f five, cou ld likely be 

developed as a promising JAK2/EGFR targeted drug(s) for cancer therapy. 

Introduction 

Cancer, a group of diseases characterized by uncontrolled 
growth and spread of abnormal cells, 1 is the second leading 
cause of mortality worldwide. 2 Among several types of cancer, 
myeloproliferative neoplasms and lung cancer are the leading 
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cause of cancer-related death globally.J The known molecular 
targets for treating these cancers are the Janus kinases OAI<s) 
and the epidermal growth factor receptor (EGFR), since they 
play a major role in regulating proliferation and survival of 
cancer cells.4

'
5 

JAK, an intracellular tyrosine kinase, is activated by the 
cytokine(s) binding to its receptor, resulting in the activation 
of the downstream signal transducer and activator of 
transcription (STAT), which leads to its dimerization and 
translocation to the nucleus, promoting cell proliferation, 
apoptosis and differentiation .6 Among the four JAK family 
members 0AK1, JAK2, JAK3 and TYI<2), 7 JAK2 is a critical 
moderator for hormone-like cytokines such as growth 
hormone (GH), erythropoietin (EPO), thrombopoietin (TPO) 
and cytokine receptor ligands involved in hematopoietic cell 
development such as interleukin-3 (IL-3). 8 JAK2 consists of 
seven homology regions' 0Hl to JH7) and the catalytically 
active domain in JH1 is located at the carboxy-terminus, close 
to the pseudo-kinase domain in JH2. The overexpression of 
JAK2, especially the V617F variance in the JH2 domain, has 
been shown to be related to myeloproliferative disorders (by 
approximately 50% or more) such as polycythemia vera, 
essential thrombocythemia and myelofibrosis, 9

'
10 indicating 
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that JAK2 is an important target for the treatment of 
myeloproliferative diseases. 

EGFR, a member of the ErbB family of receptor tyrosine 
kinases,11 is composed of an extracellular domain, a single 
hydrophobic transmembrane region, an intracellular tyrosine 
kinase (TK) domain, 12 and a C-terminal tyrosine-rich 
region. 13 The EGFR signaling pathways a re triggered by the 
specific growth factors (such as EGF and TGFa) to the 
extracellular domain, activating autophosphorylation and 
subsequently initiating downstream signaling pathways, 
responsible for cell proliferation, survival, differentiation and 
apoptosis evasion.10

'
11 '14'1s Importantly, more than 60% of 

non-small cell lung cancer have been involved in the 
overexpression of EGFR; 16 therefore, targeting this protein is 
an important strategy for lung cancer treatment. As shown in 
Fig. lA and B, the sequence identity and similarity of (i) the 
overall structure and (ii) the conserved regions (catalytic loop, 
hinge region, glycine-rich loop (G loop) and activation loop 
(A loop)) between JAK2 and EGFR are 29% and 46% as well 
as 54% and 71 %, respectively. 

To date, several JAK2 and EGFR inhibitors have been 
reported such as lestaurtinib, 17 momelotinib, 18 and 
gandotinib19 for JAK2 as well as erlotinib20 and gefitinib2 1 for 
EGFR. Among them, ruxolitinib is widely used in clinical 
treatment for bone marrow cancer (IC5 0 against JAK2 is 4.5 
nM),22 '23 while erlotinib has been the first-line drug for lung 
cancer patients harboring wild-type EGFR (IC.,0 against EGFR 
is 2.6 nM). 2

'
1
•
2s However, these drugs have several side effects, 

e.g., anemia, balance impairment and dizziness. 26
•
27 

Moreover, acquired drug resistances of ruxolitinib (V617F/ 
L983F) and erlotinib (T79OM) have been detected after 1.5 

Idant.ity : 50 
81-iladty: 111 

Fig. 1 (A) Superimposition between JAK2 (PDB ID: 3FUP) and EGFR 
(PDB ID: 1M17) crystal structures. Tofacitinib (white) and erlotinib (dark 
gray) are shown in a ball and stick model. The sequence alignment of 
the four conserved regions: catalytic loop, hinge region, glycine loop 
and activation loop, between JAK2 and EGFR is given in (8), in which 
the sequence identity is shaded in magenta. 
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year treatment. 2 8
-

30 Accordingly, discovery of novel JAK2 and 
EGFR inhibitors is critically needed. 

Thiazoles are a class of heterocyclic compounds 
containing sulfur and nitrogen atoms at positions 1 and 3, 
respectively. Thiazole derivatives were reported to exert anti
cancer activity against several types of cancer and were 
identified as JAK2 and EGFR inhibitors:11 

Trifluoromethylphenyl thiazole amine inhibited the 
proliferation of HMC-1.1 cells, which are hematopoietic 
progenitors in the bone marrow, with an IC,,0 value of 138 
nM.32 In addition, the 4,5-dimethyl thiazole analog 
potentially inhibited JAK2 activity (IC5 0 = 2.5 nM) and the 
JAK2 dependent cell line (SET-2; IC50 = 65 nMV3 From 
virtual screening against EGFR, the screened thiazole 
analog, namely 2-(benzo[ 4,5]imidazo[2,1-b ]thiazol-3-yl)-N
(2hydroxyphenyl) acetamide, was found to be a potent EGFR 
inhibitor (IC50 = 55 mM) by forming a hydrogen bond with 
Met769 at the hinge region of EGFR-TK.31 Even though 
several thiazole derivatives have been reported to inhibit 
JAK2 and EGFR, the aromatic a lkyl-amino analogs of 
thiazole (Fig. 2), possessing antibacterial and anti-cancer 
activities,34 have not yet been studied in these two proteins. 

Another interesting class is chalcones. Chalcones are open
chain flavonoids, biosynthesized in a variety of plant species.35 

From a chemical point of view they are 1,3-diphenyl-2-propen-1-
ones, which consist of two aromatic rings linked by a three
carbon a,p-unsaturated carbonyl system . .1s Chalcone is a special 
chemical template with wide range of biological activities, 
among which are anti-cancer,-16

-
38 anti-inflammatory/9

--4
1 

antioxidant/ 1
•
42 antimicrobial,43

--4
5 anti-tubercular,46 anti

HIV,47'48 antimalarial.49 Moreover, it was mentioned in the 
literatures that chalcones can inhibit kinases essential for 
tumor cell survival and proliferation such as EGFR,50

•
51 vascular 

endothelial growth factor receptor-2 (VEGFR-2) and B-Raf 
(BRAF) kinase.sz,s3 

In this study, taking all mentioned above into account, 
in vitro cytotoxicity screening towards erythroleukemia (TFl 
and HEL cells expressing JAK2) and lung carcinoma (A549 
and A431 cells expressing EGFR) of thiazole-based chalcones 

Cpc:110 Cpc:111 

Cpc:112 ..... 

Cpd2S 

RWloltfnlb 

Fig. 2 Chemical structures of (A) the aromatic alkyl-amino analogs of 
thiazole obtained from a previous study34 and (B) drugs. 
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(Fig. 2) was performed. Subsequently, the kinase inhibitions 
of the screened compounds towards both proteins were 
characterized. Finally, the binding interactions at the atomic 
level of potent compounds were analyzed usi ng molecular 
docking. 

Results 
Cytotoxicity 

Initially, thiazole derivatives and known drugs (ruxolitinib 
and erlotinib) at 10 µM were subjected to in vitro cytotoxicity 
screen ing aga inst TFl and HEL cell lines expressing JAK2 as 
well as against A549 and A431 cell lines expressing EGFR 
(Fig. 3) . The results revealed that the HEL erythroleukemia 
cell line was susceptible to compounds 11 and 12, whereas 
the A431 lung cancer cell line was vulnerable to com pound 
25. However, TFl and A549 cell s were not sensitive to our 
thiazole-based chalcone d erivatives. Therefore, only these 
three thi azoles-based chalcon es (compounds 11, 12 and 25) 
were selected to eva luate their half maximal inhibitory 

concentration (IC5 n) values. 
The TC5 0 values of thiazole-based chalcones and the 

known drugs towards the four cancer cell lines are 
summarized in Table 1, wh ereas the IC50 curves of these 
compounds are shown in Fig. S2.t The results revealed that 
the cytotoxic effect on TFl ce lls of compounds 11 (IC50 of 

30.23 ± 0.53 µM) and 12 (IC50 of 32.03 ± 1.07 µM) was lower 
than that of ruxo litinib (IC5 0 of 14 . .35 ± 2.0.3 µM). On the 
other hand, compounds 11 and 12 (IC5 0 of ~ 7-10 ~1M) were 
more susceptib le to HEL cells than ruxolitinib (IC5 0 of 18.62 
± 0.27 ~1M) by ~ 2-J times. In the case of EGFR-expressing 
cells, the anti-lung cancer potential of compound 25 (TC 50 of 
16.JO ± 0.78 µM and 8.04 ± 0.90 µM for A549 and A431, 
respectively) was higher ( ~2-6 fold) than erlotinib used as a 
reference drug (IC50 of 47.74 ± 6.96 ~1M and 28.70 ± 6.47 ~1M 
for A549 a nd A431, respectively) in both ce ll lines. In 
addi tion, we found that the IC50 value of the A431 cell line 

treated with compound 10 (IC5 0 of 28.49 ± 0.46 µM) is similar 
to erlotinib (28.70 ± 6.47 µM), while the IC50 value of the 
A549 cell line treated with compound 10 (TC5 0 of 62.09 ± 3.30 

µM) is higher than erlotinib (47.74 ± 6.96 µM). Altogether, 
these focused thiazole-based chalcones were then subjected 
to i11 vitro kinase inhibitory activity assay against the JAK2 
and EGFR-TK proteins. 

Fig. 3 Cell viability of (A) TFl and HEL and (B) AS49 and A431 cell lines 

treated with thiazole-based chalcones at 10 µM for 72 h. Data are 

represented as means ± SEM (n = 2). •• p $ 0.01, ••• p $ 0.001 vs. 

ruxolitinib and 11
• p $ 0.01, """ p $ 0.001 vs. erlotinib. 
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Table 1 The IC50 value of thiazole-based chalcones 11, 12 and 25 

towards TFl, HEL, A549 and A431 cancer cell lines 

ICsu (µM)" 

Compound TFl HEL Vero 

11 30.23 ± 0.53b 6.89 ± 0,38b > 100 
12 .12.0.1 ± 1.07b 9.96 ± O.:io" ND. 
Ruxolitini!J 14.3.5 ± 2.03 18.06 ± 2.62 > SO 

A549 A431 

10 62.09 ± 3.30 28.49 ± 0.46 > 100 
25 16.30 ± 0.78 8.04 ± 0.90,. > 100 
Erlotini!J 47.74 ± 6.96 28.70 ± 6.47 > 6 

" Data are shown as means ± SEM (11 = 3) and ND; not detected. "p 
$ 0.001 vs. ruxolitinib. c p s 0.05 vs. erlotinib. 

In add ition, the cytotoxicity to Vero cells, which are 
normal kidney cells, of compounds 10, 11 and 25 was 
investigated in compa rison with the known drugs, ruxolitinib 

a nd erlotinib (Table 1 and Fig. S3i"), It was found that potent 

compounds 10, 11 and 25 showed an IC,, 0 value of > 100 µM, 
which is higher than the drugs (> SO µM for ruxolit inib and 
> 6 ~1M for e rlotinib ), suggesting that compounds 10, 11 and 
25 have a low toxicity against Vero cells. Note that due to the 

limited amount of compound 12, its cytotoxicity towards Vero 
cells was not performed . 

Kinase inhibition 

To further support that compounds 11, 12 and 25 can inhibit 
the JAK2 and EGFR-TK proteins, the kinase inhibitory activity 
assays were conducted in comparison to the known inhibitors 

(ruxolitinib and erlotinib) at 1 µM (Fig. S4t). As shown in 
Fig. 4A, the kinase inhibitoiy activity against JAK2 of 
compound 11 (ICsn of 20.32 ± 2. 07 nM), compound 12 (17.64 ± 

1.68 nM) and compound 25 (IC50 of 33.88 ± 2.50 nM) was in 
the range of that of ruxolitinib (IC50 of 18.06 ± 2.62 nM). In the 
case of EGFR-TK (Fig. 4B), only compound 25 (IC,,11 of 33.66 ± 

2.61 nM) inhibited EGFR-TK activity in a manner similar to 
erlotinib (IC50 of 28.46 ± 3.09 nM), whereas compounds 11 

(IC50 of 255 .60 ± 3.10 nM) and 12 (IC50 of 143.63 ± 2.64 nM) 
showed significantly lower inhibitoiy activity than erlotinib . 

(A) 
tc••ZO.Utt.OT~ tc••f1.Mt1,NnM IC••».At2.SOnM tc••11.0lt2.UnM 

~ BL ill: BL_ . 
.. . ' . .t t I • .... _. f I a u,,..,,,,_ ltt~Ulllll'I l.ot,..JC _ 

... _ .. 
(B) 

IC••H5.IOtc1.tDnM tc.•14l.atl.MnM IC••».Mtl.ttrlll IC••HMt1."nM 

Fig. 4 Kinase inhibitory activity of thiazole-based chalcones towards 

(A) JAK2 and (B) EGFR-TK. Data are represented as means ± SEM of 

three independent experiments. 
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These results suggested that compound 25 is a dual inhibitor 
against JAK2 and EGFR, whereas compounds 11 and 12 act as 
a JAK2 inhibitor (Fig. S6t). 

Molecular docking 

To investigate the binding mechanism of the focused thiazole 
derivatives (compounds 11, 12 and 25) towards JAK2 and 
EGFR-TK in comparison to the known drugs (ruxolitinib and 
erlotinib), molecular docking was conducted. We found that 
the fitn ess score of ruxolitinib in complex with JAK2 (62.13) 
was higher than those of compounds 11 (56.44), 12 (51.76) 
and compound 25 (53.57) (Fig. sst). Similarly, the compound 
25/EGFR-TK complex (30.68) gave a fitness score lower than 
the erlotinib/EGFR complex (36.35). 

The binding pattern and the underlying interactions of all 
focused ligands are shown in Table Sl,t and Fig. 5 and 6. 
According to the JAK2 systems, the thiazole core of compounds 
11 and 12 aligned well with the pyrrolopyrimidine ring of 
ruxolitinib at the ATP-binding pocket (Fig. 5A). Moreover, the 
nitrogen and hydrogen atoms on the thiazole ring of both 
compounds formed two hydrogen bonds (H-bonds) with 
Glu930 and Leu93 2 at the hinge region of JAK2 (Fig. 6A-C), 
while compound 25 formed H-bonds with Lys858 and Leu932, 
in a manner similar to ruxolitinib recognition. 28 The thi azole 
ring of compound 11 interacted with Leu855 and Gly856 at the 
G loop via amide-pi stacking, while the thiophene group of 
compound 12 and compound 25 bound to Gly856 through pi
sigma interaction. Apart from H-bonds and pi interactions, van 

···- ....... , __ Hyd~n bond 

Hydr09hoblclty - - Hydroph1Uc1Jy 

Fig. 5 (A and B) binding patterns of thiazole-based chalcones and 
known drugs within JAK2 and EGFR-TK. (C and D) Hydrophobic and 
hydrophilic surfaces of compound 12/JAK2 and compound 25/EGFR
TK complexes. (El Structural superimposition between JAK2 and EGFR
TK, especially at the ATP-binding pocket. 
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(E)Cpd25 
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Fig. 6 2D interactions of JAK2 and EGFR-TI( complexed with the 
thiazole -based chalcones and the known drugs. (A-D) JAK2 complexed 
with compounds 11, 12, 25 and ruxolitinib (E and F) EGFR-TK 

complexed with compounds 25 and erlotinib. 

der W;:ials (vdW) forces are also important for ligand binding 
(Table Sl t ), and the overlapped vdW contacts between the 
three thiazole-based chalcones and ruxolitinib were as follows: 
(i) hinge region: 'fyr 931, Pro933, Gly935 and Ser936, (ii) G loop: 
Leu855, Lys857, Gly858, Ser862 and Val863 (pi-alkyl), (iii) 
catalytic loop: Leu983 (pi-alkyl), Gly993 and (iv) other regions: 
Ala880 near the G-loop (pi-alkyl) and Val911 near the hinge 
region. 

In the case of compound 25 complexed with EGFR-TK, its 
thiazole core occupied the hinge region similar to 
compounds 11, 12 and 25 complexed with JAK2 (Fig, SA), and 
overlapped with the quinazoline ring of erlotinib (Fig. SB), 
Interestingly, this thiazole analog shared H-bond formation 
with erlotinib at the hinge region residue Met769 
(Fig. 6D and E). "'1 In addition, th e hydroxyl group of the 
phenol ring of compound 25 could form a H-bond with other 
residues, including Lys721 near the glycine loop. The 
matched vdW contacts between compound 25 and EGFR-TK 
were as follows: (i) hinge region: Thr766, Gln767, Leu768, 
Pro770 and G772, (ii) G loop: Leu694 (pi-alkyl), Val702 and 
Lys704, (iii) catalytic loop: L820 and (iv) other regions : near 
the G loop (Ala719, Glu738, Met742 and Leu764) and near 
the activation loop (Thr830), 

We further investigated the size of the ligand-binding 
pocket between JAK2 and EGFR by generating the protein 

RSC Med Chem, 2021, 12. 4 30 -438 I 433 
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hydrophobic and hydrophilic surfaces around compounds 12 
and 25 (Fig. SC and D). The results showed that the ATP
binding pocket of JAK2 was smaller than that of EGFR, since 
the glycine loop of JAI<2 was positioned closer to the hinge 
region than EGFR (Fig. SE). 

Drug-likeness prediction 

The potent thiazole-based chalcones against JAK2 and EGFR
TI< were further analyzed in terms of drug-likeness by assessing 
their physicochemical properties (i.e., molecular weight (MW), 
the numbers of hydrogen bond donors (HBD) and acceptors 
(HBA), rotatable bond (RB), polar surface area (PSA) and LogP) 
derived from Lipinski's rule of five (Table 2). The obtained 
result revealed that compounds 11, 12 and 25 showed the 
acceptable value within the criteria of the rules as follows: (i) 
molecular weight :5500 Da, (ii) hydrogen bond donors :55 and 
hydrogen acceptors :510, (iii) rotatable bond :510, (iv) polar 
surface area :5140 A and (v) lipophilicity (expressed as LogP) 
:55.55 Therefore, these compounds could likely be developed as 
promising novel JAI<2 and EGFR-TK inhibitors. 

Discussion 

The thiazole-based chalcones have been previously reported 
to exhibit antimicrobial and anti-tumor activities,35 and other 
thiazole derivatives have shown anti-cancer activity against 
several types of cancer and have been identified as JAK2 and 
EGFR inhibitors. Therefore, we expected that thiazole-based 
chalcones can inhibit JAI<2 and EGFR-TK activity. 
Considering the data from the in vitro cytotoxic activity of the 
five thiazole-based chalcone derivatives against 
erythroleukemia and lung cancer cell lines, we found that 
compounds 11 and 12 were more susceptible to mutant 
JAI<2-expressing HEL cells rather than the wild-type JAK2-
expressing TFl, since the V617F point mutation in JAK2 
maintains its open conformation at the activation loop,5 6

'
57 

resulting in higher ligand accommodation. 5 8
'
5 9 In the case of 

EGFR-expressing cell lines, only compound 25 significantly 
inhibited the A431 lung cancer cell line, whereas A549 cells 
were not sensitive to all thiazole derivatives. In addition, 
compound 10 showed cytotoxicity to A431 higher than A549. 
This is because (i) the EGFR expression level found in A431 
cells is dramatically higher than that found in A54960 and (ii) 
A549 cells exhibits KRAS mutation, which constitutively 
activates downstream MAPK signalling pathways, causing a 
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compensatory mechanism.61 The cytotoxic effect on cancer 
cell lines of these thiazole derivatives was due to their 
inhibitory activity against JAK2 and EGFR-TK, in a manner 
similar to the !mown inhibitors (Fig. 4). In addition, both 
compounds 11 and 25 showed higher IC.50 than the known 
drugs in normal kidney Vero cells, suggesting that these 
thiazole derivatives could be safe for these normal cells, 
which is consisten t with a previous report showing that the 
cytotoxic effect of thiazole-indenoquinoxaline on normal 
human cells (WI-38, fibroblast) gave high IC50 (> 107 µM).62 

Furthermore, compounds 11 and 12 showed kinase 
inhibitory activity against JAK2 higher than EGFR, whereas 
compound 25 inhibited both proteins at a similar level 
(Fig. 4), indicating that compound 25 acts as a dual inhibitor, 
and compounds 11 and 12 are JAK2 inhibitors. However, the 
results from the cell-based assay were inconsistent with 
kinase inhibition in which compounds 11 and 12 were potent 
against JAK2-expressing cells, whereas compounds 25 showed 
good inhibitory activity towards EGFR-expressing cells. This 
is because cells have several factors involved in cell growth 
inhibition such as cell permeability and compound 
degradation within the cell.63 Therefore, compounds with 
good inhibitory activity from both kinase inhibition and cell
based inhibition were selected to study the binding patterns 
at the atomic level. 

Although the fitness score of compounds 11 and 12 in 
complex with JAK2 as well as compound 25 in complex with 
EGFR was lower than that of the known inhibitors, their 
ligand-protein interactions are similar. It has been reported 
that the pyrrolopyrimidine moiety of ruxolitinib forms 
H-bonds with Glu930 and Leu932 of JAK2.64

-
66 In agreement 

with this evidence, the thiazole core of compounds 11 and 12 
interacted with Glu930 and Leu932 residues at the hinge 
region of JAK2 via hydrogen bonding. The noncovalent pi
alkyl interaction is one of the most important contributions 
to protein-ligand complexation,67 and the glycine loop 
residues Ala880, Val863 and Leu855 as well as the catalytic 
residues Leu983 of JAK2 were found to stabilize both 
thiazoles through pi-alkyl interaction, in correspondence 
with the reported ATP binding to JAK2, showing that its 
adenine and ribose moiety are embedded in pockets 
stabilized by hydrophobic interactions. 6"

1 The thiazole core of 
compound 25 points into the hinge region, which is a 
hydrophobic pocket similar to compounds 11 and 12 within 
JAK2, while its polar phenol group embedded between the 

Table 2 Predicted Lipinski's rule of five for the thiazole-based chalcones and the known drugs. HBO, hydrogen bond donor; HBA. hydrogen bond 
accepter; PSA, polar surface area 

Lipins ki"s rule of five 

Compound MW (5500 Da) HBD (55) HBA(510) Rotatable bond (510) PSA (5140 A) LogP (55) Drug-likeness 

11 265.35 1 3 4 111.36 2.47 Yes 
12 264.37 1 2 4 98.47 3.08 Yes 
25 274.34 2 3 4 90.46 2.65 Yes 
Ruxolitinib 306.37 1 4 4 83.18 2.40 Yes 
Erlotinib 393.44 1 6 10 74.73 3.20 Yes 
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glycine loop and catalytic loop, which are hydrophilic regions 
(e.g. Asp831 and Lys721}.68 It has been reported that the 
p-OH group on the phenyl ring of thiazole derivatives can 
increase the anti-cancer potential. 69 In accordance with this 
evidence, the p-OH group of compound 25 forms H-boncls 
with Lys721 near the glycine loop and Asp831 at the 
activation loop, resulting in higher anti-lung cancer activity 
than the other analogs (Fig. 3B). 

The hinge, deep in the ATP pocket, is an important region 
called the 'gatekeeper', which controls the access to the 
'back-pocket' of the kinase.70 The ATP-binding pocket of 
EGFR was quite larger than that of JAK2; therefore, 
compound 25 is suitable for EGFR because its phenol moiety 
at the R2 position is bulkier than the thiazole/thiophene ring 
of compounds 11 and 12. This explains why the same series 
of thiazole derivatives cou Id bind to the different target 
proteins. Numerous FDA approved drugs consist of a 
nitrogen-based heterocyclic moiety (e.g., pyrrolopyrimidine 
for JAK2 inhibitors and quinazolinamine rings for EGFR-TK 
inhibitors) similar to the adenosine ring of the ATP substrate, 
which occupies the hydrophobic pocket and forms H-bonds 
with the hinge region.65

'
71 Therefore, the aromatic alkyl

amino analogs of thiazole-based chalcones in this study 
could be used as an ATP-competitive inhibitors against JAK2 
and EGFR, since they contain the nitrogen-based heterocyclic 
ring similar to that of ATP and the known kinase inhibitors. 
Furthermore, all of the potent compounds showed good 
drug-like physicochemical properties, suggesting that these 
three thiazole-based chalcones could likely be developed as 
novel anti-cancer drugs. 

Conclusions 

In this study, we combined experimental and computational 
studies to identify novel JAK2 and EGFR inhibitors. In vitro 
cytotoxicity screening results showed that the HEL 
erythroleukemia cell line was susceptible to compounds 11 

and 12, whereas the A431 Jung cancer cell line was vulnerable 
to compound 25. The cytotoxic effect on cancer cell Jines of 
these thiazole-based chalcone derivatives was due to their 
inhibitory activity against JAK2 and EGFR-TK. From binding 
interaction analysis, it was found that compounds 11 and 12 
formed H-bonds with Leu932 and Glu930 and 
hydrophobically came into contact with Leu983 at the 
catalytic site of JAK2, whereas compound 25 formed 
hydrogen bonds within the ATP-binding pocket of EGFR at 
Met769 (hinge region), Lys721 (near glycine loop) and Asp831 
(activation loop). The bulkiness of the phenol moiety at the 
R2 position of compound 25 led to the higher selectivity 
toward EGFR-TK than compounds 11 and 12. All of the 
potent thiazole derivatives followed Lipinski's rule of five. 
Altogether, our study successfully identified novel JAK2 and 
EGFR inhibitors from the aromatic alkyl-amino analogs of 
thiazole, which can be used as promising starting points for 
subsequent drug discovery programs against erythroleukemia 
and lung cancer. 
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Materials and methods 
Cell lines and chemical reagents 

The human erythroleukemia HEL 92.1.7 (ATCC TIB-180) and 
TFl (ATCC CRL-2003), and lung carcinoma A549 (ATCC CCL-
185) and A431 (ATCC CRL-1555) cell lines, and monkey 
(Cercopithecus aethiops) kidney Vero cell line (ATCC CCL-81) 
were purchased from the American Type Cell Culture 
Collection (ATCC, Manassas, VA, USA). Roswell Park 
Memorial Institute (RPMI), Dulbecco's modified Eagle's 
medium (DMEM), fetal bovine serum (FBS), penicillin
streptomycin (Pen-Strep), granulocyte-macrophage colony
stimulating factor (GM-CSF) and trypsin were purchased from 
Life Technologies (California, USA). 3-(4,5-Dirnethylthiazol-2-
yl)-2,5-diphenyltetrazolium bromide (MTT), dimethyl 
sulfoxide (DMSO) and JAK2 (SRP0171) were purchased from 
Sigma-Aldrich (Darmstadt, Germany). PrestoBlue™ cell 
viability reagent was purchased from Thermo Fisher 
Scientific (Waltham, MA, USA). The ADP-GJoTM kinase assay 
kit was purchased from Promega (Wisconsin, USA). Poly (glu
tyr) peptide (P61-58) was purchased from SignalChern Biotech 
(Canada). EGFR-TK was obtained from a previous report.72 A 
series of thiazole compounds were kindly provided by Dr. 
Athina Geronikaki from the Aristotle University of 
Thessaloniki.34 Note that due to limited amounts of thiazole
based chalcones obtained from a previous study,3'' we 
perfo rmed JAK2 and EGFR kinase and cytotoxicity assays as 
well as a binding pattern study at the molecular level on only 
five thiazole derivatives (Fig. 2 and ESit section 7). 

Cell cultures 

The TFl cells were grown in complete RPMI-1640 medium 
supplemented with 10% (v/v) FBS, 100 U mL-1 penicillin, 100 
~tg mL-1 streptomycin and 2 ng ml-1 GM-CSF. The HEL cells 
were grown in complete RPMI-1640 medium supplemented 
with 10% (v/v) FBS, 100 U mL-1 penicillin and 100 µg mL-1 

streptomycin. The A549, A431 and Vero cells were grown in 
complete DMEM medium supplemented with 10% (v/v) FBS, 
100 U mL-1 penicillin and 100 µg mL-1 streptomycin. All cells 
were maintained at .37 °C in a 5% (v/v) CO2, 95% (v/v) air 
humidified incubator. 

Cytotoxicity in cancer cell lines 

The in vitro cytotoxicity activity of thiazole derivatives against 
the TF1 and HEL cells, which are suspension cells, was 
assessed using the Presto Blue assay, while A549 and A431 
cell lines, which are adherent cells, were evaluated using the 
MTT assay. For preliminary screening, 100 µL of TF1 (so 000 
cells per well), HEL (25 000 cells per well), A549 (5000 cells 
per well) and A431 (5000 cells per well) cell suspension was 
seeded per well in a 96-well microplate and incubated at 37 
°C overnight, and the cells were treated with compounds and 
known drugs (ruxolitinib and erlotinib) at 10 µM. Then, 
incubated for 72 h. Subsequently, 10 µL of Presto Blue 
reagent was added in TFl and HEL cells and incubated at 37 
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°C for 1 h, The absorbance of the resorufin product was 
measured. The MTT solution (5 mg mL-1

) was added into 
A549 and A431 cells and incubated at 37 °C for 3 h. The 
medium was removed, and 50 µL of DMSO was added to 
each well to lyse the cells and solubilized the formazan 
crystals. Finally, the absorbance was measured at 570 nm 
using a microplate reader (Infinite M200 microplate reader, 
Tecan, Miinnedorf, Switzerland). Each experiment was 
performed in duplicate. After screening, the compounds 
displaying a percentage of cell viability at 10 ~1M <50 were 
selected to determine their IC50 value. 

In addition, the cytotoxicity of the thiazole derivatives 
against normal Vero cells (2000 cells per well) was also 
investigated using the MTT assay. 

Kinase inhibition of JAI<2 and EGFR-TK 

The tyrosine kinase inhibitory activity of JAK2 and EGFR-TK 
was performed using the ADP-Gloni kinase assay as 
previously reported.51072 The first 8 µL of buffer (40 mM Tris
HCl pH 7.5, 20 mM MgCI, and 0.1 mg mL-1 bovine serum 
albumin) was added to a 384-well plate. Then, 5 µL of 
enzymes (2.5 ng µL- 1 for JAK2 and 1.25 ng µL-1 for EGFR) 
and 2 µL of inhibitors were added, followed by 10 µL of a 
mixture of 5 µM ATP and 2.5 µM poly(glu-tyr), and incubated 
for 1 h at room temperature. Next, 5 µL of the ADP-Glo 
reagent was added and incubated for 40 min. After that, 10 
µL of kinase detection reagent was added and incubated at 
room temperature for 30 min to convert ADP to ATP. ATP was 
then detected by measuring the luminescence using a 
microplate reader (Infinite M200 microplate reader, Tecan, 
Miinnedorf, Switzerland). All assays were performed in 
triplicate. The relative inhibition (%) of inhibitors was then 
calculated and compared to the control with no inhibitor as 
shown in eqn (1); 

% Relative inhibition (1) 
[(positive- negative) -(sample - negative)] 

= , . . . ) x 100 
(pos1t1ve - negative 

Statistical analysis 

The data are represented as mean ± standard error of the 
mean (SEM). Differences between groups were compared 
using one-way ANOVA, followed by Tukey's test for multiple 
comparisons. An independent t-test was used for comparison 
differences between pairing values. The differences in means 
were determined at the confidence level P ~ 0.05. 

Molecular clocking 

The crystal structures of JAK2 complexed with tofacitinib 
(PDB ID: 3FUP)73 and EGFR complexed with erlotinib (PDB 
ID: 1M17}71 were downloaded from the Protein Data Bank. 
These structures were chosen because both of them were 
crystalized with the known drugs. The missing residues of 
JAK2 (residues 920-923) were built using the SWISS-MODEL 
server.74 The 3D structure of the drugs (ruxolitinib and 
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erlotinib) were obtained from the ZINC database, whilst the 
3D structure of compounds 11, 12 and 25 were generated 
using the Gaussian 09 program. All the ligands were 
optimized using the Gaussian 09 program (HF/6-31d) as per 
the standard protocol.75

-
7 7 The protonation state of all 

studied ligands was characterized using the ChemAxon.78 

For system validation, the crystalized ligands were defined 
as a center in the active site for redocking using GOLD 
programs which are based on genetic algorithm (GA),79 and 
the results are shown in ESI Fig. S1.t The docking protocols 
were as follows: (i) the JAK2 system was set as 12 A for sphere 
docking and GOLD score and ChemScore (rescore) for the 
scoring function; (ii) the EGFR system was set as 15 A for 
sphere docking and ChemScore for the scoring function. All 
systems were used as 100 docldng poses. The binding 
between proteins and compounds/drugs was visualized using 
the UCSF Chimera package80 and Accelrys Discovery Studio 
2.5 (Accelrys Inc.). 

Physicochemical predictions 

Physicochemical features such as hydrogen bond donors, 
hydrogen bond acceptors and drug-likeness play an 
important role in drug discovery and development. 81 Herein, 
such properties of the potent compounds 11, 12 and 25 were 
calculated in comparison with drugs (ruxolitinib and 
erlotinib) using web-based application SwissADME (www. 
swissadme.ch/).82 
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Abstract 

Tyrosine kinase (TK) domain of epidermal growth factor receptor (EGFR) is the 

intracellular domain, which is phosphorylated by using ATP as the substrate when the receptor 

is activated. The downstream signaling cascades, such as Ras/Raf/MAPK and PI3K/ AKT 

pathways, are subsequently stimulated. These pathways regulate cell growth and cell 

proliferation. The secondary T790M point mutation in the EGFR TK domain co-occun-ed with 

pre-existing L858R mutation causes drug resistance in cancer patients. Herein, all-atom 

molecular dynamics (MD) simulations are employed to investigate the precise role of this 

secondary mutation causing a high level of resistance to erlotinib. At the same time, principal 

component analysis (PCA) is used to reveal the change in protein motion due to such mutation. 

As a result, the secondary mutation has caused the disruption of the middle region, including 

binding site formation. In the EGFR harboring the T790M/L858R mutation, the protruding of 

the mutated residue M790 to the drug molecule leads to the quinazoline ring, a core of tyrosine 

kinase inhibitors (TKis), swaying out of the pocket concerted with N-lobe movement in the 

similar direction. It resulted in a lower hydrogen bond interaction with the residue C797, the 

hot spot position for an oncogenic mutation that overcomes the T790M-targeting EGFR 

inhibitors (third-generation TKis), and also a target position for covalently-linked drugs. 

Therefore, the harboring secondary mutation cannot supp01i the binding of incoming erlotinib 

through affecting the ligand movement and its N-lobe. The overall data shows the molecular 

mechanism of how erlotinib resistance associates with the development of T790M mutation in 

patients. 
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Introduction 

Chemotherapy is the most common treatment for cancers; however, its side effects 

diminish the quality of the patient's life 1• Targeted therapy is introduced to decrease the side 

effects of chemotherapy. Instead of killing rapidly-dividing cell likes chemotherapy, the 

targeted therapy can inhibit specifically at the proteins found in cancer cells or involved in 

cancer cell growth. Hence, the side effects are lower than chemotherapy2. In non-small cell 

lung cancer (NSCLC), the general protein for a targeted drug is the mutated epidermal growth 

factor receptor (EGFR). EGFR is the transmembrane receptor that consists of three domains: 

an extracellular ligand-binding domain, a single transmembrane domain, and an intracellular 

tyrosine kinase domain3. After binding to its ligands (EGF and TGF-u ), EGFR can trigger three 

main pathways: RAS/RAF/MAPK pathway, Pl3K/AKT pathway, and JAK/STAT pathway4. 

All of these pathways involve cell proliferation and apoptotic inhibition. EGFR mutation in the 

tyrosine kinase (TK) domain causes the autoactivation of downstream pathways, ultimately 

leading to an uncontrollable increase of the cell. TK domain can be divided into the N- and C

terminal lobes. One of the most common mutations in this domain is L858R substitution, which 

accounts for 41 % in NSCLC5. 

Erlotinib or Tarceva (trade name, Figure 1) is a tyrosine kinase inhibitor (TKI) used to 

treat NSCLC. It binds at the hinge region between N-lobe and C-lobe of the TK domain. The 

progression of cancer is inhibited in a period. After that, some patients develop drug resistance 

against erlotinib. Many possible resistance mechanisms were proposed7
. One of those is the 

T790M secondary mutation, which is 50-85% repo1ted in clinical repo1ts after patients resisted 

to tyrosine kinase inhibitors8- 10 . This mutation occurs in exon 20 and locates at the drug-binding 

pocket (Figure 1). The roles of this mutation in drug resistance were found to enhance ATP 

binding and thought to be steric to the binding of TKis since this 790 position is the 

"gatekeeper" 11 • However, the molecular mechanism of drug resistance due to the 
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T790M/L858R mutation, especially the dynamic behaviors and drug-protein interactions, was 

not well described. Thus, we aim to investigate the source of erlotinib resistance caused by the 

secondary mutation T790M in EGFR TK domain in active conformation relative to the wild 

type and primary L858R mutation at atomic level. Herein, all-atom molecular dynamics (MD) 

simulations together with principle component analysis (PCA) were used to gain insight about 

structure and dynamics. Apo forms of wild type, L858R and T790M/L858R strains were also 

simulated in this study for comparison. Note that the drug-target binding affinity in several 

EGFR TK mutants were previously studied by the in silica methods [refs]. 
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C-lobe 

= Glycine rich loop 
=C-hellx 

erlotinib 

b) I)/ 
21 

11 
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Figure 1. (a) Complex structure of erlotinib binding to EGFR TK domain. (b) Chemical 

structure of erlotinib where the atomic labels are shown for fmiher discussion. 

Results and Discussion 

To monitor the stability of the system, the root-mean-square displacements (RMSDs) 

of all atoms for complex, protein backbone, and erlotinib relative to those of the minimized 

structure were computed throughout the MD simulations. RMSD plots of all systems are 

provided in Figure 2. RMSD values of all complexes or proteins rapidly increase in the first 
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10 ns due to their initial steps of simulation, heating, and equilibration. It can be seen that after 

120 ns, all systems have reached equilibrium. The fluctuation of wild type-erlotinib (WT

Erlotinib) shows the reduction of RMSD values indicating a more stable structure after drug 

binding. The other complexes, L858R and T790M/L858R, exhibit a similar pattern of RMSD 

plot with those in apo forms but differ at its equilibrated values. Based on entire plots, the 

trajectories from the last 80 ns are selected for fmiher analyses in terms of2D-RMSD, principal 

component analysis (PCA), dynamic cross-correlation map (DCCM) and ligand-protein 

hydrogen bonds to understand the source of drug resistance due to the introduction of the 

secondary mutation T790M. 
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Figure 2. Root-mean square displacement (RMSD) of all SlX systems: WT, L858R, and 

T70M/L EGFR TK without and with erlotinib bound. Black, gray, and light gray represent 

RMSDs of all atoms for protein (apo form) or complex (holo form), backbone, and erlotinib, 
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respectively. The dashed line indicates the selected period of equilibrated trajectories for 

further analyses. 

Pair-Wise Root Mean Square Displacement Matrix Analysis (2D-RMSD) 

2D-RMSD is a useful method to investigate the overview of structural changes at a 

specific time relative to any time point of the simulation. The 2D-RMSD results for all systems 

are given and compared in Figure 3. Three to four blocks of blue color along the last 80 ns of 

simulation in WT, L858R, and T790M/L858 suggest a decrease in structural differences. In 

comparison with apo-wild type, both kinds of mutations in apo forms show a bigger cluster of 

similar structures and maintain the structure at that stage longer than that of wild type. The 

reduction of conformational changes is observed when the erlotinib binds to wild type. Similar 

to those of apo form, T790M/L858R complex has even lower conformational changes (bigger 

deep blue blocks). In the L858R complex, blue blocks are similar in size with those of apo 

form but differ by simulation time. The blocks were between 120 to 150 ns and 150 ns to 200 

ns. Two blue blocks were shown in T790M/L858R, i.e., one is between 120 to 140 ns; another 

one is between 140 to 200 ns. Thus, the binding of erlotinib induces stability in all strains with 

different conformational clusters. 
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Figure 3. Pair-wise root mean square displacement matrix (2D-RMSD) of all atoms for the six 

systems: WT, L858R, T790M/L858R, WT-Erlotinib, L858R-Erlotinib, and T790M/L858R-

Erlotinib. Each point is the RMSD between two conformations at the same or different time 

points of simulation. Different colors represent RMSD values. Blue is the lowest RMSD value, 

0 A, while red is the highest RMSD value, 12 A. 

Dynamics Cross-Correlation Map 

To examine the correlation of motion between residues , the dynamic cross-correlation 

matrix (DCCM) is computed over the selected 80 ns trajectories . The Cij elements of matrix 

vary from -1 to + 1, -1 is entirely anti-correlated or opposite in the direction of motion, while 

+ 1 is completely correlated or the same direction of motion. Different colors represent Cij 

values as heat maps in Figure 4. The diagonal line (red) is the result of the correlation of each 

residue with itself. DCCM can give information of the correlation between residues over the 
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period, but the information of motion from DCCM cannot be visualized as a three-dimensional 

picture like principal component analysis (PCA) does. The correlation of apo-wild type strain 

ofEGFR TK is divided into four regions, the residues 696-790, 791-860, 875-1000, and 1001-

1018, corresponding to N-lobe with juxtamembrane, the upper region of C-lobe, the lower 

region of C-lobe and C-terminal region, respectively. The N-lobe moves similarly with the 

upper and lower region of C-lobe, whereas almost the opposite manner to the C-terminus. The 

correlation of L858R EGFR mutation is similar to that of wild type but with less positive 

conelation among each region. The conelation block in T790M/L858R double mutation differs 

from the other apo strains. The positive correlation block is found between the residues 750 to 

860 in the middle region of EGFR (lower part ofN-lobe, the hinge region, and upper part of 

C-lobe). Thus, the primary mutation maintains the conelation as that of wild type with a higher 

degree of independence among regions. In contrast, the secondary mutation promotes the 

positive conelation in the middle region leading to the dependency between N-lobe and C-lobe 

connected with the hinge region. In other ways, the secondary mutation keeps the protein 

regions to behave similarly by controlling the linker region. The binding of erlotinib likely 

reduces the internal and external positive correlations among the four regions in wild type 

compared to that of apo form. It also increases positive correlation inside the N-lobe of the 

L858R strain to become stronger and more prominent, which is similar to that of apo-wild type. 

Interestingly, the binding of erlotinib to T790M/L858R mutant strain causes the disruption of 

positive conelation in the middle region, as previously mentioned in the apo system. Hence, 

the primary and secondary mutations induce the stronger and weaker correlations in the N-lobe 

and upper pa1i of C-lobe, respectively, after complexation with erlotinib. A similar effect was 

observed in the previous study, which carried out in wild type and G719S EGFR TK31
• They 

found that the stable core was the lower C-lobe region, as we found in the con·elation map of 

wild type and L858R strains. The N-lobe, mostly harboring the mutation hot spots, was 
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responsible for protein flexibility. Moreover, the oncogenic mutation stabilized the regions 

around the binding site, including the hinge region, as we observed the correlation formation 

in the middle region in the secondary mutation. 

Residue number 

Figure 4. Dynamic cross correlation map (DCCM) represents the correlation between residues 

by defining Cij value + 1 as completely correlated (move in the same direction) and -1 as 

perfectly anti-correlated ( opposite direction). Colors are represented the Cj values from -1 to 

+l. 

Principal Component Analysis 

The principal component analysis (PCA) or essential dynamics is a powerful statistical 

tool to describe the dynamic motions of the structure32
-
33

, in which a summation of all 

eigenvalues of each eigenvector in the system is equal to the total variance indicating the 

fluctuation in the protein. Figure S2 in Supporting Information shows the total variance 
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values of each system. The binding of erlotinib in primary mutation does not reduce the total 

variance, whereas it is decreased in both wild type and secondary mutation. 

The scatter plots between the first and second principal components in Figure 5, PC 1 

and PC2, reveal the different distributions of protein conformations deviating from the 

averaged structure and its pattern. The zero value corresponds to the averaged structure. 

Although all plots of apo forms were able to be classified into two to three clusters, the apo

wild type showed the least darkness in each cluster. The conformations of apo-wild type were 

distributed higher than those of others, suggesting that its structural states were varied. These 

results are in agreement with those from 2D-RMSD in which multiple states of conformational 

changes are less observed in both primary and secondary mutations, and no matter they are apo 

or complexed form. 

The first PCA mode (PC 1) indicates the highest amplitude of protein motion. The PC 1 

direction (arrowhead) and its amplitude of motion (length of arrow) for all six systems are 

depicted in Figure 6, together with the protein motion shaded by different colors. The 

juxtamembrane and C-terminal are the most mobile region in all systems. N-lobe and C-lobe 

of apo fo1ms tend to move down in all strains with small amplitude except those of 

T790M/L858R strain, which tends to move up. The binding of erlotinib results in the twisting 

of N-lobe in wild type and T790M/L858R strain to the right side, but it slightly moves up in 

the L858R strain. Moreover, the movement to the right side of the N-lobe in T790M/L858R 

strain with higher amplitude than other complexes was found, indicating the lower stability 

when erlotinib is bound. This region's correlation is disrupted in DCCM analysis. Thus, the 

secondary mutation causes the dynamic behavior of N-lobe to be more mobile and 

disassociation of C-terminus from N-lobe, which resembles wild type strain. However, the 

stability of the TK domain except for the end of C-terminus and juxtamembrane is in 

agreement with the previous NMR study suggesting that the kinase domain was rather rigid34
. 



Motions of ligand, erlotinib, are depicted in Figure 7. Erlotinib bound to T790M/L858R sways 

out of the binding pocket to the right-hand side with a higher amplitude compared to the other 

strains. The quinazoline ring plays a vital role in this swaying. The mutated residue M790, 

bigger than that of T790, still protrudes to the drug though it tended to move inside slightly. 

Residue C797 in the secondary mutation moves in the almost opposite direction with the 

quinazoline ring ( discussed further in the hydrogen bonding section). In contrast, erlotinib is 

less mobile in wild type and L858R strains. Thus, the secondary mutation T790M causes 

erlotinib moving out of the binding pocket with a high amplitude of motion in concerted N

iobe translocation. 
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Figure 5. Scatter plot between the first (PC 1) and second (PC2) principal components. Zero 

value corresponds to the averaged structure. The deviation from the averaged structure 

indicates how much each conformation in simulation differs from the average one when PC 1 

and PC2 are employed. 
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WT (PC1=24.97%) 

WT-Erlotlnlb 
(PC1=45.73%) 

L858R (PC1=15.68%) 

L858R WT-Erlotlnlb 
(PC1=37.72%) 
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Figure 6. The first principal component (PC 1) of each system is demonstrated by arrows (green 

color) and colors in the protein structure, where its percentage is given in the bracket. The 

a1Towhead indicates the direction of motion while its length reflects the amplitude. The big 

black arrows show simplified N-lobes' direction of motion, which arrow sizes reflect their 

amplitudes of motion. The protein mobility is color-scaled by blue to red. Red color indicates 

the region with high mobility, whereas blue color indicates low mobility. 
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WT-Erlotlnlb L858R WT-Erlotinlb T790M/L858R WT-Erlotlnlb 

Figure 7. PC 1 motion of the three critical residues of the EGFR TK domain, T790M, M793 , 

and C797, as well as erlotinib. 

To investigate the difference of protein motion between the two systems, their sets of 

trajectories are combined for PCA calculation. The PCl of the combined trajectories from the 

two considered systems, EGFR TK domain without and with erlotinib bound, is shown in 

Figure 8. The region that exhibits the highest amplitude is focused. The difference of region 

among all three strains of both apo and complexed forms is mainly the glycine-rich loop (G

loop) and the linkage between N-lobe and C-helix. Apo strains barely differ at the C-lobe, 

whereas the difference in the N-lobe of complexes is increased, suggesting that the binding of 

erlotinib influences the motion of N-lobe. Noticeably, the difference between apo and 

complexed forms of each strain is G-loop in wild type, the linkage between N-lobe and C-helix 

in L858R, and G-loop in T790M/L858R. The linkage between N-lobe and C-helix in the 

L858R strain is different from that of the T790M/L858R strain. Altogether, the protein motion 

seems to mainly differ by its G-loop and also by the linkage between N-lobe and C-helix. 
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Figure 8. The PCl of two combined trajectories for (a) apo systems (WT, L858R, 

T790M/L858R) and complex systems (WT-Erlotinib, L858R-Erlotinib, and T790M/L858R

Erlotinib ), and (b) apo and complex systems in each strain. Blue and red colors indicate the 

region with low and high differences in motion, respectively. The dashed line encloses critical 

regions of the binding pocket showing different motions. 

Hydrogen bonding between erlotinib and EGFR TK domain 

To investigate the formation of hydrogen bonds between erlotinib and the residues in 

the binding site of EGFR TK domain, the hydrogen bond occupation is calculated by using the 

criteria: 1) the distance between hydrogen bond donor and acceptor is not over than 3.5 A, and 
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2) the angle between hydrogen bond donor, hydrogen and hydrogen bond acceptor is larger 

than 120°. The formation of intermolecular hydrogen bonds of erlotinib with its occupation is 

drawn in Figure 9. In the wild type and L858R strains, erlotinib is stabilized by a strong 

hydrogen bond with M793 and a weak hydrogen bond with C797. M793 is also found to form 

hydrogen bonding with co-crystallized ligands and erlotinib analogs in both X-ray 

crystallography and computation35
-
36

. The secondary mutation has not only caused high 

mobility of erlotinib in the binding site as mentioned above but also led to a reduction in drug

residue C797 interaction, directly resulting in a low binding affinity of erlotinib37
-
38

. Moreover, 

one of the strategies to overcome the drug resistance is to design the covalently-linked drug 

with C79739 residue, which is an oncogenic mutation hot spot in third-generation of anticancer 

drug development40
. Thus, the step of drug resistance development is the decrease of 

interaction with C797 by causing the second-generation TKis swaying out of the binding 

pocket in secondary mutation, and then the C797 itself completely loses its interaction with the 

T790M-targeting EGFR inhibitors (third-generation TKis) by mutating to be S797. 

WT-Erlotinib L858R-Erlotinib T790M/L858R-Erlotinib 

Figure 9. Hydrogen bonding between erlotinib and the two residues of EGFR TK domain in 

the three complexes represented using the last MD snapshot: WT-Erlotinib, L858R-Erlotinib, 

and T790M/L858R-Erlotinib. 
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Conclusions 

In this study, we investigated the effect of secondary mutation T790M in the EGFR TK 

domain (T790M/L858R), which highly caused the erlotinib resistance, by all-atom MD 

simulations and principal component analysis (PCA). The DCCM results demonstrated that the 

secondary mutation likely destroyed the stability of middle region formation when there was 

incoming of erlotinib. From the PCA study, the protruding of T790M closely to the drug affects 

its quinazoline ring, which is the core of TKis inhibitor to sway out of the binding pocket and 

consequently weakens the hydrogen bond interaction with the crucial residue C797. The ligand 

motion was in the same direction as N-lobe. Besides, the twisting of N-lobe in wild type and 

secondary mutation cannot be observed in the primary mutation. The structural and dynamic 

changes due to the introduction of T790M in both the protein itself and the incoming drug 

systems likely caused the binding affinity of the ligand/protein complex. All obtained data 

could explain the primary source of erlotinib resistance in the patients who develop the T790M 

mutation. 

Methods 

System Preparation 

All initial systems were prepared from MODELLER 9v8 program 12
-
14 and AMBER 16 

package program 15 • Homology models of apo-EGFR TK domain in wild type, L858R and 

L858R/T790M strains, were constructed by using PDB entry code 5EDP as template. Residues 

M790, A865, A866 and A867 in homology model were changed back to be T790, E865, E866 

and K867, respectively, using LEaP module of AMBER 16 program, while the residue M790 

remained in homology model of L858R/T790M EGFR TK domain. L858R mutation model 

was also prepared by LEaP module. All holo forms of EGFR TK domain in complex with 

erlotinib were constructed by using lMl 7.pdb as template. L858R and T790M/L858R 
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mutations acquired from manual mutation. To mimic the intracellular domain of EGFR, the 

juxtamembrane region and C-terminal region were also included in all models 16•17• The 

coordinates of erlotinib in complex with those holo forms were obtained from the co-crystal 

structure of EGFR TK domain with erlotinib bound (lMl 7.pdb). The template and erlotinib 

coordinates for all systems were summarized in Table 1. 

Table 1. Template and structural coordinates of erlotinib for all studied models. 

System Template Coordinates of erlotinib 

WT 5EDP 

WT-Erlotinib 1M17 1M17 

L858R 5EDP 

L858R-Erlotinib 1M17 1M17 

T790M/L858R 5EDP 

T790M/L858R-Erlotinib 1M17 1M17 

The protonation state of possible charged residues (Asp, Glu, Lys, Arg and His) for all 

models was assigned at pH 7.4 with PROPKA3.0 18
• Missing hydrogen atoms were added by 

the LeaP module in AMBER 16, which were then minimized with 1000 steps of steepest 

descents (SD) and 2000 steps of conjugated gradient (CG). In order to neutralize the system, 

chloride ions were randomly added. Finally, TIP3P water molecules were filled to construct 

the system in solution with distance of 13 A from the protein surface. The AMBER ffl 4SB 

force field 19 and the generalized amber force field20 (GAFF) were used to treat for protein and 

erlotinib, respectively. To obtain the partial atomic charges of erlotinib, the ligand coordinates 

obtained from the crystallographic structure were optimized by the HF /6-31 G* level of theory 
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by Gaussian0921 in according to the standard procedures22-24. Then electrostatic potential (ESP) 

charges were fitted using the single point energy calculation at the same level of theory on the 

optimized structure of ligand, which were finally conve1ied to the restrained ESP (RESP) 

charges using the antechamber module in AMBER 16. The minimization processes of each 

system were divided into: 1) hydrogen and water minimizations under a restraint on the rest 

atoms with weight of 10.0 kcal/mol2-A2, 2) minimization under a restraint on the protein 

backbone atoms with weight of 10.0, 5.0 and 1.0 kcal/mol2-A2, respectively, and 3) 

minimization on whole system. Each step of minimization consisted of 2500 steps of SD and 

followed by 2500 steps of CG. 

Molecular Dynamics Simulations 

All systems were performed by all-atom MD simulation under periodic boundary 

condition (PBC) by following our previous studies25-27. SHAKE algorithm was applied to 

constrain all covalent bonds involving hydrogen atoms. A non-bonded cutoff of 12 A was used. 

Long range electrostatic interactions were treated using particle mesh Ewald (PME). Each 

system was heated to 310 K for 200 ps with harmonically restrained protein of 10.0 kcal/mol

A2. Subsequently, NVT equilibration was performed for 200 ps. Then, 1 ns ofNPT simulation 

was performed with decreasing restraint weights on the protein position reduced from 10.0 to 

5.0 kcal/mol-A2, respectively. After that, the restraint was removed and full MD simulation 

was can-ied out until 200 ns by the PMEMD module in AMBER. All results were analyzed by 

cpptraj module in AMBER 16. 

Principal Component Analysis 

In order to examine the motion of protein in each system, principal component analysis 

(PCA) was applied on the 5000 frames from the last 100 ns. To perform PCA, the covariance 
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matrix size of 3N x 3N is calculated (N is number of atoms) after removal of rotational and 

translational motions. Then, the covariance matrix is diagonalized to provide eigenvectors 

describing the dynamic motions of structure, and eigenvalues indicating how much each mode 

contributes to the entire dynamics. 

The probability distribution of the first principal component PC 1 was divided into the 

first 50 ns and the last 50 ns as shown in Figure S1 of supporting information. Bin interval 

was set to 20. The frequency of population was counted when it fell in each bin (x) and was 

then normalized to provide probability. Let p(x) and q(x) are probability distributions of the 

last 50 ns and the first 50 ns, respectively. Integral over p(x) and q(x) must be equal to 1, and 

p(x) > 0 and q(x) > 0 are for any x. Not every x interval has the overlapping of probability 

distribution between the first and last 50 ns; however, the percentage is higher than 55% (Table 

Sl in supporting information). Kullback-Liebler divergence28 (DKL) was then employed in 

the combination with PCA to investigate the convergence between the two probability 

distributions from the first and last 50 ns using the eq 1. If probability distribution p(x) is the 

same with q(x), DKL is equal to zero. In contrast, if DKL is high or reaches oo, it indicates that 

two populations are different or diverged. It can be seen from the results in Table S1 of 

supporting information that our simulations still showed the partial convergence between the 

first and last 50 ns of simulation. 
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