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Serine-arginine protein kinases (SRPK) LﬁuiﬂiauﬁﬁmﬁﬂﬁLamngaaLWmiﬁ Serine-arginine
splicing factors (SRSF) Lﬁaﬁmﬁ'}ﬁmUammgmumiﬁmLLﬁa%uﬁau mMRNA (Alternative splicing) 910
nMsTeeuRewiinsAnudmnuduiussywinddsiiu SRPK wazuwide wuinileannisuansesn
voelUsiu SRPK avdwwariliigaduziiaaiinniie 4 wu uzdadmdentnn Snisasqgiiulaiianas
nsfnwinfaiiedfaguszasdlunisinumavesarsduds SRPK 1én SRPIN3A0 wag SPHINX31 lu
waduzSaRmlaailuuwiln A375 lngfnwisnsinissentinwaamemaila MTT assay wui1 SRPK
inhibitors apssiindsnalfiwadionsinissentinanasduiusiuanududussasuasaniivings
naaed Wethun@nwnismeveswadaiowmain Live/Dead staining (aeniséiaud Calcein-AM uaz
Propidium iodide) Wlennaauiansii 2 wila S51uaumad A375 finmsmeniintuniueiandudu
VY09ANT WATAITANYINITANEYDITAALUUDE WO NINTE Alewnalla Flow cytometry (lnan15daud
Anexin V @z 7AAD) Wui1 SRPK inhibitors anansawiienilmAanisaeuuvesnonlndald lnoua
maneansasatonalfifutoyadesiulunsdeseansfinunavasanssudsnsieuveslusfiu SRPK
sonmantRie TusadusSsimiaualunsely ilelfidudeyaugulunsiauinagnsnising
molUluouan



Title Induction of melanoma cell apoptosis by SRPK inhibitors
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ABSTRACT

Serine-Arginine protein kinases (SRPKs) have a crucial function to phosphorylate Serine-
Arginine rich splicing factors (SRSFs) for regulating alternative splicing process. Several studies
presented the association between SRPK protein and cancer by once the expression of SRPK
protein was reduced, the growth of cancer cells such as leukemia was decreased. Therefore, this
study aimed to investigate the effect of SRPK inhibitors (SRPIN340 and SPHINX31) on A375
cutaneous melanoma cell proliferation by MTT assay. The result demonstrated both SRPK
inhibitors can suppressed the proliferation of A375 cell as dose dependent-manner and time
dependent-manner. Next, live/dead staining (by Calcein-AM and Propidium iodide Staining) also
showed both SRPK inhibitors induce a higher number of dead A375 cells as dose dependent-
manner. Moreover, study of apoptosis by flow cytometry (by Anexin V and 7AAD staining), SRPK
inhibitors have were found to induce cell apoptosis. The results of this trial may serve as
preliminary data to study the effects of SRPK inhibitors on various properties in melanoma cells.

to be used as a basis for further development of treatment guidelines in the future.
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anulunwazaudfey

uziiauanluin (Melanoma) ungzifafiAnanauiinunfveswadialuled uisesnidu
wanewda Ly uziseRamdaualuun (Cutaneous Melanoma) mﬁu?jaqa’s (Mucosal melanoma)
1z15971m29m1 (Uveal melanoma) wazugieitefiodii (Acral melanoma) Ly Tneugi3eiavida
alunn WuuzSdhmisdaiigiinisaliian willdnsnisdedings ddluussmalnesisnenu
gUAnsaliineg 0.72-1.7 sevUszrnsuauay nioUszanas 12,000 Ausel wazdnsmaideTinogd
0.18-0.42 AoUs¥aINISUEUAY SoUsYLN 3,000 AuRDT (Khazaei Z. et al, 2018) Tnefiladuides
wanaUszn1s WU uaewnn @70 waraseuasilivseiidunsSeiavlawantunnunew s Sawinns
Snwlsauzisalutagiuasiivaneds wu nsiidn nsanesednsensiieneivntn winissnwnanan
faiiuszansamlidiisane iliwadusiisdsanuisasuniunissnwnazimuiseluld Tutdegiuid
nsfnwwlmanadhmnefiewmuinisinelsue Sdivssavsnmanniu

Serine Arginine Protein Kinases (SRPKs) ifhulusiufivmihiauaunssuruntsdausstudiu
mMRNA (mRNA splicing) tagazinn1siauniweaina (Phosphorylation) 19ifiu Splicing factors @
Serine Arginine rich splicing factors (SRSFs) %ﬂﬂﬂiLam%gWaaLWmﬁﬁwﬁﬂﬁ SRSFs aglugﬂﬁﬁ’m’mlﬁ
(Active form) (Da Silva MR. et al., 2015) FatumnAn NS EALATUEIY MRNA ARAUNR 91911lUdg
nsdaeseilusiufidnaiunsiamvesusdeld minnsmsnunoundifinsfnwfeauduius
5enI19lUSAU SRPK wazugiSariagigg 1w vziSeuziSaualuin wagainnsanuinuInugsasailug
fudloannisuanseanvediusiu SRPK axdwmariliwaduziseiininasayiivlnfianas uenanildsd
msAnwisEy Taowuiuedeiomdasaluineia A375 Sn1suanioanves SRPK figa wsiileviins
fudannsuansoandae shRNA-SRPK1 wuinfeuiiouziisiouiadiinas (Gammons MV. et al,, 2014)

PaatiulddinnsAnduansdudanisvinauneslusii SRPK (SRPK inhibitors) naneeiia usvdaiid

senueuntifonisinwmavasans SRPK inhibitors lusgiisimamanlusn o @13 SRPIN340 Tng
MnuansAnynud devhnisldanssudimahuresiusiiu SRPK Aeuiouzssdivunaiiénasesng
Fulddadenoudioutunguillalaldansduds (Gammons MV. et al,, 2014) fideFaaulafinuinaues
ansudanisvhatuneslusiiu SRPK #o SRPIN3A0 uaz SPHINX31 fadmsin1ssondinuasninnisae
youwaduzishviaualunnein A375 gnismeveawaduarlusiuiiieiiunsaeuuuesnennda
anamsdnwitldorilugnisiauuasdesaanisinwinavasarsdudanmaieuaslsiu SRPK s
AR Tuaduzissindaualuaiseluluowan



AYINUIYVDINTIVY
1. Anwinavedans SRPK inhibitors sian1smievedaduziseiviaualluuneds Live/Dead
cell staining kaztudugadmenelindesgansiaungeaisalsus
2. Anwinavesans SRPK inhibitors Aon1smeluvssnenlndaveseadueiseiviiamantun
A1875 Flow cytometry

ANNAIAYVBINTIAY

uziFeimifaanluan (Cutaneous Melanoma) WusziSefislgtAnisalifntdesluuszmalng us
fisnsnsideTiniigs lasluuszmdlveddasnisdedinifosas 48.08 uivszinaidgUinisaliinlsa
unfianlulanfeuszimaeeansde fnsnadeTinegiifosas 6.56 Fadnituszmalne (World
health organization, 2020) Lﬁ'aﬂmﬂﬂa%’aﬁwﬁigﬁv‘iﬂﬁlﬁ@mL%qﬁmﬁqLuaﬂumﬁ@%’q?{é’amﬂ’ﬂaLam
ﬁ’%a%’qﬁg‘iﬁﬁqmaiﬁﬁwmwmﬁwwlmzﬁuﬁlﬁuw (DNA damage) (Sample A. et al., 2018) Wazugiis
Amsanlusnlasdrulvg snifnainldifiegiewinnisidsuntas fdnvaziamzfolivouiun
(Notching) wiaiisesyu (Indentation) vil¥iUnsuesduauiisuudasily uazdnunuunngly
syogdifinrusunssvidedimauninsyangluetoarduud

Mnnsinwneuntiifiinssenunaresnisidaisiudinisinauvesiusiiu SRPK (SRPK
inhibitors) léuA SRPIN340 91nn1sAnwdaenisdudemsiasaivlnvesaduzidadindenuide
wiafia MTT assay wuinaduziisdouinfidnasesnaiulddadeoioudsuionguitlaildinisuds
msisaiulauaiietin@nwnanisaeveaadiiemain flow cytometry fen15deud annexin
V-FITC and Pl wudneaduziSadadenuvdn Jurkat 1hanisnisuuvozwenlndafiuuindu (
Siqueira R. P. et al., 2015) ﬁqﬁ?ﬂumiﬁﬂmﬂ%ﬂﬁ;ﬁ%’mﬂ%’mié’uégamsﬁwmmaﬂﬂiau SRPK (SRPK
inhibitors) 2 ¥fiafa SRPIN340 waz SPHINX31 iiiefnwinasenisiadyiulauas n1smevesaaduzisa
wanluan Ssuaildorailugesdanuslmilunsinslanaidmanedionsiauismieassududle
THlumssnulsauziSaantuanluounam

duyRgIu
1. ulel¥ans SRPK inhibitors TuwaduziGefimilasaniua waddinismeffuduethasiuld
smmal%mammmwmuawu LuauummuLsziaamamaimaaaaamsmﬂaaaLsal,ezium
2. \dloldans SRPK inhibitors TuwaduziSsimmdawalui wasiinsmenuussnenlndai
meuamamulmmua%mammmLsumuqasuumﬂumsmmmu Early Apoptosis uag
Rate Apoptosis Hiaifiunadierde Muse
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1. msAnumavesasdudinisTnauLes SRPK fidsmasiansiasyiulnveuaduziSaimils
wanluun ¥ta A375 mewata MTT assay

2. M3ANEINAYeIa5EuFIn1s¥Ia1uTee SRPK idinanon1sseniinnasn1smeues
waduziSaimlawaluin vila A375 mewmaia Live/Dead Staining

3. msAnwnavetansdudinisvhauues SRPK sentsaeveawaduyidsiintiamanluun via

A375 shawmaiia Flow cytometry

SRPK inhibitors
(SRPIN340, SPHINX31)

1

A375

(Cutaneous melanoma)

}

The half maximal inhibitory concentration
(IC50)

(MTT assay)

Cell viability and cell death

(Live/Dead staining)

}

Apoptosis detection

(Flow cytometry)
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ULLSIRIVTWUATULNN (Cutaneous Melanoma)
< I 2 a v A a f =% & v oa 2 a ] a a &
uziSaualunndunziSaiandeniinanualules sadusindsdeduesiimds Suiady
aumm%ﬂLLazaﬁuiﬂi;jU'%Lamlﬂé’LﬁaqLLazﬁﬂaﬂf;jﬁifuﬂmﬁfqé’mdN lUdssauivdoswastdudons1au
gnvenszaedngdiu auss Yon nszan awwninann1silasused ultraviolet 9nuadkanuniAuly
a1u1savinanetuRvidale ﬂfjmummLﬁaqqqﬁaﬂémuﬁgﬂmem@unmmu ALKV AIEANT BUU
asun auilunsevhnanssueuuaaiioldeudialiduduny vieaundianuinunfvesdinunnguie
AsauAtauulsall sudenuRanfanusadulauniu
D1NSHANIVDINELS IR RLA LN mL%qﬁ’mﬁfammiumLﬁ@lﬁnﬂﬁ%mﬂwaﬁ'wma dlng
Wanusulugvgwasiinnusuuvdsseninasdnlugiey Toedldnwauslan1zyauzisuualuyiil
Aa1l
1. AANFEY
2. vaulunlillse A YUTE
3. Renduldasaus
A a <
4. \auiuwaniJuwne
Tngnluwanlusndidnvazneedinlivarsuuy unlldnvauznusvendgfegednimiilan
Y a [l A A Y [y} | < I3 ¥ 5
mundinswWdsusdadiugusn ane v3ed desasdednonsavilunzisaualuunle insgaviuaisay
o v & X A4 a ¢ a < Y] | o oA s I aa
nsAnTuiloiefigaty tesanuziiuualusianeglussueisondn “vliaue” aslussesil
lamanevinlamen1sfinesn nszazliun1snsIafansesgnilonadsselsatiieazliidadelsail
TofasszozusnAouzSaualunuinuie (Sitawarin S. et al., 1998) (AN# 2)
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aUAnIsalinuzSivlnuatun nuluzsdmdasantuanansanuldynglinialan &
fgUAn salfiafian (A 3) usildnsinismednas (nwmi 4) luuszmalneiisienugdnisaliinegh
0.72-1.7 sioUszvInsuauay wsaUsean 12,000 Ausel uadnsnsidedinedin 0.18-0.42 sauseyn

ANSHAUAL MIBUSEU 3,000 AuRal (Khazaei Z. et al., 2018)

Estimated age-standardized incidence rates (World) in 2018, melanoma of skin, both sexes, all ages

ASR (World) per 100 000
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Estimated age-standardized mortality rates (World) in 2018, melanoma of skin, both sexes, all ages
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Snwauzialulunmsusuzde

0¥ 2000 wudnwawhlulunmsustwadusids (Hallmark of cancer) fnun 6 Sy Ao N3
Lasedyanalumsisimsasyivia, msfhumusedyyududinsasydivia, nsdedunisaeves
wad, wusdalawuulidandadn, n1snsegunssuiunisaiiavasaienlniiarnisyninkasnis
WNINITALVDNTAUS Sadusientlud 2011 Sn1s3eauiiudn 4 Snwazde n1ssniau Anwlyl
@HyIU0eTEULAluL NMIaunanTEUUiAuiY larauRAUNATe9TE UL Metabolism waglul 2013
SeURNINEn 1 Shvario nszuIuMsFnuAsdudy mRNA AaUni (aberrant alternative splicing)
(Ladomery M. et al., 2013) (nwfl 5)

L Original six
elf \ulhug]nq hallmarks
Even more to growth . (2000)
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splicing
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g Evasion of
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Abnormal hallmarks

metabolism ; ;
Sustained

angiogenesis
Evasion of
the immune Invasion and
system metastasis
Genomic ;
Four additional & instability Inflammation

hallmarks (2011)

27 5 dnwaginlulunsusdiwaduzisae
Pyn: Ladomery M. et al., 2013



N32UIUN1T Alternative Splicing

Alternative Splicing Lﬂumzmumiﬁﬁﬂ%ﬂu Central dogma a¥iins2UIUNS Transcription
Wunisoenswa DNA Tinaneidu pre-mRNA ﬁ]’mﬁ?u%tfﬁ’lgi Post transcriptional modification lng 9zl
NEUIUNSAALAITUEIL MRNA %138 Alternative splicing tunsyuaun1sfiassinly pre-mRNA Ty
mRNA fiasysaflasaziinnnsfndan introns eeniazidondu exons Wiiefurinlilddu mRNA 7
auysaivatsguuuusneiuy 1egn Translation Wulusiufagsililelusiudidl isoform siafusenld
Iﬂaﬂizm‘uﬂWiméﬁﬁgﬂmuaﬂma Splicing Factors (Grigoryev. et al., 2011) (AW 6)

N AN AN RN RN AN N AN AN TN (AN N

Genomic DNA l Transcription
Precursor mRNA Alternative Splicing
wo— 1 M 5 aangve— T 3 |5 A,
Mature mRNA isoform 1, Mature mRNA isoform 2,
exon 3 skipped Exon 4 skipped
t Translation ‘ Translation

—
&

B il % ms;ﬁ_if‘/_ﬂ“m
B

Protein isoform 1, function A Protein isoform 2, function B
AMA 6 NTEUIUNITLAR Alternative splicing
un: Grigoryev. et al., 2011

Serine Arginine rich splicing (SRSFs)

Serine Arginine rich splicing factor (SRSF) #3® SR proteins family Usznaun28 SRSF1 -
SRSF12 & 2 Tenuudnfey Taun Tatuud niun1sanan mRNA LU msne (RNA recognition motif %38
RRM) LLauI@Lllua']ﬁi‘UﬂﬂﬂiuG]Uﬂqﬁ/l'N'TLJI@EJﬂ'ﬁLG]lI‘ViﬂJWE)aLWG]‘EN@Jﬂ'ﬁLiENW'J‘U'max‘iﬂiﬂauuiu‘ﬂuﬂl,"?i@
FULaze133TU (Serine/Arginine rich domain %38 RS) (Ankd ML. et al, 2014) (il 7)



SR proteins

EZ3  RRM (RNA Recognition Motf) domain
L1 RRMH (RRM Homology) domain

B Rs (Arginine/Serine rich) domain

@  2Zn(Zinc Binding) domain
| g S, SRSF1 (SF1/ASF)
- SRSF2 (SC35)
| = o | SRSF3 (SRp20)
[ I srsra (SRp75)
&S SRSF5 (SRp40)
33—

SRSFB (SRpSS)
C¥pi—) SRSF7 (9G8)
coxyr—7 SRSF8 (SRp46)

== SRSF9 (SRp30c)
(= 2 ] SRSF10 (SRp38)
S —

SRSF11 (p54)
(g ]

SRSF12 (SRrp35)

a1l 7 druusenautes SR proteins family
111: Anks ML. et al,, 2014

Serine Arginine Protein Kinase (SRPKs)

Serine Arginine Protein Kinase (SRPKs) Sinnuduiusiunisvineures mRNA Tunszuiunisdin
usistudan mRNA Taglulalanana@u SRPKs fvdhilfumywoannudo Phosphorylation lfung
Wsfiu SR iievililushiu SR awnsadnluluduededld waglufiuedea SRPK azvhaiusuiulusiu
Tauadug wu CLK Mlalusiiu SRSF a1ursadludufiu mRNA wagiinnssuaunis Altermative
Splicing ueghslsAniumn SRSF vimihiiiaunfazdsmaliinnszuiunisinussdugu mRNA Aauni
worthlugnsiinleleve sufidaaiunisiinuzi3eld (Da Silva MR. et al, 2015) (A1l 8)

"Physiologically”

relevant isoforms
Splicing regulators e

with normal functions
——

Pre-mRNA .
- — Splicing regulators with
altered/aberrant functions

Exon 1
Exon2
Exon 3
Exon4

® Angiogenesis
(VEGF165)

* Tissue invasion, metastasis

ﬁ
@ @ — (RON155, RON165)

® Evading apoptosis, survival

6 g Cancer related (BINI + 12A)

isoforms

CLK: cyclin-dependent (cdc2)-like kinase
SRPK: : Serine-arginine protein kinases
SRSF : Serine-arginine rich splicing factors

A9 8 nsvhaumestusau SRPK
731: Da Silva MR. et al,, 2015



PNMSANINOUNTT dn1sAnwinIsuanseanveslusiu SRPK1 Tuwadiwanluniviiagiee) taun
ugieimiamaluinuia A375 uzifenannualuin via Omm2.5, Mel270, 92.1 uazlwadifoyae
Usgamen vila RPE wudnuziiaaniuaniinisuanteanvedlushiu SRPK1 g9 InalangisadusSanami
wanlusnwdin A375 (a0l 9) wagnsAnudldvinnisdudanisuanseonvasiusiu SRPK1 Tufewiile
uziSeimiasaluan wuideudedvuiniianas SsagUlédnlusiu SRPK dawadenisiasauivlnves
fouilouziisianiaualu (Gammons MV. et al., 2014) (nwil 10)

o o)
§® Al > ; %
O
s = - N=3 3 Y 0
2 6 © & § BN
Qo 54 O 0 o -
2o 8
Q)QE 44 ‘-—.__ SRPK1
T3 34
as 2. .
g; o S s e | Actin
1-
e s <
A 2 A A
¢ F§ ¥
o) S
A 9 mansuanseanvaslUsaY SRPK1 Tuwadiuanluan
731 Gammons MV. et al., 2014
&0 —0— Ctrl.
& 7991 - SRPK1 KD
€ 600
E
g 509 . ctr.
S 400 N=5
e
< 300
CE> 200 SRPK1 KD
3
F 100
0

0 5 10 156 20 25 30
Time / days after injection

A 10 mansfudsmsiasgiulavesteuilenyiSaiviasanlusnie shRNA-SRPK1
711: Gammons MV. et al., 2014
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SRPK inhibitors

ansudamsviauvestusiu SRPK TéuA SRPIN340 Ssanunsadudenisyinauaes SRPKL uay
SRPK2 Tduay SPHINX31 aifluansiiwamnunann SRPIN340 Tnesausimzsenisiiudinisiauues
SRPK1 Imaimaqammﬁlﬂu ATP-competitive inhibitor Faazvimntinfiugedu ATP USvaes ATP binding
site il SRPK laianansavimhilunisiumgoalsliidiy SRSFs 16 vinli SRSFs aglugudilaiviany

(Inactive form) LLasth:uwsaﬁmﬁwﬁiumﬁmmuﬂﬁzmums Alternative splicing (Siqueira R. P. et
al,, 2018) (A1 11)

F
F F
0
NH’U\(O ::\N
WA W/

. C\\I
N\
SRPIN340 | P SPHINX31

it 11 Taseatrsansduds SRPK
u1: Siqueira RP. et al,, 2018

NASENBINDUNUN TNITANYINAVDIAITHI89n1591191UY89lUSAE SRPK A SRPIN340 (A5
7 1) Tunzisusindenv1l use leukemia cells WUIAT5340 aursavinlmwaduziSudindionvin sia

£%

Jurkat 8051015500 InTIanakazinliwaduzisadmdonvafinisaeuuuaznanlndanasd
(Siqueira R. P. et al., 2015) (n ¥ 12)

120

100 1\57 &

80 *11’-f e O
\ *\ ~8-K562 (CML)

g
v
2 +—HL60 (AML
8 60 Ay
Q Nalmé (ALL-B)
2 B\ 697 (ALL-B)
> w0 ‘ \\\ 1 o Moltd (ALL-T)
NN
x\\"_ ~%—Jurkat (ALL-T)
20 %
0
0 12,5 25 50 100

SRPIN340 [uM]
A5 1 Han15ANWINSTUSINITNITINNUTRILad LS IiAADAYMI8E1S SRPIN340

fian: Siqueira R. P. et al,, 2015



DMSO - 12h

=

1050.16

SRPIN340 - 6h

=

M SRPIN340 - 12h
G057 niv :

11

1

=X
xR
2

Pl Propidium lodide-A
a,

PI Propidium lodide-A
3

PI Propidium lodide-A
a,

o
o

97.39. 1.63 94.23 450 94.93 .| D 2.41
P 10° 100 10°

0 100 10t 10° o e e e 0
Anexin V FITC-A Anexin V FITC-A Anexin V FITC-A

AT 12 HaN13AN®Y SRPK inhibitor #an15AMawUUENaNINTavasaduzSudindanvl
41 Siqueira R. P. et al,, 2015

N3TUIUNIANBLUVDTWONINTE

pxnonlna (apoptosis) LHULUULNLNTANBBNYAE (programmed cell death) Audn1E
nsiauUnfvessanie gnauaulasnisvheuvesBusarlusiuiifedoadusduduneudmiu
findadanUasuseluilaun wadivhnuinuniuazenadeliindunesesnenensewwadisnanis
liigosnnsdnsoly vhlvdunumddylumsiauiuas Snvaunavesddidin varowadddnuwazuand
AolwadiANT T AeUIIINTV0LaR (loss of cell volume) Hoviuwadiduanin (plasma membrane
blebbing) finAdaasINFIT UYL (nuclear condensation) lAsuNAULNNENEY (chromatin aggregation)
ey aLSuLaQﬂéaaLﬁu%uLﬁﬂ (endonucleocytic degradation of DNA into nucleosomal fragments)
(n il 13) Lﬁ@léfmﬂmsmu@maqiﬂiauﬁﬁﬂﬁﬁmmsma (proapoptotic proteins 19U BAX uag
Cleavage-caspase 3 ) uag Iﬂiauﬁugﬂlﬂﬁﬁﬂmima (antiapoptotic proteins L%u Bcl-2)

W
&7 aw
Y A -
) <
o% "@y gy o
° ¢ @ v
-
Normal Cell Chromatin Condensation DNA/Nuclear Fragmentation Apoptotic Body
& Membrane Blebbing

A9 13 JULUUNMSMETDITaaLUUBE HONINTa
u7: https://www.cusabio.com/c-20458 html
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nszuIuMIBrNenlndagnaAluAulaglulananaIenguLty Ngu anti-apoptotic proteins (Bcl-2
ey Bcl-XBLB) Way ﬂﬁju pro apoptotic proteins (Cleavage-caspase 3 ey BAX) sumslulnpoutnde
FiflunuindrfalunisudsansiinsndeauilfiAnesnonInda 1wy cytochrome C waz apoptosis
inducing factor (AIF) aznenlndaiadiefinisdeules dyrunieluwad (cascade of cell signaling)
1ne o1deteulwl caspase WWudinans (caspase-mediated events) wag pro- apoptotic proteins LUu
fradninsmne Taedl anti-apoptotic proteins Wushdudinisme ns mieatheswewlndaiald 2 33
fansitazduiudlasnszdunisvineunes Wulel effector caspases figoslusiuasdusznoulu iwad
#1199 LU actin lamin A %mﬁﬂﬂgﬁﬁazwaw‘im%a (Guerin M. B. et al, 2006) (il 14)

Death Receptor Ligand I Cell membrane
Death Receptor (TNF) I
Adaptor Protein (FADD) Anti -Apopiotic Bel-2 Family —— Pro- Apomotic Bcl-2 Family
Procaspase -8, -10 . /\
Bax Inmclng Factor
Itochondnon Apoptosis
---\* Bak —= andonuclsase Y iats
sering

I?El protease
Gy‘lo

/ c
Apa

. Apoptosome csjtb Procaspase - 9
C

Active Caspase -8. -10 *
. Active caspase - 9

Active Caspases -3, -7, -6

Caspase Dependent Apoplosis
A9 14 0ezwenlnda (Apoptosis pathway)
71: Guerin M. B. et al., 2006
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A5AUIUIY

\wadInziALLazasSULs
1. wedmziaes
Cutaneous Melanoma cell (A375) Wuiwaduzi3sfamanalusniilduaingiae
lsAuzi5aRImila (vlla malignant melanoma wulugUasineandgsens 54 U) waalanvoe
\neRnfiuiin (adherent) Tngenmnsivmnzaudmumsiasayivlnveasadiae Dulbecco’s

Modified Eagle’s Medium (DMEM) 7ifl 10% fetal bovine serum (FBS) @anmeilmunzaude
gaunQil 37 °c, 5% CO, (AWH 15)

AN 15 waduziSaiavmiaualunnsin A375

2. @158

- SRPIN340 iuansdudafisimesonisviheiuaes SRPKL uay SRPK2 (Sigma-Aldrich)
- SPHINX31 \Juansdufansumignenisingiuaes SRPK1 (Sigma-Aldrich)
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NNSEULINITNI9IUVBY SRPK 728 inhibitors 37uW1e lawA SRPIN340 wag SPHINX31 tWa%1A
IC50 vaawaduziSRvaualuyn Arewmalia MTT assay

1.

N5 seed WwaauziSaRIma (A375) §1u7u 2,000 cell fa well Tu 96 well plate $1u7u 4
plate {Hunan 24 Falug

Tuwadifieduinieadaiemain trypan blue dry exclusion assay taenay trypan blue 20
ul Auwad 20 pl 1A mix iy

AnasUsua 10 pl Td hemocytometer ynisiuaauaziAUIMUSINTad

11815 SRPIN340 waz SPHINX31 11130913 Tnsusias well Td inhibitors iea13lu Complete
DMEM medium 100 pl muA1ududueg1eay 0, 20, 40, 60 wag 80 uM wagvinnisunlug
Incubator figaumail 37 °c, 5 % CO; Wunan 24, 48 uaz 72 Hlus

dloasurmuanan 24, 48, wag 72 Hlus vnsldans MTT waghisliidunan 4 dalus
dloasuiianaznundn formazan arntuazatedie DMSO waziild I OD finnueninay
540 nm

ilumen 1050 Tulusunsu Graphpad Prism

AN58ULINITNI9IUVDY SRPK 728 inhibitors 131W1g 1aA SRPIN340 wag SPHINX31 wwafineinisg
1PIauazn1smevesvasusisaualluin Alewmaila Live/Dead Staining

FaUsznaumed Cyto-dye wag Propidium iodide(Pl) Ine Cyto-dye 9z@Andllsavinaoolniua

PPUAVDIYAR LAy Pl 9zfndunaiusiiad DNA

1.

A5 seed WwaauzLSIRInla (A375) §1uu 16,000 cell sio well Tu 96 well black plate 1Ju
nan 24 Hlug

Tuwadifiofuagadmeomeadn trypan blue dry exclusion assay lagn@w trypan blue 20
ul Auwagd 20 pl 1A mix iy

anansusuna 10 pl Td hemocytometer vinnstuwadiag A uaulsunugagd

11815 SRPIN340 waz SPHINX31 130913 Tnsusas well Td inhibitors 7ea13lu Complete
DMEM medium 100 pl muanududusg1eag 0, 20 kag 40 pM wagyiin1suulug Incubator
ﬁqm‘mgﬁ 37 °c, 5 % COz WJunan 24 il

dlonsu 24 H21u9 ¥inas centrifuge Tngldnnudaseulunisuyu 1,500 rpm Wurian 5 il
Wasuomadsuradiuasaraeilidoumad 50 pl wagvinisuslug Incubator fgamngd
37 °c, 5 % CO, Wuraan 15 w1l

ihldarenmlandes Fluorescence
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AN58ULINITNI9IUVBY SRPK 728 inhibitors 137tw1g 1akA SRPIN340 wag SPHINX31 wwafineinng
AeLUUasNanInTavauwasuzisaNailuun Alemalia Flow cytometry

1.

A5 seed WwaauzSIAInla (A375) §1uu 16,000 cell sio well Tu 96 well black plate 1u
Va1 24 Falu

Tuwadifieduinivadaemain trypan blue dry exclusion assay lagnas trypan blue 20
ul Auwad 20 pl 1A mix iy

AnasUsua 10 pl Td hemocytometer ynisiuaauaziAUIMUSINTad

11815 SRPIN340 waz SPHINX31 130913 Tnsusas well Td inhibitors 7iea13lu Complete
DMEM medium 100 pl muanuiduduag1eas 0 wag 40 uM wagyinisuulug Incubator 7
aqamqﬁ 37 °c, 5 % CO, Huen 24 Si'j'“’ﬂm

lonsu 24 Falus vhmsgremsifsneadiomeldlunasnuuin 15 ml

Trypsinization Tngld Trypsin 200 pl Usilug Incubator LHuian 2 wiit 9y gaatsvnuald
lunasavuia 1.5 ml nasaLAu

N3 centrifuge tngldaaudaseulunisnyu 1,500 rpm Wuian 5 wiil wazanu3uaenns
Bouvadlimaedios 200 pM vhnstuwed

Vinn1suad cell 75 pl (45,000 cell) wag Solution Muse(R) Annexin V& Dead cell kit 75 pl
(Luminex) Tunasavunn 1.5 ml Aliflih waztufigumaiives iunan 20 ui
nTIginadeLA3es Muse (Luminex)

ANSIATISHAINNEDR

Joyanlagninuiinsginieadiflagmenaie (Mean) wagauigeisvesaiadeuanslagly

A1 standard deviation (SD) NM5LUSEUBUANLLANANYDIARRETENIANgN LA U SEUEINTS
auvedlusiu SRPK Auwadnguaiuauitlilasuaisduganisinauvedusiu SRPK 1agl4is one-
way ANOVA lagasaiedfgneadin * = p<0.05 wag ** = p<0.01
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uni 4
NaN1SIY

NAN15NAABINISIIA IC50 vauwasuzSimTauailuan via A375 9annstudanisiiaues
SRPK #78 inhibitors fisnwz 1§un SRPIN340 uag SPHINX31 daewnaiin MTT assay

PINNANITANBINITAAT 1C50 lonsraaeuadufivues SRPK inhibitors Téun SRPIN340
uaz SPHINX31 TuiwaduziSsimvisanluin mewmaia MTT assay Tu 96 well plate Tngluusiag well
¥n15uaL SRPK inhibitors T Complete DMEM medium wagideansiifianududuniuiigeanis fe
0, 20, 40, 60 @z 80 M wagvinnsunlug Incubator Wuwian 24, 48 uay 72 s

PNHANISANIMUIIENS SRPIN340 anundufivunninans SPHINX31 Favziiuldainen IC50
Tneas SRPIN340 wuaudaduil 0, 20, 40, 60 waz 80 UM i 24 $alus wwadiisnsnssendin fe
100, 106.02, 102.42, 86.24, wag 73.6 Aua1sU 7 48 F2las 1wadisns1n155endin Ae 100, 116.54,
111.75, 85.6 wag 54.41 aud1diu uazd 72 47lu wasdensIn1ssondia A 100, 108.65, 107.72,
69.3 uay 28.48 Audiu waziilounlusiuandn 1C50 daelusunsu Graphpad prism Léen 1IC50 7
Szezia 24, 48 uaz 72 Falug fie >80, >80 waz 68.71 pM LIS

nan1sAnelaeans SPHINX31 wuiaudududi 0, 20, 40, 60 waz 80 pM 71 24 3l waddl
§n91N13507T30 Ao 100, 103.86, 104.78, 99.8 uaz 77.34 sudsu 71 48 $1lug wadilsnsinissen
Fim o 100, 112.68, 112.27, 96.03 waz 61.9 muaIsu wazii 72 $2lue waddsnsinssendin fe
100, 112.94, 98.84, 89.05 waz 43.18 auasu waziiowiludiuaa 150 frelusunsy Graphpad
prism LA 1C50 fiszeziaan 24, 48 uay 72 F3lus Ao >80, >80 waz 78.68 UM auadu

SRPIN340

140 -

120 =

wog——""_ 1 _f""'---l__
L ] T -'_--I
8 ED I ]
= 60

a0 T

20

l] T T T T

0 20 ET] &0 ]
Conc. [puM]
——24h 45 n. T2 R,

NN 2 LARISRIINISTOATINVOIRARULS IRITaLAa L ULNYTe A3T5
189911115 Treated f3g SRPIN340



SRPIN340
140 4

120 _ _3____{
T ! | ]
= 20 ' !
= 60 -
40 I

20 4

o T T T
1.5 2

1
log{Conc.)
—e— 24 h. 48 h. T2 h.

NN 3 LanIA Log U8IANUTLTUNAIVINNTT Treated Mg SRPIN340

Time IC50 (uM)
24 h. >80
48 h. >80
72 h. 68.71

A5199 1 W@naA IC50 Yaawaduetssivtauauinviin A375
W8NS Treated A3e SRPIN340 Nsvewiian 24, 48 way 72 Tlaa

SPHINX 3
140 .
120 .____-J;___I _I
100 = T— l
® o
& 8 T
4D -
20 |
o : : : :
0 20 a0 &0 &0
Conc. [uM]
—e 34N & TZh

N5 4 WARIDRIINITTBNTINVBLTAR UL IR TaluINvEn A375
$89711n"5 Treated 728 SPHINX31
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SPHINX31
180 -
140 4 I
= 100 i l
8 =0
# &0 - .
ELRE
20 -
1] T T T |
1] 0.5 1 15 2
LogiConc.)
——24 h._ 4% h T2 h.

AN 5 UWERAT Log UBIANUUNTUNAIVINNNG Treated Aag SPHINX31

Time IC50 (uM)
24 h. >80
48 h. >80
72 h. 78.68

AN5199 2 LERaA IC50 YauwadNLSIRvaLalunvin A375
189911115 Treated fae SPHINX31 Nsvewiian 24, 48 way 72 9akad

NAN1SNARBINTSETAIALATAISIBYBLTaduEuatluan vila A375 9annsfudennsinaue
SRPK 38 inhibitors fisnwaz léur SRPIN340 waz SPHINX31 #aewaila Live/Dead Staining

MANANIANEINSANEYENERd naandivinissudinisvhauweddusiu SRPK luiwadusite
Ramidaanlusngae SRPK inhibitors wa 2 win 16uA SRPIN340 way SPHINX31 fewmadla Live/Dead
Staining Tu 96 well Black plate Tngluusaz well i 15uau SRPK inhibitors Tu Complete DMEM
medium wazideanslilmnududumuiidesnns Ae 0, 10, 20 way 40 uM uazvinsUslug Incubator
Juan 24 Halug

MAnsAnmuIEssudinisineueslusiu SRPK vaaesein vilvwadiinsmeiifintu
auaud Lt uvesans Tneluans SRPIN3G0 finududu 0, 10, 20 way 40 pM fsuauasmedie
Wisuifleusunguitlallévinnsldansduds do 1.00, 1.64, 2.30 wag 2.80 MudIFU wazas SPHINX31
fiannuidudu 0, 10, 20 uaz 40 M fsnuadmedleFeudsutunguilildvinslaassuds fo
1.00, 3.48, 4.75 ag 4.91 Mmua1ay



SRPIN340 (uM)

A 16 u,ammimmmL%aaminmwmmm‘lum ¥in A375
&IN5 Treated e SRPIN3A0 a1 24 4las

SPHINX31 (uM)

ﬂ’]‘VWI 17 LLﬁ@Qﬂ’]iGﬂEJ“UENL‘UaaMuLNN’J‘VI‘UQLiJﬁ’]qu’]‘Zju(ﬂ A375
189¥11n15 Treated ¢ne SPHINX31 Wutian 24 $alug

19
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Live/Dead Staining

_ 7.0 .
= -
0 6.0 - ( [
S
o 5.0 -
©
Y
5 40 I - m SRPIN340
: *
3 3.0+ SPHINX31
Q
o 2.0
=
T 1.0 | - i
¢ o M
& 0.0 uM
0 10 20 40

NI 6 WAAYIIUIUNTANEVBNTARULLS IR ILa LN vTEn A375
1189911115 Treated 78 SRPIN340 way SPHINX31 wunan 24 9l

NANSNARBINSMELUVBzNan InFavaswaduzEuuaTun ¥lia A375 anmsdudenisinaueas
SRPK #98 inhibitors i1z 16uA SRPIN340 waz SPHINX31 #aewaiia Flow cytometry

MANANTSANEINTSANETBAE MaInAvnsTudinisyiauresTusiu SRPK lulwadusite
Amifsiuailuundae SRPK inhibitors e 2 wila LéuA SRPIN340 way SPHINX31 #aewnaila Flow
cytometry Tu 24 well plate lngTusaz well i1n15Wan SRPK inhibitors 1w Complete DMEM
medium wazideanslifianududuniniidosnis Ae 0 waz 40 uM wagviinnsunlug Incubator 1Hu
an 24 Falug

MAnsAnImuIEssudinisinauesusiu SRPK Waesrin vilvwadiinsmeiiiiuiy
mupudutuvesans Tagluans SRPIN340 fimnududy 0 waz 40 pM fid1wiuadaie fe 4.59 way
37.21 % AUATU wazas SPHINX31 fiaiuidudu 0 waz 40 pM S wnuwadne fe 4.59 uas 18.93
% MUY

Untreated SRPIN340 (40uM) SPHINX31 (40uM)
4 4
4 Dead Late Apop. /Dead Dead Late Apop /Dead Dead Late Apop /Dead
0.58 % 247% 582% 3127% 168% 1197 %
i) L ] Ll
3 3
= = oy =
-3 - = |
o 2 @2 PRt =,
g < B 2
> ° > A poiC ° = L s
1 1 1
212% 56.98 % : 594% 7937% 6.98%
Early Apop ol Live Early Apop ol Live Early Apop
0 1 2 3 4 1 2 3 4 1 2 3 4
L ANNEXIN V ¢ ANNEXIN V ANNEXIN V

AN 18 LARINISANEVRIAdULLSIRITawan ULt A375
1189911115 Treated 78 SRPIN340 way SPHINX31 wunan 24 9l
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g g 8

o =} =]

1=} =] S
L L L

10.00 -

0.00 -

0 SRPIN40 SPHINX40

Ratio of Apoptosis (%)

M

= Early Apop. =Rate Apop.
A o | 3 2 a o a
A5 7 LAASOMITIEIUATANLUVBUIAAULLS RN BUA UL ¥RA A3T5
1891115 Treated $7e SRPIN340 wag SPHINX31 1Huwan 24 Falus
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unil 5
afUsIwNanIsANEN

NANTVAABINISIAT IC50 vaswasuziSRavtamaluan vl A375 andudsnisinemuvas SRPK
#® inhibitors 751wz WA SRPIN340 waz SPHINX31 daewnaiin MTT assay

MARanIsAnEInUIIEsdudinisiicuresiusiu SRPK seaesaila Léud SRPIN3A0 way
SPHINX31 @nunsadudamsiasaiulmvessaduzsdiominuaiuanly Tnowadiinsssydulaiianas
dleldansinuidudugstu uasannisfinuans SRPIN340 faundufivsewwaduinnitans SPHINX31
Fanansiudimsssuiulnveseadusiuuaiiuani aoardostuauddeteuntifidnmnissendin
vesadusiadindony Tnenuimdsinsldanssuda SRPIN340 denalifeaduzidadindenuming
sonTinfianaduarAn ICs 109 SRPIN340 Tuauddesanailndifestunisnaasdumadugidauailuun
(Siqueira R. P. et al., 2015) waziinsAnwneuntfidnwnan1ssentinvewrasuzSudadenviile
Fnsdudaseans SPHINX31 wuinmaduzsadadonsniinissesiinuasmsssaivlaiianauileld
ansfimmdudugatu (Tzelepis K. et al, 2018) iuifenfunisinuilussiGauailuin

120
100

80
~#-KS62 (CML)
—+—HL60 (AML)
—#—Nalmé (ALL-B)
~»~697 (ALL-B)
~o—Moltd (ALL-T)
~3%~Jurkat (ALL-T)

Viable cells (%)
8

40

20

0 12,5 25 50 100
SRPIN340 [uM]

NI 8 LARISNIINTITTOATINVD YRR ULLI AT ALADAUN NaIYINN1S Treated fme SRPIN340
111: Siqueira R. P. et al., 2015

Cell line SRPIN340 ICso [uM]
K562 (CML) 52.0+0.6

HL60 (AML) 447+2.4

Nalmé (ALL-B) 66.6£2.7

697 (ALL-B) 59.240.6

Molt4 (ALL-T) 92.2£15.2

Jurkat (ALL-T) 82312

PBMC >100*

M5 3 WAR9AN IC50 vouTaRIEIS NS AEenu1INE NS Treated $28 SRPIN3A0
111: Siqueira R. P. et al,, 2015
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100 - — THP1 (IC50=193 nM)
P~ — NOMO-1 (IC50=270 nM)
2 MOLM-13 (IC50=347 nM)
- EOL-1 (IC50=472 nM)
% — OCI-AML2 (IC50=580 nM)
& 50 ~ OCI-AML3 (IC50=4117 nM)
o — HL60 (IC50=8370 nM)
¢~ HEL(IC50=13,227 nM)
@

0

10 10°* 10°
SPHINX31 concentration (nM)

N3 9 LanIRIINSTERTINTELTRALEISAlnERAYY NAWINNTS Treated fae SPHINX31

fan: Tzelepis K. et al.,, 2018

AN58ULINITNI9IUVDY SRPK 728 inhibitors 137tw1g 1akA SRPIN340 wag SPHINX31 wwafineinng
§PIauazn1smevasvasuisuuailuin Alewmaila Live/Dead Staining (Calbiochem)

ANANTITANYINITHTIAUALNITAIEYBUTARULLILUATUT WU Lﬁa treated @15 SRPK
inhibitors T1seesiln fio SRPIN3A0 way SPHINX31 Amududusing o Wunan 24 $ilus waduzibay
aluindinnssentinanasuasiinsmefiutumuaududuansegaitod fymeda Ssdenndoetu
nsanulunziSeiotd vl KKU-213A wuians SRPIN340 wazans SPHINX31 anunsavilfiaadiin
mimaﬁLﬁu%w,ﬁai%a'ﬁﬁm'mLﬂﬂ’wﬁuqﬁu (Preenapan Changphasuk, Unpublished data)

KKU-213A

SRPIN340 (uM)

SPHINX31 (uM)

10 20

0

10 20

AN 19 LARINITANEVDUTARULLSIVDUNF 1&IVINN1T Treated $1e SRPIN340 waz SPHINX31

fian: Preenapan Changphasuk, Unpublished data
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unil 6
#3UNaN133Y

Tunsidiusuddelusiedviinerinusseiudiyaminded nTnguszasAlun1sfneininy
Jufiwvesansdudanisvieuvedlusiu SRPK sewwaduzisamaluun nuinans SRPK inhibitors #a 2
wfin 1A SRPIN340 waz SPHINX31 finansidudu 0, 20, 40, 60 waz 80 uM Srnudufivreisadusiss
waluun Taeans SRPIN340 fanudufiwannningns SPHINX31

1NTRUsEatAnNISANYINITToATIRNLAEN1IANEVRILYAadNUINE1T SRPK inhibitors W 2 wiin
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Abstract

Melanoma is a tumor resulting from the malignant transformation of skin or ocular melanocytes, and a serious
health problem in countries with high UV exposure. The late detection, high invasive and metastatic potential of
melanoma cells, and lack of effective treatments have led to poor prognosis and a high mortality rate among melanoma
patients. The aberrant mMRNA transcripts derived from alternative splicing have contributed to the progression of various
types of cancer. Serine/Arginine-rich Splicing Factors (SRSFs) are responsible for mRNA splicing under the specific
regulation of Serine-Arginine Protein Kinases (SRPKs). This study investigates the effects of the SRPK1-specific
inhibitor SPHINX31. Cell viability was determined in A375 (cutaneous melanoma cell) in comparison to 92-1 (ocular
melanoma cell) by MTT viability assays. The inhibitory effect of SPHINX31 on melanoma cell viability is presented in
a dose- and time-dependent manner, with western blot analysis then performed to observe the suppression of kinase
activity by SPHINX31. A decrease in phosphorylated SRSFs (pSRSFs) was demonstrated by both cells. The growth
inhibition of SPHINX31 was examined by clonogenic assay, with the size and number of both A375 and 92-1 cell colonies
decreasing. Remarkably, the results of SPHINX31 in other cancer phenotypes studies on A375 cells showed a significant
effect on growth inhibition. The findings of this study reveal that SPHINX31 reduces the dead-evasion and migration
abilities of the A375 cell. The collected data should serve as a strong foundation for developing new alternative
therapeutic strategies for melanoma treatment by targeting SRPK1 activation.

Keywords: alternative splicing; cancer phenotype; melanoma; phosphorylation; splicing factor; SRPK1

1. Introduction Timares, 2015; Laikova et al., 2019). In high UV

Melanoma is a tumor resulting from the exposure counties, including Thailand, melanoma is
malignant transformation of melanocytes in various the most common cause of mortality
anatomic locations. Classification of melanoma is (Suwanrungraung & Kamsa-ard, 2007). Although
based on the tissue origins and two common types there are several therapeutic strategies for
are cutaneous melanoma and ocular melanoma. melanoma treatment, they remain ineffective on
The incidence of melanoma is high in Australasian, highly toxic or resistant-presenting phenomena
North American, and European populations (Menaa, 2013; White, Knight, Butler, & Burnstock,
(Laikova et al., 2019). However, the risk factors of 2009; Megahed, Schon, Selimovic, & Schon, 2002).
melanoma are exposure to ultraviolet (UV) Moreover, metastatic melanoma is one of the most
radiation and genetic defects, leading to the highly mutated, heterogenous, and lethal types of
promotion of melanoma development (Nasti &
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this cancer (Kozar, Margue, Rothengatter, Haan, &
Kreis, 2019).

Many recent studies represent the
translational impact of aberrant alternative splicing,
including the upregulation and dysregulation of
various cancer models. Alternative splicing is the
post-transcriptional modifications process of RNA
synthesis, resulting in a single gene (multi-exon
gene) being coded for multiple mMRNA transcripts,
for potential translation into various protein
isoforms (Bonomi et al., 2013). Aberrant
alternative splicing contributes to the development
and progression of various types of human cancer
including lung, liver, and breast cancer (Pio &
Montuenga, 2009; Liu et al, 2014; Xiping,
Qingshan, Shuai, Hongjian, & Xiaowen, 2017), and
recently, a high incidence of cholangiocarcinoma
and mortality have been reported among the Thai
population (Yosudjai, Wongkham, Jirawatnotai, &
Kaewkong, 2019). Therefore, aberrant alternative
splicing is already recognized as another hallmark
of cancer (Ladomery, 2013).

The mechanism of alternative splicing is
regulated by the nucleic acid binding proteins,
Serine/Arginine-rich (SR) family. Serine/Arginine-
rich Splicing Factor or SRSFs play an essential role
in the spliceosome function for processing pre-
MRNA into mature mRNA. There are 12 SRSFs
(SRSF1-SRSF12), containing different numbers of
RNA recognition motifs (RRMs) and arginine-
serine rich (RS) domains. Each SRSF presents
specific 6-10 nucleotide sequences for the RRM
target region (Ankd et al., 2014), binding to their
mRNA targets. Dysregulation or overexpression of
SRSFs can facilitate abnormal mRNA splicing
which might be generated by the aberrant transcript
variants.  The derived cancer related-protein
isoforms then present their oncogenic properties
and potentially contribute to cancer aggression (da
Silva et al., 2015).

Serine-Arginine Protein Kinase (SRPK)
phosphorylates protein into the RS domain of
SRSF. Several studies have demonstrated the
oncogenic functions of SRPK in regulating the
alternative splicing of various tumor suppressor
genes to present the opposite function, or oncogenes
to enhance the aggressiveness of cancer phenotypes
(Gammons et al., 2014; Siqueira et al., 2015;
Moreiraetal., 2018). Interestingly, SRPK can serve
as a target protein for cancer treatment, leading to
the development of specific chemical substances to
act as SRPK inhibitors. Recently, an SRPK1-
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specific inhibitor, namely SPHINX31, has been
developed by structurally modifying SRPIN340, a
pan-SRPK inhibitor (Batson et al., 2017). Although
a previous report showed the upregulation of
SRSF1 and SRPK1 in melanoma cell lines, the
researchers used SRPIN340, which is a pan-
inhibitor targeting both SRPK1 and SRPK2, thus
identifying a research gap and the consequent
availability of the SRPK1-specific inhibitor
(SPHINX31).  Therefore, this study aims to
investigate the effect of SPHINX31 on cell viability
in cutaneous and ocular melanoma cells,
subsequently examining its inhibitory effects on
SRSF phosphorylation, growth, death evasion, and
the migration abilities of melanoma cells.

2. Objectives

To determine the effect of SPHINX31 on
splicing factor  phosphorylation and the
aggressiveness of phenotypes in cutaneous and
ocular melanoma cells including in vitro growth,
death evasion, and migration abilities.

3. Materials and methods
3.1 Cell culture

The A375 (cutaneous melanoma) cells
were provided for this study by the National Center
for Genetic Engineering and Biotechnology
(BIOTEC), Thailand, while 92-1 (ocular melanoma
cells) were purchased from Merck Millipore, MA,
USA.  Dulbecco’s Modified Eagle Medium
(DMEM) and RPMI 1640 were used to sub-passage
and culture A375 and 92-1, respectively. The
culture media were supplemented with 10% (v/v)
fetal bovine serum (FBS) with 100 units/ml of
penicillin and 100 pg/ml of streptomycin (Thermo
Fisher Scientific, MA, USA), maintained at 37 °C
and 5% CO,. The cells were sub-cultured twice a
week using 0.025% wi/v trypsin/EDTA.

3.2 SRPK inhibitor

The SPHINX31 was purchased from the
Cayman Chemical Company, MI, USA. Cells at
~70% confluence were serum starved for at least 12
h and treated with different concentrations of
SPHINX31 (0-80 uM, depending on the
experimental design), with 0.5% (v/v) DMSO
added for vehicle control.

3.3 Cell proliferation assay
The effect of SPHINX31 on cell
proliferation was determined by measuring cell
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viability using an assay of 3-[4,5-dimethylthiazole]-
2,5-diphenyltetrazolium bromide (MTT). The
A375 and 92-1 cells were seeded in 96-well plates
at 2x10° cells/well and then treated with different
concentrations of SPHINX31 (0, 20, 40, 60, and 80
M), incubated for 24, 48, and 72 h. Subsequently,
100 pl of MTT was added to a final concentration
of 0.5 pug/ml and incubated at 37 °C for 4 h. The
medium containing MTT was then removed, and
the formazan crystals dissolved by DMSO (Sigma-
Aldrich, MO, USA). Absorbances at 540 nm were
observed by a microplate spectrophotometer, with
the OD used for calculating.

3.4 Protein extraction and concentration
measurement

Whole cell proteins from each treatment
(different concentrations of SPHINX31) in A375
and 92-1 cells were isolated using a
radioimmunoprecipitation assay (RIPA) buffer (50
mM Tris-HCI pH 7.5, 150 mM NaCl, 1% TritonX-
100, 0.5% sodium deoxycholate, 2 mM EDTA,
0.1% sodium dodecyl sulphate, 50 mM Sodium
fluoride) with a phosphatase inhibitor (Merck
Millipore, MA, USA). The protein concentrations
were determined by the Bradford assay. Briefly, 0.5
mg/ml of BSA was diluted into 0, 0.1, 0.2, 0.3, 0.4,
and 0.5 mg/ul in 96-well plates as standard proteins,
and 1 pl of extracted proteins (10-folds dilution)
then used as the protein sample. They were mixed
with 200 pl of Bradford solution. After a 4 h
incubation period, the absorbance was measured at
595 nm to calculate the protein concentration.

3.5 Western blot analysis

Equal amounts of proteins from each
treatment (different concentrations of SPHINX31)
in A375 and 92-1 cells were loaded and separated
using SDS-PAGE gel (5% stacking gel and 15%
separating gel), and then transferred to PVDF
membranes (Bio-Rad Laboratories, WA, USA).
The membranes were blocked using a 5%
chemiluminescent blocker (Merck Millipore, MA,
USA), and subsequently probed with primary
antibodies: 1:1,000 of mouse anti-human phospho-
epitope SRSFs (Merck Millipore, MA, USA) at 4
°C and left overnight and probed with secondary
antibodies: 1:5,000 of HRP-conjugated goat-anti-
mouse IgG (Thermo Fisher Scientific, Bremen,
Germany) for 1 h. The protein bands were detected
with Immobilon® ECL Ultra Western HRP
Substrate (Merck Millipore, MA, USA), imaged by
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ImageQuant™ LAS 500 (GE Healthcare Life
Sciences, Buckinghamshire, UK). The signal
intensity of each band was quantitated using ImageJ
software as a semi-quantitative expression,
normalized by the intensity of the GAPDH protein.

3.6 Clonogenic assay

The A375 and 92-1 cells were plated at
500 and 2,000 cells/well, respectively, in a 6-well
plate. After 24 h, the cells were treated with
SPHINX31 at 20 and 40 uM for 72 h. The medium
was changed every three days over a period of 10
days for the A375 cells, and 20 days for 92-1 cell.
Cancer cell colonies were fixed in 4% (v/v)
paraformaldehyde, stained by crystal violet, and
then imaged and counted under the microscope.
The colonies were counted using ImageJ software
and the results expressed as a percentage of the
untreated control cultures.

3.7 Live and dead staining assay

The A375 cells were plated at 16,000
cells/well in a 96-well black plate (SPL Life
Sciences, Seoul, South Korea) for 24 h. The cells
were treated with SPHINX31 at 0, 10, and 20 uM
for 24 h. The cells were collected by centrifugation
at 1,500 rpm for 5 min and the supernatant
discarded. The cells were subsequently incubated
using a staining solution (mix 1 uM Cyto-Dye, 1
mg/ml Pl and 1,000 pl staining buffer) and
live/dead cell dual staining kit (Merck Millipore,
MA, USA) for 15 min before imaging and analyzing
under a fluorescence microscope. Live cells were
stained only with the cell-permeable Cyto-Dye to
represent green fluorescence, whereas dead cells
were stained with both the cell-permeable Cyto-Dye
and non-permeable propidium iodide to represent
orange-to-red fluorescence. The dead (orange-to-
red) cells were counted and interpreted as the
relative count of dead cells compared to control (0
UM of SPHINX31).

3.8 Migration assay

The A375 cells were plated at 400,000
cells/well into 12-well plates and cultured in 0, 10,
and 20 uM of SPHINX31 for 24 h before creating a
scratch wound on the monolayer of the cells using a
200 pl-pipette tip. The cells were then incubated in
1% FBS-media at 37 °C with 5% CO,. Phase-
contrast images were captured at 0, 24, and 48 h.
The wound distance was observed at 24 and 48 h
and compared with the wound distance at 0 h,
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interpreted as the relative wound distance compared The cytotoxic potential of SPHINX31 was
to control (0 uM of SPHINX31). evaluated in A375 and 92-1 cells. Cell viability was

determined, with the 92-1 cell demonstrating higher
3.9 Statistical analysis sensitivity to SPHINX31, even in a low

All data was expressed as the mean * concentration of 20 UM and showing just a slight
standard deviation (SD) from biological triplicate decrease in viability until 80 pM-treatment. It
experiments. The different statistical significances should be noted that even though the A375 cell did
between at least three different groups were not respond to SPHINX31 in low concentrations
determined with ANOVA. P<0.05 was considered (20 and 40 uM) it was significantly sensitive to
to indicate a statistically significant difference, with SPHINX31 in 60 and 80 uM in a dose- and time-
the significant indicators being * P<0.05, ** dependent manner. Interestingly, the viability of

P<0.01, and ***P<0.001. A375 decreased to less than 50% with the 80 uM-
treatment at 48 and 72 h (Figure 1). Therefore, the
4. Results and discussion effect of SPHINX31 on cell viability can be
4.1 Effect of SPHINX31 on cell viability in A375 summarized as being dose- and time-dependent,
and 92-1 cells. particularly in the A375 cells.
24 hours 48 hours 72 hours

WA3TS
0921

Cell viability

0 20 40 60 80 0 20 40 60 80 0 20 40 60 80
SPHINX31 (uM) SPHINX31 (uM) SPHINX31 (M)

Figure 1 The effect of SPHINX31 treatments (in varying concentrations) on the viability of A375 and 92-1 cells in 24-
hour intervals for three days. * P<0.05, ** P<0.01, and ***P<0.001.

4.2 Suppression of SRSF phosphorylation using SR protein and represented in various molecular
SPHINX31 weights (MW) of phosphorylated SRSFs (pSRSFS).

Regarding cell viability, 20 and 40 uM of The band intensities of predominant pSRSFs are
SPHINX31 were selected to study the molecular shown in Figures 2a and 2b. After semi-

function of SPHINX31 in melanoma cells. guantification of the band intensities normalized by
Following SPHINX31 treatment in A375 and 92-1 the GAPDH protein band from experiments
cells and the collection of whole cell proteins, performed in ftriplicate, the band intensities of

western blot analysis was performed to evaluate the pSRSF1, pSRSF2, and pSRSF9 decreased in
kinase activity of SPHINX31. The phosphorylation SPHINX3L1 treated cells, especially in 40 uM of
of SRSFs was evaluated using anti-phospho-epitope SPHINX31 treatment (Figures 2c and 2d).
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A375
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Figure 2 The effect of SPHINX31 treatment on SRSF phosphorylation (pSRSFs) in A375 cells (a) and 92-1 cells (b),
with the semi-quantitative analysis of pSRSF1, pSRSF2, and pSRSF9 band intensities from triplicate experiments on

A375 (c) and 92-1 (d). * P<0.05 and ** P<0.01.

4.3 The effect of SPHINX31 on the ability of
cancer cell colony formation in melanoma cells
After the cells had been treated with
SPHINX31, colony formation was determined by
clonogenic assay and monitored over 10 days for
A375, and 20 days for 92-1. The formation of
cancer cell colonies was measured by Imagel
software, with the results revealing that SPHINX31
significantly decreased the size and number of A375
cell colonies in comparison to the 92-1 cell colonies

a)

SPHINX31 (uM)

20 uM

A375

9241

(Figure 3a). This decreasing trend demonstrates
dose-dependency, especially in the A375 cell
treated in 40 pM SPHINX31 (Figure 3b).
Therefore, the  suppression of  SRSF
phosphorylation by SPHINX31 decreases the
growth ability of A375 cells. According to the
results for growth inhibition between the two cells,
A375 was selected for subsequent experiments to
evaluate its death evasion and migration abilities.

b)

120
100 A
80
60 A

mA375
40 0921

% Colony formation

20 4

0 20 40
SPHINX31 (M)

Figure 3 Suppression of SRSF phosphorylation by SPHINX31 and its effect on the cancer cell colony formation
ability of A375 and 92-1 cells (a), trending in a dose-dependent manner after quantitative analysis of the percentage

colony formation (b). **P<0.01.

350



SIRIWATH ET AL
JCST Vol. 11 No. 3 Sep.-Dec. 2021, pp. 346-354

4.4 The effect of SPHINX31 on death evasion and
the migration abilities of the A375 cell

After the A375 cells had beentreated using
SPHINX31 at 10 and 20 puM, the live and dead cells
were determined by live and dead staining and
monitored for 24 h in triplicate experiments. The
results revealed that SPHINX31 induced A375 cell
death by decreasing the confluency of living cells
(green fluorescent cells), while significantly
increasing the number of dead cells (orange-to-red
fluorescent cells) in a dose-dependent manner

metastasis-associated  migration  ability was
investigated using scratch wound assay with the
closure gap monitored for 24 and 48 h using
triplicate experiments. After observing the
migration rate, the SPHINX31 treated cells
presented a significantly slower rate of migration
with the wound remaining open until 48 h of
monitoring, while the wound of the control cells
was entirely closed (Figures 4c and 4d). Therefore,
the suppression of SRSF phosphorylation can
decrease the survivability and migration activity of

(Figures 4a and 4b). In addition, to evaluate the A375 cells.
aggressiveness of other cancer phenotypes, their
a) b)
A375
SPHINX31 (uM) 20 4.0

Stained live cells

0 10

C) A375

SPHINX31 (uM) 0 10 20

Oh

24h

48 h

d)

35
3.0
2.5
2.0
1.6
1.0
0.5
0.0

Relative count of dead cell

*
I P ‘
SPHINX31 (uM)
0 10 20
SPHINX31 (uM)
oh

15

m0 puMm
=10 pM
020 uM

24h 48h

1.0

0.5

Relative wound distance

0.0

Figure 4 Suppression of SRSF phosphorylation by SPHINX31 and its effect on death evasion and the migration
abilities of the A375 cell. Live and dead staining of SPHINX31 treated A375 cells (a) with the relative count of dead
cells (orange-to-red fluorescence) (b). Migration ability of the SPHINX31 treated A375 cell was accessed using the
scratch wound method for 48 h (c) with the relative wound distance compared to the distance at 0 h (d). * P<0.05, **

P<0.01, and ***P<0.001.

5. Discussion

Melanoma is one of the most aggressive
cancers and a serious health problem in countries
with high UV exposure, including Thailand.
Although it is a rare disease, mortality is often
caused by the cancer cells metastasizing to
secondary sites, including the lungs, liver, brain,
bones, and lymph nodes (Braeuer et al., 2014),
resulting in high severity with poor prognosis and
ineffective treatment. The results of this study
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reveal the contribution of aberrant gene splicing to
the development and progression of cancer. It
should be noted that the expression and activation
of SRPKs may lead to aberrant alternative splicing,
potentially contributing to various diseases, and the
development of cancer (da Silva et al., 2015), and
crucially, to cancer cell aggressiveness (David &
Manley, 2010; Kim & Kim, 2012). This study
attempts to demonstrate an association between the
specific SRPK1 function with the downstream
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activation of phosphorylate splicing factors
(pSRSFs), and the effect on the basic aggressive
behavior of cancer cells, such as the promotion of
melanoma cell growth, a reduction in death evasion
ability, and migration ability.

In a previous study in 2018, the researcher
presented the effect of the SRPK1-specific
inhibitor, SPHINX31, on the viability of acute
myeloid leukemia cells, finding that it decreased
leukemia cell viability through direct association
with the reduced SRPK1 function (Tzelepis et al.,
2018). The results of this current study show that
SPHINX3L1 can decrease melanoma cell viability in
both cutaneous melanoma (A375) and ocular
melanoma (92-1) cells, particularly regarding the
dose- and time-dependency of the A375 cell (Figure
1). Remarkably, even the A375 cell did not respond
to SPHINX31 in low concentrations but was
significantly sensitive to SPHINX31 in high
concentrations when it exhibited dose- and time-
dependency. To obtain molecular insight, a
previous study reported a decrease in the
phosphorylation of SRSFs when applying the
SRPK1/2-specific inhibitor (SRPIN340) to the
treatment of leukemia cells (Siqueira et al., 2015).
Furthermore, a report on prostate cancer also
verified the dose response of SPHINX31 in PC3
cells which specifically inhibits the phosphorylation
of SRSF1 (Batson et al., 2017). Therefore, in this
current study an experiment was performed to
validate phosphorylation inhibition efficiency; the
results of which indicate that SPHINX31 can
decrease the kinase activity of SRPK1 by reducing
the phosphorylation form of SRSFs in both A375
and 92-1 cells (Figure 2). Therefore, SPHINX31
might reduce the proliferation ability of cancer cells
through the inhibition of SRSF phosphorylation.

Moreover, a previous study undertaken in
2014 revealed the functional involvement of
SRPK1 in the tumor angiogenesis of metastatic
melanoma. The findings revealed that tumor
growth was attenuated after SRPIN340 treatment
(Gammons et al., 2014). In another study, the effect
of SRPK inhibitors on colony formation in B16F10
murine melanoma cells were examined, with the
results revealing that SRPK inhibitors can reduce
colony formation in murine melanoma cells in a
dose-dependent manner (Moreira et al., 2018). In
this current study, the effect of SPHINX31 in A375
and 92-1 melanoma cells has been confirmed and a
reduction in the size and number of melanoma cell
colonies demonstrated after SPHINX31 treatment.
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Specifically, a significant decrease was obtained
when A375 cells were treated in high concentrations
of SPHINX31 (Figure 3). In the subsequent
experiment, we selected A375 cells to explore the
activity of SPHINX31 on death evasion and
migration ability. The aggressive behaviors of
cancer cells were tracked by two assays,
representing other cancer hallmarks, as well as
death-evading and metastasis-associated
phenotypes. The death evasion ability of
SPHINX31-treated A375 cells was found to
decrease in comparison to the control group
(Figures 4a and 4b), while the migration was also
significantly slower, especially in the 48 h
SPHINX31 treatment (Figures 4c and 4d).
Furthermore, the effect of SPHINX31 can decrease
the death evasion and migration ability of A375
cells.

The role of SRPKs in tumor metastasis has
been accredited to their expression of pro-metastatic
spliced isoform benefits, such as Raclb (Goncalves
etal., 2014), RONA165 (Moon et al., 2014), and the
pro-angiogenic VEGF165, which have been related
to metastatic melanoma (Gammons et al., 2014).
Therefore, this data collectively suggests that SRPK
is a potential target for the development of
antimetastatic drugs. Therefore, this study attempts
to demonstrate the effect of the SRPK1-specific
inhibitor SPHINX31 on the growth, death evasion,
and migration ability of melanoma cells through the
inhibiting phosphorylation of SRSFs. The results of
this study will serve as a basis for targeting SRPKs
as an alternative therapeutic strategy in melanoma
treatment. It should be noted that the molecular
insight of SRPK targeting in melanoma cells could
be further designed to reveal the specific activation
of a signaling pathway, derived from an SRPK
inhibitor, such as SPHINX31 or combined with
chemotherapeutic cancer drugs to gain synergistic
treatment outcomes.

6. Conclusion

Serine-Arginine Protein Kinase 1 or
SRPK1 regulates alternative splicing through the
phosphorylation of SRSFs. Several studies present
the overexpression of SRPK1 associated with the
aberrant alternative splicing of many oncogenic
genes and proteins. To study the specific SRPK1
function in melanoma, the SRPKZ1-specific
inhibitor, SPHINX31, is demonstrated in this study
to decrease the viability of cutaneous and ocular
melanoma cells through the inhibition of SRSF
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phosphorylation.  The suppression of SRSF
phosphorylation is shown to affect the cancer cell
colony formation of melanoma as demonstrated by
its smaller size and lower number of A375 and 92-
1 melanoma cell colonies following treatment with
SPHINX31, especially the A375 cutaneous
melanoma cell.  Furthermore, other aggressive
behaviors exhibited by cancer cells were explored
in the A375 cell. Suppression of SRSF
phosphorylation by SPHINX31 was found to
promote cell death and suppress the migration
ability of A375 cells. This study will serve as the
basis for targeting SRPKs as an alternative
therapeutic strategy for melanoma treatment.
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