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Isolated CSCs from HPV-negative OPC cell line, through magnetic activated
cell sorting using CSC specific marker ALDH1 antibody, were characterized by sphere formation
capacity, immunofluorescence staining, and CSC marker expression. CSC response to cisplatin
treatment was evaluated via XTT-assay. Spheres of CSC of HPV-negative UTSCC-60A cell line were
highly dark holospheres. RNA expression of CSC markers 0CT4, SOX2, KLF4 and BMI1 were significantly
higher in CSC. CSCs were significantly resistant to cisplatin treatment at various dosages as
compared to nonCSC. HIST1H1T, TNSF18 and lin28 genes were detected to be candidate genes according
to microarray data. HIST1HIT and TNSF18 have effect on CSC markers but this influence was not able
to prevent CSC sphere formation and proliferation. 1in28 gene had suppressed CSC markers and
prevented CSC to form spheres which addresses this gene to be one of the candidate genes.
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HIST1H1T, TNSF18 £ L ' 1in28 &=+, HPV (-) FIEEEEMakk UTSCC 60A (HIST1H1T
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1.25 A4 F : HIST1H1TsiRNA 33 LTV TNSF18siRNA D N T v A7 =7 ¥ a U R &R T
72912, MACS 12 & Y UTSCC-60A #ifatkr & CSC & 7B L., JLAEWE %5 £ 72\ CSC K5l
Zate 24 U = VEREER 7 L — M2 1x105 CSC /7 = /L % plating L7=, 1 H#, CSC 17 =
NDORMENATE LIz, hT AT =273 aF, HISTIHIT siRNA, TNSF18siRNA, B LT
2> hr—/ L (scramblel siRNA, scramble2 siRNA, GAPDH siRNA, B XURLED 7 =
JL) AZONWT, KD K HITET LT,

£ SsIRNAD NT A7 =27 3 FJE : A 3ul D Lipofectamine® RNAIMAX i3 % 50 ul @
OPTIMEM TCHAfR L7z, B. 1ul ® siRNA (10pmol) % 50ul ® OPTIMEM TC#ifR
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siRNA transfection efficiency IF before sphere formation

HISTIHIT SiRNA TNFSF18 SIRNA Scramblel SIRNA

Scramble2 siRNA GAPDH siRNA Not treated
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2.27 4 K CSC #kiz¥k1F % HISTIHIT siRNA 353 LT TNSF18 siRNA D N T A7 =7 /g
VN AT 720, MACS (2L Y UTSCC-60A #Hfatkn & CSC #nBEL., HiAWE LS
F72 CSCHHLT 96 7 = /Ll #E 7' L — kb (U JE) 12 0.3x104 CSC/V = /L THEFE L 72, 5
H#%. CSC MNERIKZ TRk L. % HIST1HIT siRNA., TNSF18RNA, XL W= fe—/L
(scramblel siRNA, scramble2 siRNA, GAPDH siRNA, 35 LR D 7 = /L) (2% L TLL
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siRNA transfection efficiency IF after sphere formation

HISTIH1T SiRNA TNFSF18 siRNA Scramblel siRNA
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HIST1H1T siRNA, scramblel siRNA, ¥ KU scramble2 siRNA # %72 %5 7 =/Ld CSCIZ |+
TV AT =y var Licth, 4 siRNA 0% D = /bh RNA ZHEEL 72, Wiz, oo 7 m
k229> T, RevertAid First Strand cDNA A 5% »» ;. Thermo Fisher Scientific |Z & -
T RNA 73 cDNA [ZEH# X 7-, Syber Green IX. Applied Biosystems 7500 U 7 /L% A 2
PCR v A7 A TD qRT-PCR S S 417z, Quadruplicate (PUiH) O > 7 /L& HH L,
gPCR #%# 2 [H#t VX L7-, HISTIHIT siRNA ChrJ v A7 =7 FENT=H A TiX
HIST1HIT OB A H T& 4. scramblel siRNA 35 XU scramble2 siRNA Th7 227 =
7 F &Y VT HISTIHIT OB B Sz, T A7 =733 1L qPCR
] LT%)J%E’TCK?)%) & Z))ﬁﬁwu L7z,

4254 F:TNSF18siRNAD T > A7 =7 a3 V%Y qPCRIC L » THER L7z, TNSF18
siRNA, scramblel siRNA, XU scramble2 siRNA #%72 57 =)L CCSCIZ N T AT =
7 va v Liz#, 4 siRNA OF% U =46 RNA ZHE L7, iz, fiETo 7 s a ot
- T, RevertAid First Strand cDNA &5 » I, Thermo Fisher Scientific {Z & - T RNA 73
cDNA [ZE# X 7=, Syber Green i%. Applied Biosystems 7500 UV 7 /L% 1A . PCR v AT A
T® qRT-PCR &SI L7, Quadruplicate (PUi#E) oY 7z L. qPCR % 2 [A]
0 L7z, TNSF18 ™3 HiiX scramblel X N2siRNA D T AT =2/ v a v S
TR S 7228 TNSF18 038X TNSF18siRNA TR 7 v A7 =7 g v a7
TH0%ME &, FT7 A7 273X qPCR 2@ U TR THD Z LR LT=,
BARAFAR: NI LU AT 272 a B THDL Z &2l L7z, PCRICL D CSC v—
B — BN 2t 72 RNA Z HE L, cDNA IZA# L, £ oKL o CSC, HIST1HIT
siRNAZ b7 27 =7 h L7 CSC, BLUTNSF18siRNA % 7> A7 =2 L7z CSC 7>
5 qPCR #1T» 72, qPCR O# 13, HIST1HI1T siRNA 7% CSC ~— 7 —BIM1,0CT4, SOX2,
BLOKLF4 2582l % 2 L2~ L7z, TNSF18siRNA (I, CSC ~—%4—0CT4 70%.
SOX2 80%. #BLWKLF4 #1XIZE 50% ] L7223, CSC ~— 4 —BIM1 % #ifi| C& 2o 7z,
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CSC marker expression after C1632 treatment
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FL— MIEERE L 7o, #fE T, CSC (3 HIST1H1T siRNA, TNSF18siRNA, C1632, scramblel
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50ul @ XTT (Roche) 7 vt A &7 =Mz, 4 BREOA v FaX—2 g %livA 71
7L — kU —4—Corona SH-9000Lab % f#i F§ L T 490~660 nm TWHEE A>Tz, /S
7779y RiE, BB EET D = VO %8 L CRIE Lz,

FERIF L HIST1HIT siRNA 3 L O'TNSF18 siRNA 233 A 7° 5 F > OFe 58 25ng/ ml-0.3125ng/
ml XV HMaE AT S 72— T 2O NISMEEEIE A 50% i3 5 134+ ThH
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XTT assay after siRNA treatment
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