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[ME] a6 W S100A6 FEERVLIRIT A & E I Ecal09 MG XTI WEmM, & A/ A S100A6
mRNA JF 3 B S X siRNA 731 5 RIE siIRNA J5 8138 31 & i shRNA JF 9 8 shRNA T 41 3 15 48 44 I P &
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00 20 0 B S100A6 3 FH F ki MTT 325 46 00 40 M 498 7 335 4, 22 o 200 0 A < bl 42 5 o o 40 o) 482 92 A 00 368 R0 99 38K ot = ek 8 400
MEREBE T g m, &R I T 4% S100A6 SR shRNA ECA% F 1k 3845 38 i i 5 (4 5% e 199 J7 1 W 76 Ecal09 4
JiL A i ST B S100A6, 41 L 4% Y4 J5 48 h, 5 AR e L 41 i 1L 4L, S100A6 mRNA KA MM, BEXEF AR E X (P<
0.05,P<C0.01), 8 H R X R IEE RS mRNA K45 H—F; S100A6 3 UL B AT B 5890 6l %5 4% A= K 1) Ecal09 40 My 34 78 75
Vi SR AN A, 22 F 8 S22 X (P<C0.01); S100A6 3 [K T 2k AT UA S 30 1 % B4 K ) Ecalo9 40 j T 52 68 /1.
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Effects of S100A6 gene silencing on proliferation and migration of human esophagus cancer cell line Ecal09
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[Abstract] Objective To investigate the effects of SI00A6 gene silencing on the proliferation and migration of Ecal09
human esophagus cancer cells. Methods The shRNA expression vectors were constructed using the shRNA sequences designed
based on human S100A6” s coding sequence, and were transfected into Ecal09 cells via cationic liposome. The changes of
S100A6 mRNA and protein in Ecal09 cells transfected with the recombinant vectors were detected using real-time PCR and
Western blotting analysis 48 hours after transfection, respectively; the proliferative curves of transfected cells were plotted
using MTT assay; furthermore, the change in cellular migration ability was determined using wound healing assay.
Results The eukaryotic expression vector of shRNA targeting S100A6 was successfully constructed. Real-time PCR and
Western blotting analysis results showed that SI00A6 was effectively silenced by liposome-mediated transfection of the
recombinant shRNA vectors in Ecal09 cells. Compared with the untransfected cells, S100A6 mRNA and protein in transfected
Ecal09 cells were significantly decreased (P <C0. 05, P<C0. 01). Meanwhile, the proliferative activity of Ecal09 cells was
significantly inhibited by S100A6 silencing (P<C0.01). It was found that the cellular migration was also suppressed by S100A6
gene interference. Conclusion S100A6 gene can be effectively silenced by shRNA expression vectors, and the silence may lead
to inhibition of the proliferation and migration of Ecal09 cells.
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AT ELHES . B FEY L S100A6 7E £ Fl k5
A0 H B R b ROk RS PRI D A5 AR A T S100A6
FHPESR A 100%™, WA BF5E A B cDNA % H
ORI £ R S O IR R A U 22 R R A
BN, LB AP S100A6 3 K Rk K B % 5
FIER L M SI00A6 545 ¢ & H i [
RPN ENUE S

e R Py ok (= g W L NP Y R S
RIFFMAT RS EEZ BB, REZHA L&
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RIT TR AMRE T ARG YT R FR A KARATS I8 Jm 3 1
i ge T LA ST it LA Ak 9 s R A N B R T
ZN RN RN (S B o W = S R Y VAR SR 7N N W
WALYT JHOT IR TR A B Y B AR
LB R A, PR, T A A R A G R
AL A G AR R BIL A, 2 10 5 DA g 0 5 Ak 2 L B T
IS, BRI N AW shRNA T4
HRVUER S100A6 HeH £k W4 S100A6 FH ALK
XN S R A Ecalo9 MG 58 1% 4 M i & g T 11

S
1 #MRITE

L1 M4 ANEEREAMR Ecalo9 14T [ B2
B 1 20 i AR ) 2 WIS T A L SR AR L TE T AR Sk
— R HERBWAE W F EE Corning A F; DMEM K
FREL, BB LW (FBS), 0. 25% R & M B, Lipo-
fectamine 2000 %% Y4 iR, PO HY B & e R (MTT)
K H A (DMSO) |, TRIzol & Jx 5% 5857 & ¥4
[ Sigma A Al 7 s pshRNA-H1 8K T 35 H
System Biosciences 2~ #l 5 B il 4 N VI BamH T
EcoR 1 .DH5a &3S0 . DNA 43 1 5 b5 i & 5%
JeE IR & T H A TaKaRa 23 #; JCIN # % i
W $R B ) £ o8 8 E Qiagen 2 A 77 i S100A6,
GAPDH —#i & — % ¥}y & [ Santa Cruz 24w/~

i s B AR BUA ) & L BCA & A 2l & & ECL
KR F G W T 35 [ Pierce AH ., 4R 4N
FH Nuaire 24 &) 7= i, B W 4% . B0 ML R 75 [ Ep-
pendorf 24 & 7= i, 8 7 PCR U H A TaKaRa 2y
77, LUK A B T O VK R A5 O Bio-Rad 28 W 7
it o BRSNS 58 A1 43 6 06 BE K I AL 24 Thermo A
PR . BV LSO AR I R A AR AT B
HlSE I

1.2 shRNA Faf ik H#hkMmaE ki NCBI 5
PEAHE N S100A6 K 7 B (NM_014624. 3) , H 4z
ZE E Invitrogen 23 Al B siRNA 35 3 5 A5 0T 1 %
S100A6 FH i fih X (1) siRNA P41 (& 1), [F] i ik 8
M BC T 51 (NC) ., #RHE siRNA JF 41, & i1 7
ZHAMY DNA BB BEE , B 55 613 shRNA /Y 1
Sk (sense) M L% (antisense) , A LA 12 4N 48
¥ R 1Y loop 45 # (5'-CTTCCTGTCAGA-3")
L5 T A RNA Poly [l 5 4 B % & v 1k 7 5
(TTTTT), a6 B B 4 9 % 53 50 % il BamH 1
(GGATCC) Al EcoR I (GAATTC) B I 45, 5
HHR A DNA gk (PAGE 4050, F G K B &
ALY PSS DNA = 20 pmol/L, 28 5 #E 17 DNA #
HEIR KB R E AN WEE DNA, 1B & 79 544k
AR AL S DHS o WA TP AR 37°C
SURLE e R R T DO NA IR o T S B2 W B2
SEPRER 2 ATV L 95°C AR HE 10 min JEFT B AR LA L AR
JE A PCR # i A R, 51 9 S 244 22 58 B A i P iy
5y, BS54, 5'-ATA TTT GCA TGT CGC
TAT GTG-3", FliF51 .5 -CAG GCT AGA TCT
GGT CTA ACC A-3',HUPCR =¥ 5 L #E47 2 % B
FBE R I HL K L O S B MR TR L O T O 2k 3 A BR P
W& BEBUTOR. DNA J5 #4715 40 4087 . XTI F GE
T 110 A 3R TR A, 0 X 7 A 2 Ak TR Bk L AT
TR BURL DNA $2 5, 32 507 v D 3R A% 4 i
& UL A AT

1.3 Real-time PCR i # | 2 4 j5 20 j F S100A6
mRNA & BRI Ecal09 4 i, JH w1
12 ] 2 AR A T, o FH 58 4 85 3R M (DMEM 410 %
FBS) W4 41 e %% FE 4 1 X 10°4~/mL, ¥ 40 jg 3% Fh
# 6 fLi . BEFLA I 2 mL 40 B, 37°C .5 % CO,
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S FRESE 24 h 4% M8 Lipofectamine2000 %5 44 i 7
IS VR Tl VA L S N v T I
(Ecal09-+NC 4 FHE KN PLE 4 (Ecal09+siRNA1/
siRNA2/siRNA3 ) , AARFE G4 Ecal09 4 Mi/E 2=
FIXS IR, % UL )5 48 h BRI M, TRIzol 24 fiff 1k 4
HUE RNALHU T pg RNA S 545 cDNA, i
k514 Oligo(dT) , SRJGHL 1 L S sk 7= Wy kAT
PCR Kl , 5236 J§ GAPDH (NM_002046. ) E K
W%, 5% 5 3. GAPDH L3751 5-ATC CCA

TCA CCA TCT TCC AGG-3", Fil#514) 5'-TGC TGA
TGA TCT TGA GGC TGT-3'; S100A6 LiiF5|4) 5'-
TTG GCC TCC TCG TGG CCA TC-3', Firs4y 5"~
AGG AAG GTG ACA TAC TCC TG-3', PCR &}
BIRZR R 20 pL: TaKaRa SYBR® Premix Ex Tag ™ 10
pL, B UFWESI# (10 pmol /1) 45 0. 4 pl.cDNA 2 plL,
dH.O %M 2& K RfR & 2 20 pl, 4% 95°C 10
min,58°C 20 min, 72°C 20 min, 3t 35 A3, N
2 MRS BT R AR R s

£ 1 SiRNAFFIREIMAWE DNA K7

Tab 1

siRNA sequences and corresponding double-stranded DNA sequences

Name i;‘:sgf siRN(ASlﬁgg;Jence Double-stranded DNA sequence (5'-3")

siRNA1 78 GCACACCCTG- GATCCGCACACCCTGAGCAAGAAGCTTCCTGTCAGACTTCTTGCTCAGGGTGTGCTTTTTG
AGCAAGAAG AATTCAAAAAGCACACCCTGAGCAAGAAGTCTGACAGGAAGCTTCTTGCTCAGGGTGTGCG

siRNA2 105 GGAGCTGATC- GATCCGGAGCTGATCCAGAAGGAGCTTCCTGTCAGACTCCTTCTGGATCAGCTCCTTTTTG
CAGAAGGAG AATTCAAAAAGGAGCTGATCCAGAAGGAGTCTGACAGGAAGCTCCTTCTGGATCAGCTCCG

siRNA3 141 GCTGCAGGAT- GATCCGCTGCAGGATGCTGAAATTCTTCCTGTCAGAAATTTCAGCATCCTGCAGCTTTTTG
GCTGAAATT AATTCAAAAAGCTGCAGGATGCTGAAATTTCTGACAGGAAGAATTTCAGCATCCTGCAGCG

NC / GAAGCCAGAT- GATCCGAAGCCAGATCCAGCTTCCCTTCCTGTCAGAGGAAGCTGGATCTGGCTTCTTTTTG

CCAGCTTCC AATTCAAAAAGAAGCCAGATCCAGCTTCCTCTGACAGGAAGGGAAGCTGGATCTGGCTTCG

1.4 &G RApEkbmi s mie T S100A6 &
b RAE WHEKYIS 48 h #Y Ecal09 40 M. it A
240 i 2 % 4 BB PRV B 1T, 95°C 10 min AR FREE
AR BCA VARG PR, RRALREARHL 10 L
4T SDS-PAGE 1 W Pk, v 43 B9 i vk B oy
12% ,400 mA fHJE 45 min FE17 2 155 15, i 5 40 g
O H 0 5 5% IR A4 95 % I B 2 h,
A TBST # B9 — L (1 = 800), 4°C i K W% B 5
TBST WM 3 AN =Pt = iRBEE 2 h, 5
3 WL IR ECL & IR B, 3R 4T X 6 Fr s
TR R OGS B o AR G R 43 B B PR AT B 0 45l
BT, S100A6 MM X Kk = H 1
ol B A/ S IR FLAHOL R .,

1.5 MTT A& S100A6 H B T % xt I 7 20 . 3
MAEWH o BUEY R 48 h (1l Ecal09 4l i . i il
T A 12 T 8 200 o 58 VA, D 9 4 3 % YR O R 24 L %%
FEZE 1X10° A4 /mL, #5041 il %) 96 fL . &1L 100
p L AEFS IE W SRR3R B Y5 24048 F1 72 h 4y

SR A B s . B LA 10 uL 5 mg/mL B
MTT W AR 2e 5557 4 h Wk B3 B A 150
p L DMSO %W, 37°C T4k % 15 min, H B 451X T
570 nm AR G LA, 23 A0 i A il £k

1.6 ZmRa X & &4 n S100A6 K B 3B % i 98 40
fet B A ¥ UGS 48 h 1) Ecalo9 4
i, i Rt 4 A % ) A 40 RV L A R e 0 ) R AT A
JLT T80 {5 4 5 75 R R A L 2 B & 1 X107 AN/
mL R AIHIE] 6 FLAR. 9L 2 mL. BBl 5 IE % &
PR SR AR 3% 24 ho R E I 200 L 463k R
IR, PR FH G ALV B 3R R v 2 Yk, A 106 1L i
IR 2 mL, IE W R AR 3R RIKJS 24,48
72 WAy B R L LR A AT RS O

1.7 %itFam i SPSS 13. 0 Gtk k17
SHE B AS R LD 7+ s FoR LR FINT IR 4 M R A7 41
) 25 S Je 4 PN 25 S50 LA . KRS K 1 (o) 1 0. 05,
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Sequence analysis of recombinant vector

A shRNA2-S100A6; B: shRNA-NC-S100A6
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Fig 2 Real-time PCR detection of S100A6 mRNA

expression in Ecal(9 cells

* P<C0.05, ** P<C0.01 vs blank control group. n=3, x=%s
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Fig 3 Western blotting analysis of S100A6
protein expression in Ecal09 cells

* P<C0.05, ** P<C0.01 vs blank control group. n=3, x=%s
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v RIS (K ) BoR R YA Ecal0o9 4B K
WG G PR R TR R UTER AL .48 h & 72 h N Z R A 5
TR L(P<C0. 01) 5 45 SUIF 5 41 55 K e Y 20 20 g
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20F & Ecal09+siRNA2
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dﬂ
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B 4 MIT E® Ecal09 40 538 58 % 1%
Fig 4 MTT assay of proliferative activity of Ecal09 cells
“* P<C0.01 vs the same point in blank control group. n=3,
xts

2.5 S100A6 % BT %% Y g 2 fe i 4 A8 h 9 %
wfy 3 UL SR A (7] B[] 05 200 i R % 1 PN A A K
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Fig 5 Wound healing assay of migration of Ecal09 cells

Original magnification; X120
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Zhou ZEUE N 2R B0 S5 CaoV3 40 & s e DL
RN N A K P (VEGF) 3, 85 51 58 R i
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NA K H A X R IBE &Y, 3 5 siRNA 75
¥pxt H R —E R UTER AR o 2 5 siRNA
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HEATECE R 5 L AH X T X AL, S100A6 KT
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