Fp E 4T B 2E 4024 243) Chinese Journal of Cell Biology 2011, 33(7): 746-751

http://www.cjcb.org

B0 AS100A61E#H A FL AR 40 BEMCF-7 8y & 58 #0
ERREEHFIHEAT

FLT

FHI AR IE iy

REvt ZHE @) A =F

(TR BE R R A2 B 22006 AR I ACAG I 12 W2 5 7T S J R S 30 , FEEK 400016)

BE GRS AR T ELAASIACE & & FLIRJE 0 IRMCF-78938 74, AT, EH A
122488 g%t ., AR RAZ R K4 & F 20 AS100A6% & (GST-hS100A6), SDS-PAGE 2 = 2 K s
736 kDa, Western blot & 77 2 7T vAFKS100A64U A 45 #1725, BCAK M Z 1 LH & EILK £916.7 mg
;¥ EAE A T ASURISE @ MCE-7, MTT S = 28 i35 7748 hit, J&E 4100 pg/mLA2300 pg/mL
#9GST-hST100AGLE 49 Doy M8 2L GST4E 38 /129.1%F284.6%(P<0.05), #2 7S100A64% ¥t MCF-74m 2, 38
7 FARSLIE T AR 5 B B T~ GST-hS100A 648 69 50 F4 T AR 2 A GST4E 2 38.7%(P<0.05), 32 7~S100A6
P BEMCF-7649 % % 7 m; Hoechst# & 2 7~ GST-hS100A64H 7224 hit 40 &, B 1= & S GSTLL &, 1V
67.8%(P<0.05), 48 hiT m itL B = F A GSTLLIR, 1V 58.4%(P<0.05), 4% 7~ S100A647 | MCF-7 48 L A =,
X|JR 5% B B 7 4224 hAF GST-hS100A648 &9 %] JR AT & % h GSTL 692.243(P<0.05), 2 ~S100A64L it
MCEF-74 &, it #%; Transwell % = GST-hS100A6£8 7224 hit F I 41 JEL 5 22 GST4A 3% A288.1%(P<0.05),

£ 7S100A61R 3t MCF-7 48 012 .,

KR

FLMRHE & Lo M do i DL (R e, B B kL R T
LRI 2 1 A B 25 Mol IR 1R 7%~10%, 4 Bk
AT 120 )7 1 v R L, HATS0 50 Tz, 3
SRR 2, SZAERE . BREE. ARTE I LS P
DRI 255 1, SR T LA DDA LB v 1 ] 1

S100% [1/& — 4l R AEF-F L &5 M /N oy 14
e E A, 5B A EALSE G REZ R
ATETRE, BN, 25 40 R EE R A0 RS ERAS
P () 35 I AN A SR DA 250 AN 2 ANS 1003 B2 76 i
Jh R RIE, RS MR A . T RAE
IR 3 B 2 DA OGP . S100A652S1008K [ 585 ik
b4, SRR A4S FE 3 25 F (caleyclin, Cacy). 4 SCHERHR
W, 3L . N E AR, e, 45 B,
PRSI 7 PR LA % R et 1 e g 45 22 i
HE AT % I 40 1 A, S100A634 5 R 1A . AU 41 1F
FLIN R ILS100A67E FL i Ji v 2 8 B i vy T 55 4
LR R 2). HAT, SI00A6XS T L MR 1 HARE
W JC R IE, A S50 PUE 5T B 41 A S100A6 %5 [1(GST-
hS100A6)% 7L 40 IMCF-7 (0855 . Y81, T8
FAZZEIIAE T, b 1) WIS 100A 6.4 L R i (1) ¢ A O e

VAL % R 2 FS100A6%T AFUARIE LA — 2 694t 4E A, A T A
A FURRIE T 5 W 6 AR E M Aeis 7 69 F7 e AT,
S100A6; FLIE: Wabi; W17 iTH: 228

Hh BRI R A T LA SR AR A

1 MRIEREE
L1 HH

111 FkfEtk pGST-molucFi ¥ A 5
B 2 aF R 2 B 2 -1 IR 5T 25 158, pGST-
hS100A6 4 A VR A1 i I i, E.coli BL21HIHE IR
B BER 22 R A 5612 W 22 S0 = it
112 miadkfedd sk AFLIYE41RMCE-7)Y
e g g 5 ) £ e o0, DMEM/HIGH GLU-
COSER; FRUA i 4+ i 8 H 56 E Hyclone A 7]
1.1.3  EZKA PTG H Bio Basic Inc., BCA
EEE RS E AT, AR E A RS
1B bR AE I H Fermertans, N BE %G 38 TR 7 23 e H
ik H Amresco, Glutathion-Sepharose 4BEK ¥k Il
Amersharm, MTT. DMSO. #£)i/EECMIE H Sigma,
Hoechstid 7] &2 14 5 b 514 56 2 A, MillicellZ)s %

WA E 3 2011-01-11 552 F141: 2011-03-23
R SRR FE 4 (N0.30772548) % B3 H
*HHAEE . Tel: 023-68485239, E-mail: zhoulan0111@gmail.com



Wi FiZE T AS100A6MEHE N FLIRE 41 BEEMCE-7 ()38 55 AT A 42 28 i Hd 747

H Millipore, S100A6 5. 3¢ £ 114 H Santa Cruz.
1.2 A%
1.2.1 GST-hS100A64) 4| &Fa %2
SCHR[4].
122 mpesE A ki orta MCF-7i B A K
T e AR FRIE(T10% G4 3G, 5 R R MR RS
50 U/LIJDMEM/HIGH GLUCOSE)H, F37 °C. 5%
COL I LRI FEAR B 7, B R, o HoAE KL
o SZEAN A OZ FI6 HEAL; @GSTS 50 X HE 415
(B®GST-hS100A65E 44 . AHIF] 44 T 5L B 31K
1.2.3 MTT## M hS100A6% MCF-7 %8 238 74 %/ o)
849 IR AR # KA HUE K IMCFE-741 i LAEFL
0.5} 10" MR 196 LA T, 1200 pLoE AR5 FRAE, 43
M IFlHT. o B4 i B3 pg/mL. 10 pg/mL.
30 pg/mL. 100 pg/mL. 300 pg/mL 5K LR,
H AN AL, BEIFIE 0 he T-48 hHIMTTIL K6 il
492 nm Y6 DIH
124 FHOUEN R EEAMhS100A6% MCF-748
o5 T AR B ) 649 % o) IO A K I MCE-7
411} LS00 ¥ AT He Rl T H A2 10 emf P 1L, 12 h
S AT ST, AR RIS 100 pg/mL, Fr4L1H]
Ao R FR10 d, £ AR AT I 5 B T F i B ~F- 11,
PBSYE2UK, FEE 52 15 minoe 37 2218 i ¥, i FC et
T TR TR R

TR T 5 (Yo)= 5 B B 4 < 100%
1.2.5 Hoechstf & 7% # MhS100A63F MCF-7 48 it
BT 7R BT BUE KA IMCE-741 g LAREAL
210N R T24 4L T, BEFL500 nL5e iR, 4
HIRIET. 12 hia4oh 1%0 4 G SR, R
AL FRIR 25, A5 2R 4100 pg/mL, EAE A0 he 43
5 F24 hy 48 hig IR T A A IE T g e, JEE
T,

T 28 (Yo)=1R T 41 i £/ 40 i s £5< 100%
126 X|JRASE 52 3 (wound healing assay)#a-hS100A6
*FMCF-7 48 it iE 4% 88 7 49 % 7h PP I 41
TofLM, FEFLINIA2 mLsE A8 553, gl & ik )
80%~90%I, FHO0.5 mmH PEZERAT “ 7 FRIKE,
PBSUEM X, B4 58 A 3G 70, HEE TS50 T (R A
ZURFEN100 pg/mL), SE5 70 40 Ry, (85 B T
ML IR, BRI 50 ho 37 °Cy 5% CO, ) 1 Al it
JERA TP ARSERE IR, T-24 hHUH LB, 76 [F)— %2 55 4k
MR AA DL LB 440 M i) & 1 L, 38

kA2 %

I AN R B, VRSP R A

RIYR A 22(%)=(0 hRIIJR %6 B2 -24 hRIJR B JE)/0 h
KI5 £ < 100%
1.2.7  TranswellfZ & % 3544 M hS100A6%F MCF-7 48
oAz 258 F B 7 em) T E AR K HIMCF-740 i il
J8CTG LV (%) B0 4 P v, 40 B %35 3% 10° 4 /mL, HX
400 pLFEFIAE 43S FUIRECM ) Transwell /)N 5 1) I
Js rh, R R IIN600 pL 5 20% L3 1) 56 4 1 77 3,
N IS I AH N I (2GR SN 100 pg/mL), gy
LRI FT. 24 hfFHUH /5, AW A 5 18 L FL I I
JZ PN, TEoK LR 5220 min, IR ARG R LT 54 G
420 min. PBSYEHA, HARANT/NE, HFEARJI A H
RGN EBRRYIT, B T8y BB T
MEL,
128 Zitxa® il bxsRoR, KA
SPSS12.048 1 8K A BEAT A 52, P<0.0520 2 7 HAT {2
X

2 R
2.1 EAEHGST-hS100A689 4 E

W 1A 78, SDS-PAGE & /xGSTAH X} 43 1 &
326 kDa, GST-hS100A 624 336 kDa, FQuantity One
4.5. 0845 My He 4L 494%. 1 K 1B 71k, Western
blot % 7 H 41 5 1GST-hS100A6 15 S100A 647 4 5 BH
Pk &N, MGSTI I 45717, BCAVL € miMH A H1 L
W3R Z116.7 mg GST-hS100A6K 4

A: SDS-PAGEH,JK[¥], 1: Marker, 2: GST, 3: GST-hS100A6; B: Western
blot¥s 5 4, 1: GST, 2: GST-hS100A6.
A: SDS-PAGE, 1: Marker, 2: GST, 3: GST-hS100A6; B: Western blot, 1:
GST, 2: GST-hS100A6.
1 EAZEHGST-hS100A6HY L E
Fig.1 The identification of recombinant protein GST-
hS100A6
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2.2 hS100A6{E3MCF-7£H B Ry L 5E

MTT % os, 40 k952 ditk, WER3 pg/mL.
10 pg/mLF130 pg/mL I GST-hS100A641 FIDAH 55 A1
IR B I GSTLL JE 48 i 2% 2 5(P>0.05), T J% Ky
100 ug/mLA1300 pug/mLKGST-hS100A64H D
439 K 0.972+0.047F11.405+0.111, B GSTZL 4 i
29.1%H184.6%(P<0.05), WIE2. $2/R=IMEPES100A6
fEHEMCF-74H i If) 19 58, I H S Bk o s
Je BB T 100 pg/mL A T FA S o
2.2 hS100A6{2#MCF-740 Bt 84 52 & T2 A

SRR T B RS e R B, R EM T
MCF-741210 dJii, GST-hS100A 641 ) v, % T %
(89.7+3.1)%, BGSTHIHE 1138.7%(P<0.05), MGST41
5 G 2 W) 22 5 0 W 1 (P>0.05), WLIEI3. $oR
ANIEPES100A 64 HEMCF-741 B 1 52 5 T i o
2.4 hS100A63$IMCF-7¢8 04 B T

Hoechst4s t4 {2 7, H1 FI/EH] T"MCF-741 124 h
Jei, GSTHL 4N 95 77 % 4(8.6+0.4)%, GST-hS100A6
21 0 (2.740.4)%, BGSTAL I 19 21>67.8%(P<0.05),
48 hJ5 GSTZH 41 i 4 T 2 38 Jn 42(10.1£0.6)%, GST-
hS100A6Z 14 Jil 43 (4.240.6)%, 1HATHE GS T TV
/158.4%(P<0.05), 7 I [H] fIGSTAH P TR 5 A 4]
TG 2 57 (P>0.05), W4, $E/R A JEPES100A6 A #114l
MCF-741 fg 8 1 (I /E HH
2.5 hS100A6{2#MCF-740 AT

KR A S8 s, FEAALH24 hiG, GST41K
IR AT %N (44.4+13.9)%, GST-hS100A6ZH KIlJK & &
K 43(98.0£2.0)%, KGSTHL M 7 & [112.2£5(P<0.05),
GSTH 572 [ 2 W 1) 2 e e givt 24 5 SL(P>0.05),

*P<0.05 compared with GST group.
2 K[EREGST-hS100A63FMCF-7158 R 52 i
Fig.2 The effect of GST-hS100A6 at different concentra-

tions on the proliferation

*P<0.05 compared with GST group.
3 GST-hS100A63tMCF-75g B Ak B 5 i
Fig.3 The effect of GST-hS100A6 on the colony formation
of MCF-7

L GSTHIXH, *P<0.05,
*P<0.05 compared with GST group.
4 GST-hS100A63FMCF-740 A1 T A9 S0
Fig.4 The effect of GST-hS100A6 on the apoptosis of MCF-7

W15, 427 4 U5 PES 100 A6 AE % 12 3EMCF-741 Jid 1)
.
2.6 hS100A6{EiHMCF-7T¢HpERYIRZE

Transwellf2 2% SZ 46 45 W 7~ 85 1 A0 #4124 h),
GSTZH 7 Ji 41l B % 432243, GST-hS100A64H 7 i 4]
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L GST4L0 I, *P<0.05.
*P<0.05 compared with GST group.
5 GST-hS100A63MCF-74H T #% #5210
Fig.5 The effect of GST-hS100A6 on the migration of MCF-7

MuF k4243, BGSTA1HE N88.1%(P<0.05), MGSTA
5 V20 22 ) 2 e T 2 1 (P>0.05), WLIEl6, $24t
PHPES100A6REMS (L UEMCF-740 M 1142 2%

*P<0.05 compared with GST group.
Bl 6 GST-hS100A6XMCF-74 {22289 %M
Fig.6 The effect of GST-hS100A6 on the invasion of MCF-7

3 g

S100A 64 #] 1 Kuznicki%:*'¢r Ehrlichfi§ /K J8
Kithe EFEgI N Z o0 A0, FEAAAE TR, M
JEE DL B AZ T b, BRI Y K il ST00A6%E 1
AR 3 T34 10.235 kDa, JLiG Pk 2 A5 — 58
1K, 58581454 J5 2 B HEFF AL L X, 1% X ]
HZMEEALS, iSRS S EA. REREA.
H -3 I AR . R T T, IR T VT
HRIEE A I XT(OLHR o CAP-50) A48 F) 3 25 1 45 A 1
(Calcyclin binding protein, CacyBP)%5*7,

H BT, SI00A6-55 fif 87 ¥ 56 RRE A —. HIL
O bR e A R AR TE, 0 Luu S8R I R
1K [FISTO0A6RE KL il I Iee (1) 4 A%, FEH00 i Jie g &40 k1)
A, E AR IAST00AGIT H PR 98 i 5 JL AR A7 B ) dzg
FEAR 2R IAST00A61) A= A7 o 1] K o A% PR R8T A1 i ) 5K
3 K B, ST00AGHE S 1 i 1 A 98 41l R U20S 1) 3
B AR E PR T, IR S 100 A6 [AI 98 7 41 ) 1
Fo A SLAR R g e A R R IR e, i dn: Mae-
landsmoZUMF 57 A LS 100A6 1) 5 22 1A 55 M {1 2508
SRS R ) B IEAE DG, I B AR RE IAT G, MK
RIEHFAFIEI KT R IE 3 WangE RIS H
S RV 98 55 AL ZR A EL, 67.5% 109 41 2345 S100A 6 14
(a0, HL S100A641k 51l PRI BE 2% 73 B e AN )T
JEAH G [RIRE, Ishii S0 5702491 it 28 5 1) f i 41
Pl b e B, A8 il e 20 23 b 4 P A e JHa % (1)
S100A6IA, H 1 Sl B 1 U 22 S 100 A 64 1k B f
e T AR 22 B il ZH 2

fH &, S100A6 5 FL R i & A % e 1 Ok 2 H il
B AL . MelindaZ5 ] 3 5t il B WO Al AT 22 B
S R WD) B A Mk AR 2R v L R A
KRR S B E FUR AL, o 2 3ES100A6, i
Carlsson 5 J [R] 36 08 1% 8 43 b1 W) e B0 L i g o
S100A6IA M. AT, ) T-S100A6XT T FL MRS 11
HARAE T KL E AT R E -

ARSI I PEpGEX F A R I8 B S A% I8 F 41
H FIGST-hS100A 6K A 78 H%F A F g 40 fiEMCF-7
IVER o &5 5 R0, ST00AGRE S {1 i3k L, F i 41 i 1)
S5, 7] Hoechst S 56 2 W L3 8 4100 i 1 i 4
LA T2, 3K AT i At JHL AR 3 3L 05 s 40 oL 4 L P B L o
o S B T R AT L S e A4 R A A4 P 0 38
RE IS BEZEMRIR, A UET T R LS 100A6 1] 42 5y
FL I A0 R 1 5 B T2 %, $7RS100A6 1] REAL 1EFL
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Ng%PHRIES100A6 % R4 TR i 2, $7R 3
WRES S R BT AR 28 . AU RIR A
Transwellfz 225250 45 K 5 2 AW &, BIS100A63 5%
FLIRIE A LR RS AR 2868 ), #27R°S100A6H] fES:
5T IR R R .

S100A67E — i 7 Wbk a2 A, JEA AR AL T4
WL, JEAFAE T A0 M AN B . R K S 4 5 57
HRUST, SERATSE R B AR RIS 100A6 7T BE T 1L 55 &
£ SR BEAL 28 7= ) 52 A4k (receptor for advanced glycation
end products, RAGE) 45 5 MR L 5 AL & A= 4
AR, A JEPES100A 6% T FL MR I 41 o 1 4 H
S T IR AR AT Rt — RS

£7 LTI, S100A65% 7L IR 4H fUMCE-7(K) =4
AT A LA, $27RS100A6 1] e 2 55 FL IR
RARRE, I HA AT RO FUIRE 2> T2 WA &
L/ INEERGIURSTE W
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Recombinant Human S100A6 Promotes the Proliferation, Migration and In-
vasion but Inhibits the Apoptosis of Human Breast Cancer Cell Line MCF-7

You Li, Xu Lanlan, Guo Yuanyuan, Sun Shuangshuang, Zou Zhengyu, Li Yuye,
Luo Jinyong, He Tongchuan, Zhou Lan*

(Key Laboratory of Laboratory Medical Diagnostics, Department of Medical Laboratory, Ministry of Education,
Chongqing Medical University, Chongging 400016, China)

Abstract To aim at effects of human S100A6 on proliferation, apoptosis, migration and invasion of hu-
man breast cancer cell line MCF-7, recombinant protein GST-hS100A6 was purified from bacteria BL21 that identi-
fied as 36 kDa by SDS-PAGE and recognized by S100A6 antibody with Western blot. MCF-7 were treated by GST-
hS100A6 with different concentrations while GST as a control group. MTT was used to detect the cell proliferation.
Results showed that after 48 h, the Do, value of 100 pg/mL and 300 pg/mL group of GST-hS100A6 increased by
29.1% and 84.6% compared with GST group, respectively (P<0.05). Colony-forming assay showed that the abil-
ity of colony formation of GST-hS100A6 increased by 38.7% compared with GST group (P<0.05). Hoechst stain-
ing showed that cell apoptosis rate of GST-hS100A6 group decreased by 67.8% compared with GST group at 24 h
(P<0.05) and decreased by 58.4% at 48 h (P<0.05). Results of wound healing assay indicated that the healing rate of
GST-hS100A6 group was 2.2 times of GST group (P<0.05) at 24 h. Transwell invasion assay showed that the trans-
membrane cell number of GST-hS100A6 group increased by 88.1% (P<0.05) compared with GST group at 24 h. To
sum up, SI00A6 could promote cell proliferation, colony formation, migration, and invasion, but inhibit cell apop-
tosis on human breast cancer cell line MCF-7, indicates that SIO0A6 has a promoting effect on human breast cancer
which would be a new molecular target for treatment of human breast cancer.

Key words S100A6; breast cancer; proliferation; apoptosis; migration; invasion
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