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Effects of exogenetic recombinant protein S100A6 on proliferation and

migration of 5 transformed cell lines and P —catenin expression level
MA Wen,et dl
(Department of Biomedical Engineering, Chongqing Medical University)
[ Abstract JObjective: This study aimed to investigate effects of exogenetic recombinant protein SI00A6 on 5 transformed cells (HEK293,
9HTE,CHO,MEF and C;H,;T1/2) and their {3 —catenin expression level. Methods: Plasmid pMoluc—-GST-hS100A6 was transformed
into E coli.BL21, in which S100A6 can be induced to express by IPTG; Cell proliferation was measured by MTT, cell migration was
measured by cell scratch assay and Transwell assay and levels of 8 —catenin were measured by ICC and Western—blotting. Results: @D
High purity recombinant S100A6( GST-S100A6) was obtained from E Coli via induction of IPTG induction. @Exogenetic S100A6 can not
only inhibit 143B cell lines(positive control ) proliferation but also the migration( P<<0.05). However, effects of different concentration of
S100A6 cast on proliferation (P>0.05) and migration (P>0.05) of these S transformed cell lines were not statistically significant. @
S100A6 can up-regulate B —catenin level in these 5 transformed cell lines significanily (P<0.05). Conclusion: Effects of S100A6 on
these 5 transformed cell lines were not significant neither on proliferation nor on migration, but it can up-regulate their B —catenin levels.

[ Key words ]S100A6; Transformed cell lines ; Cell proliferation ; Cell migration; § —catenin
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I 5 PREALA I R AL RITIEST .
1 MRE5FE

1.1  fafeskAfe i

NIRE Al HEK293 A Rz 4fiff OHTE . Hh [ -6 LR
S0 CHO FUAE P40 143B T [ SR 1% 32 W {58
Rl ZNERURRR ERET 4E4ITHE MEF /)N BUR] 78R40 C3H10T1/2
JBRL pGST-Moluc-hS100A6 Fl pGST-Moluc H 36 2 K&K
2EBRAE LS R AR SIS S A
1.2 E41 S100A6 9 4) &

F 4 S100A6, B} GST-S100A6 fill &% i R iZ £k 5
alifk ) 2 BOSCHRE T . SDS-PAGE/Western—blotting X 5
HEE A EN, BCA X HEAEHE R,

1.3 X

DMEM .DMEM/F12 . RPMI1640 5 3% W K 4 4 I 15
Hyclone $2 {4t ; MTT & S100A6 #. 5 fEHTK y Sigma $241; %
Hi A B —catenin ZFREDIAH promega $4L; TRELH LML 2E
DAB & i) & i P A2 &R R 41 ; BCA 2R i J7T &
Bio dev $24t ; Transwell Z/NZE H Costar $241i
1.4 ZpaE iR koM

HEK293 .9HTE .MEF F1 C3H10T1/2 ff & 10% FBS [
DMEM $53%; CHO % 10%f) DMEM/F12 1§35 ; A B PIss 4
MiZR 143B A& 10%FBS # RPMI1640 53¢, i 4i 44
AT AL A RAb 3L

SIS 3 4 - D% FIXTHRAL ; @GST X} R4 ; @ GST-
S100A6 4.,

1.5 MTT Z4&M S100A6 *T 48 it 78 %5 o

R PE A S5 - 45 AR M LA FL 0.2 x 104 N EERR T 96 FL
M, AT RE JS (2975 12 TR A T, 405 AR
924 3.10,30.100,300.1 000 w g/ml Y GST-S100A6 1T
BHMIFR . 72 h J5 MTT Zb3E , i85 490 nm ALRGRE(E . ARG
SIS AE R TR 30 W g/ml ME )5 SR S0 U0 A MR BE .

AR SE G < FH 30 w g/ml (9 GST-S100A6 X FiA& 5 #k
YO T T, ARKRFESS 1.2.3.4 d fI5E 5 d BUK FLARUEAT
MTT AbE 245l 490 nm ALV

TR SEEBIHE LA + il (v + 8)F0R . SLIOE R 3 Ko
1.6 Za AR 3R Transwell 3420 S100A6 %+ 4m AL iE £
PR

40 R IR SE 5 A A AL 1 x 10° 8RR 6 FLAR
o RIS (297 12 )RR . FIJGHT 10 o Tip SKIEfLAR B
IR RNIR , PBS P UEJE BB INA 2 ml AR TG I 7/ 5% 35 %
HH A 30 wg/ml (9 GST-S100A6, 45K 12 h W& RIJE 55 B
HERRAS ., MHERE =(1- QIR 58 /RIR G 5 )
x 100%. I, 4025 RAERPREE TN 0%, RIIRE &/
HHTHR 100%. FHER 3 K.
Transwell S256 : 4HMELA 1 x 106 N3RPT 100 ml B3390,

HIA 30 wg/ml B GST-S100A6 , 4KLE %55 24 h J5 4L &R
ML, FAL 1.0 x 10* R T Transwell /N2 9 _FJE , 4k2E FH
30 wg/ml ) GST-S100A6 T-1i,48 h JGEUH /NE 4% Z R H
T [ 5 2R IR M, PR BE 2 e, B s R TR Er s g
M. B, 700 | 33%Ps FR VA W GE I 400, T 490 nm 4bid
SR REAE (5 F R4 MBRIE ) . SRR EE 3 K.

1.7 Sedk et % (1CC) A Western-blotting 41 S100A6
x40 L B—catenin K& ik K-F 69 ¥ @

G S22 M A 25 VR AR J , FH 30 . g/ml 9 GST-
S100A6 1EH4HAME 72 h JG4T SRy Mk # Y. B - catenin
Z L EPTARME R 1:100, PBS RBE—HUrERAM:XT R, FH PP
ver6.0 0 SR PG DR B, R EE 3 K.

Western—blotting ¥ : 100 ml F53% i B5 3400, 30 . g/ml
Y GST-S100A6 YEHI4HA 72 h J5 B 1,17 SDS-PAGE
/Western—blotting, B — catenin HLAHE JE 1:100, Quanity One
ver.4.0 04T K E FUAE
1.8 “it o

PSR SPSS ver.13.0 HEAT ¢ K36 , 3547 B 244>
B, P<0.05 AZEFHBGIERE L,

2 # R

2.1 48 S100A6 %& & (GST-S100A6) 9 %%

DLL S100A6 HifA (1:1 000) A —Hi , 2 Western—blotting
A 415 B E 4 S100A6, 45 RN 1A, X & H GST
I BAPE RN , SEH2H HB A R PR 238 2% o

(@SDS-PAGE, % Dyl 5z ik e fa,, uf Ul 36 kD AbAIGST-S

A Rl i Ml . 1
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M4 2. GST, JEPHME A% (ECL)

B. SDS-PAGE/ % Th 5% ik Ye i m] I, 36 kD 4b
) GST-S100A6 Fi1 26 kD Abf GST

06
05 4

04 4
03
02 -+
0.1 +

0D value at 490nm

0 02 04 08
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100A6 247 F1 26 kD &b GST (%t BBZE 1) B9 4% , Quanity
One M4 E T35 92%(E 1B),

@UIARHELE BSA B BRI, LA BCA LI Hyk EH
R EAREREML (B 10), LB TR GST
K GST-S100A6 #4514 11.8 mg/ml F1 12.3 mg/ml, U] 1 L
B A5 5.9mgGST F1 6.15mgGST-S100A6,

R & EH GST-S100A6 B .

2.2 S100A6 *F &4 fL¥E 3869 % v

221 WEKEBSTE 2WHIENE 1 FFSKRE(3.10.30.
100.300.1 000 wg/ml)F,5 BREGLA ML R Y GST-S100A64
¥ OD {H5 GST M IE ZEII/NT 5%, 2R A BE 2%
B X (p=0.05); fEAPEH: T BRAY 1438 40 MR 1 70 0 2 1%
FEMRRRPED ] o

222 PA30 pg/ml REHBATEMRE LR SFEEEIRE 2,
HEATHUS 5 d WIMETE N, 5 LR GST-S100A6
i/ OD {H 5 GST A IEREEI/MTF 2%, Z7 ARSI

28 N (P=0.05); MifE R PHET B H) 143B 408EHT OD M
FHGH 3 dEFFIEREK, 55 3~5 d B9 OD 1% GST 4451
TR 11.7% . 14.7%F8 16.6%(P<0.05),

ZLE R R AN S100A6 XFIX 5 M L4 2 A5
TCHA SR
2.3 SI00A6 *T&-fpt L4 6% R

I RIESEE : ST ZE SR L3R 3. 30 pog/ml /Y S100A6 1
FHT 5 BRABMD , &0 A5 A AT RS 3 5 GST 4EARZE /N
F 1%, ZF LG4 E L (P>0.05); i 143B B RE
GST A3 30 14.8% .16.4% 1 18.1%(P<0.05), 22 7 BAH
GiitepE L, B2 BH S OHTE 4IMIFN 143B 4 RJ5 SE

Transwell 3255 : £FFLBEIBILEK 4. 30 pg/ml WEH
S100A6 1EHTF 5 ¥R LAIM, 05020 5 GST A ZF A4 it
B2/ 1%, 2R T ¥ 8 L(P>0.05);143B LK
LA B GST 43870 11.2%(P<<0.05), # % BB G

F1  FEIRENINENY: S100A6 3o &40 B F HE 7 B9 24 0
3 pgnl 10 pygml 30 wg/ml 100 g/l 300 gl 1000 gl
68T A6 GST A6 GST A6 GST A6 GST A6 GST A6
HEK293  074:004 0763006 0732004 0775005 0804002 075:004 0752004 076:006 077£006 075:002 0742004 0784003
9HTE 0.58+004 060003 057+007 059002 059+007 060004 0622006 059+007 059:004 061007 058004 0.61:002
MEF 0645003 066007 061:004 065:005 062:006 0632006 065007 066006 063£004 062£007 065:000 063003
CHO 0674003 069:005 0662006 0652004 0662002 065:007 066002 068003 064:003 066£004 067£005 0654002
CIHIOTI? 0.58+003  061£005 061+002 063:004 062:004 0602006 0632003 059:006 060:004 0584005 060£004 057+005
3B 0762002 077+003  078+003  076+002  077+003 069:004 076004 064005 076+005 063:002 076004 061003
*P<0.05; A6: GST-S100A6
+F2 SMNEM S100A6 3t Z AR R ILFH AR ND
1d 24 3d 44 5d
GST A6 GST A6 GST A6 GST A6 GST A6
HEK293  0.18:002  0.9:001 034:0.02 033:003 064:004 0632003 0.10:0.04 108:003 110003 1.09:004
OHTE  0.14+001 0.14x001 016+002 016002 022003 022£005 044:002 045:003 0542002 055005
MEF  022:003 024003 036001 036003 075:005 076:002 095004 096:003 108+003  1.07+004
CHO  0.17£003 0.7:002 0.18:003 0.18£002 021:002 023:002 047:004 045:002 067:003  0.65+005
C3HIOTI2 0.16£001  0.15£002 027:003 026:002 045:003 044:004 086£002 087004 106:003 107005
1438 020£002 016002 027:003 023002 047:003 032:004° 084:005 057+004° 112003 076+005
*P<<0.05; AG: GST-S100A6
#F* 3 SMEME S100A6 3T Z 4 R IH AR MR, THBES)
12h 24h 36h
GST A6 GST A6 GST A6
HEK293 28 25 82 79 100 100
9HTE 15 17 45 43 68 70
MEF 31 29 83 86 100 100
CHO 23 24 77 73 94 100
C3H10TL/2 25 23 76 73 93 96
1438 27 23 74 62 04 7

"P<<0.05;A6: GST-S100A6



= 1824 —

BEXER AR 2010 £45 35 5% 981 (Journal of Chongqing Medical University 2010. Vol.35 No.9 )

RN, E 3 RHAPET LA OHTE 4Uffl 143B 425
JEAE 1L

[RIEST, I 3396t PR U Jd B Y 6k e e £ 5 144 4 L, 152490
nm Zb# OD {H , #E— B UESE T 556040 5 GST 44 OD {HAHZE /I
F 1%, ZR TG 28 L (P>0.05, % 4H B AHHEE ) .

b IRGE AR ANEME S100A6 XX 5 BREE AL 40 MRS
WA BB, X 143B MIER BA —E M HIvER .
2.4 % fm AL ik (ICC) & Western—blotting 2 | & 48 e,
M B-catenin & ik

SR AL, WL 4, 5 BRANMESZIGZE AR,

GST.

9HTE

143B

TE GST-S100A6 4H B —catenin FHMEYe 028 % B E & T
GST #H ,HEK293 .9HTE .MEF .CHO F1 C3H10T1/2 43 5 4 %5
25.4% 15%.22.1%.22.7%H 28% , 2= 5 ¥ B G it 248 X
(P<0.05),

Western—blotting ¥ , LI 5. SEI04H JK B H{E48 GST 4
175 7+ 85 ,HEK293 .9HTE .MEF .CHO #1 C3H10T1/2 4 5|3
1 11.4%.21.9%.13%.14.8%#1 10.1%, 7 A H G2 R
X (P<0.05) , H- 5 e A A Al 45 2R — 2.

R SN S100A6 RE LR 5 FH4HMIN B —catenin
H7KFo

GST-S100A6

- -

B 2 S100A6 Xt4HAFE OHTE #1 143B iER RN ( LHAERIIRSELE )

F 4 SMEME S100A6 3 & 4 F TR RO RNE ( ZFRRLE A S 80)

HEK293 9HTE MEF CHO C3H10T1/2 143B
GST 482 439 566 544 667 552
A6 507 427 573 539 681 497"
P<<0.05; A6: GST-S100A6

GST

OHTE

143B

E3

S100A6 Xt4AA % 9HTE #1 143B iE & AR ME( Transwell room, x 200)

GST-S100A6
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Negative Blank GST-S100A6

.

4 S100A6 i 5 BkEEL AR B - catenin FRiEKkF( & 4{L3, DAB, x200)

HEK293

S9HTE

MEF

CHO

C3H10T1/2

HEK293 9HTE MEF

B — catenin B — catenin

Méﬂ- mﬁm * B — catenin

B —actin B ~aotin

B —actin

C3H10T1/2

B — catenin

. B —actin

1. 25 F14 ;2. GST 41 ;3. GST-S100A6 £
5 S100A6 L 5 #k¥EL MR B - catenin Fiksk F( Western-blotting )

B - catenin

B —actin
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BRFERRE | B, RO KB ARG R
H4H S100A6 B, NA LB se s 5 .

&4, KRB IIEIN N S100A6 EoB 1ER1EA, i —&B
SR B FEAEIEER, RATATEIRFIT &K B S100A6
R 2 A0 g B S PEAE AR, T XM E I 2 — 2 H
) B 1R] R o SR RNt , BT LABARS B9 22 S100A6 BEMEES 0 i
AN ERTREES . BE, BN EEHRETEER
BERFER, MR ILHRGE

AFFFEE MTT 25 R SEHFN Transwell K I S100A6
Xt 5 BREEL QIR R R AT R S m ., 5, B AR
A .2 0 e A0 I A S TR RN RS 5, (EL 0] I B ML S 7R
TR ANRA B B E0 ., S100A6 B3Rt IE 3 28 M g
YA BE R E T BL ] 5 AT, (R G B M 7
7E A B8 F T8 S100A6 18 3 I8y Pl A,

Filipek A % & B 7E ehrlich fI§ 7K 98 #' ,S100A6 5 Ca-
cyBP/SIP AHEAER, /G55 B —catenin [HIVZ EALFIREAF2,;
Matsuzawa ZFtIFSE, S100A6 151 E3 BLik5 Siah HHEAEH,
J5#E5Y5 B -catenin FIFESEL, B S100A6 2 53%F B —catenin
ARFBVETT B EAER A T mRME AT R &3
SMEME S100A6 BE E B AT VA B RE AL R
Z R IPIE AR B —catenin 7K, H-3E T iiF TCF R
P, BOE Wit/ B ~catenin 15 Sl . AW ELRZLL
2 F0E 5 R BT B — BOHiE ST S100A6 1] _| i HEK293
9HTE .CHO.MEF % C3H10T1/2 X 5 b MR A B -
catenin 7K3F, S100A6 L3 B —catenin 7K ¥ A AL 55 2 it —
M BF ST, A IR B AT A BT 5T T/E & 3L, S100A6 55 wnt/
B —catenin 5 S BEFHEEM R B —catenin ,GSK-3 B FI
DVL ZM#F7EE BB MAHE fEAM, #2775 S100A6 AIEE 51X
- FRIMEEAEFLIXT B —catenin 7K R ;245 R
FEATFCE R B HITRE LR AL (R R ).
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