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siRNAT-IE wnt5a ik} Jurkat i K0 55w 2 DL BF 55

FRRRAE AR B A AR A, Y HIR, F R AR E
(ERERKFMRLEER R MBR LEE FERH A AT ERELALEE, FEK  400014)

(#& ZE ]84, T wotSa 78 Jurkat JIRFEIFRIE, T wntSa X Jurkat 40HEHEFE 40 A0 528 JATHER RS, kR
FARBAT & BI5183 RIIRE L A7 AR Rk T4 wntSa BBRREE AdS—wntSasi, Bt Jurkat 20, S2ER4M R ST oH (g
HARREEN Jurkat 4100) |25 BRAARH (BRYLBRR TR Jurkat 40 ) B2 25 50 BB (Jurkat 4000) . SR MTT Bk i 20 g He s it
S0 B SRS 40 B R 3 BRI T, RT-PCR #8001 4% £ 48 Ffg wnt5a , B—catenin , 51 & K 3 8 1T (Calmodulin dependent protein
kinase I ,CaMKII),cyclinD1,c—myec.survivin mRNA 2% , Western blot ¥l T35 /5 B-catenin,CaMK II (cyclinD1 25 F #ik
2R (1) LR A I TE 5 25 AL K 25 0 PR A AR LL B 35 15 (P<0.05) . (2)SEAH SR BI4AT L, G, HIZRM LU B B 518
fE€,S AN LB 3558 2 (P<0.05) , G, SIAMNE L B TobT 25 57 (P>0.05), SCIA1 5 ECA T4 AR ., M v 3 35 FEA1G (P
0.05), (3) LU 4 MI wntSa mRNA FKIKREIK(55.5220.61)% , ZHH G248 L (P<0.05) , (4) L840 5 HAMFELHAR L , CaMK 1T
mRNA ik B FEfK, B—catenin cyclinD1 .c—myc survivin iR E, ERABFSI2EE L (P<0.05), (5)CaMK 1 B-catenin,
cyclinD1 F5 5 mRNA RiFBA—5, 43  HITTIER wntSa FEPEHE Jurkar 40T PE0ETE  IMHIE T, FEFVLE RN . Tl
wntSa J& , fEBR TAEL M wat {5 5B BEXT B-catenin BN , AT T 3% eyclinD1 . c—myc . survivin $BEEP 38, B2 40 B B B9 3
AT, R Jurkat YHHEIHE 2T

[ 22813 JwntSa; Jurkat 40} ; RNAI; B M5
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Influence of siRNA interfering the expression of wnt5a on the growth of

Jurkat cells and investigation on its mechanism
GU Xiao—yan ,XU You—hua,SHEN Ya-li HU Yan-ni LI Rui~yan,WU Yu-ni
(Department of Hematology ,the Children’s Hospital ,Chongqing Medical University; Chongging, Ministry of
Education Key Laboratory of Child Development and Disorder)
[ Abstract]Objective . To investigate the influence of siRNA targeting wntSa on proliferation , apoptosis,and cell cycle of Jurkat cells
and understand its mechanism. Methods ; Targeting wntSa siRNA recombinant adenovious vector Ad5—wntSasi was constructed by
homologous recombinated in E. coli BJ5183 and transfected into Jurkat cells. The cells were divided into experimental group (Jurkat
cells infected with adenovirus),empty vector group{Jurkat cells infected with adenovirus),and blank control group(Jurkat cells). Cell
proliferation were tested by MTT. Apoptosis rate and cell cycle were detected by flow cytometry. mRNA expression of wnt5a, B—catenin,
Calmodulin dependent protein kinase II (CaMKII ) cyclinD1,c-mye,and survivin were detected by RT-PCR. The protein level of B-
catenin,CaMK II ,and cyclinD1 were tested by Western blot. Results: (1)cell proliferation in the experimental group was significantly
higher than that in the empty vector group and control group,the difference being statistically significant(P<0.05). (2)The percentage
of G, phase cells in the experimental group decreased,while S phase cells increased,as compared with other two groups,the
difference being statistically significant(P<0.05),G, phase cells showed no significant difference (P>0.05 ). The apoptosis rate in the
experimental group was significantly lower than those in other two groups (P<0.05).(3)The mRNA expression of wnt5a in the
experimental group decreased by (55.52+0.61)% ,as compared with that in the control group (P<0.05). (4)The mRNA expression of
CaMK 1T in the experimental group significantly reduced,while P —catenin,cyclinD1,c —-myc,and survivin significantly increased
compared with other two groups(P<0.05). (5)The change of the protein level of CaMK II ,B—catenin, cyclinD1 had the same trend to
that expression of mRNA in three groups. Conclusion:Targeted gene silencing wnt5a promotes malignant proliferation and inhibits

apoptosis of Jurkat cells.The mechanism may be that the inhibition of non-classical wnt signaling pathway on B—catenin is relieved

VEE 4R BE3.(1984-) , 4 A+, by down-regulating wntSa and the downsiream target genes of
R s RR cyclinD1,c-myc,and survivin are up-regulated with the increase

BEEE AT %, %, %4, Email: xuyouhua0504@163.com. of B~catenin,which changes cell cycle and inhibits apoptosis,

BEWME:EATELHFTHAE (% . & TAHK 200845 5-2008- then leads to further proliferation of Jurkat cells.
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WntSa 2 wnt ERESHEBERAZ— , Wnt 55 @EWE
ZRMEEL KRFSEPREEEFM. BAEARAHR
b HAENERA—Z, WntSa BEREE T Wn/Ca? iR 4B
2 ey Wnt/B—catenin 3£, ATTHI AR A4 1< BBE
BOE 2 A Wnt/B—catenin B FBAE M A K RE EE,
WntSa 758 Il R GEB B B R 2 — R g 4 il X -,
A2k T W ES 40 AR 1 M55 4 MR Jurkat 5 wntSa 2{1A8 355
FikO HAE A RALE M ATERE , AR TR wnisa
B siRNA RS T IR 8K, F Y Jurkat 40T 3L wntSa 2
KR TZ TR R AT Jurkat 405 IVE I B wat (5538
BREGEZIE , BT wntSa ZEEZES M T WRE 40 M B MR Y
YERI B T R

1 MEAEE

1.1 FEBHH

111 FoR EMERAIR BRI EVREANRETR
JFkL pSES-HUS B A SE 30 % 5 3 [ 2 i B K244 F Iy o8
BEESEF R, AT EFE A SR pAdEasy-1 HEEZ
SINEF K24 T i 8 52 36 %5 TONG-CHUAN HE #(#2 B
BJ5183 J DHS o Btk MR de 40/ HEK293 4 A&
PE T W B 40 5 I 40 BB Jurkat 40 34 A S2 36 5 47
fEo

112 FEEUMBEAF  PCR L I SRR RS
FeF{H% BIO-RAD 725, siRNA T3 BXH TaKaRa 2>
AIEM,SA 1 \Hind MFRHIHE NI EE (TaKaRa 7= /) T4 3%
B (B Rr=d),Pac | Pme | FR&ENYIME(NEB = 5),
BRI R B R AR & B Omega 4>, RPMI1640 DMEM/
F12 85575 EEARA- 70 PAA 725, & RNA 2BURN & .
Wi kM & PCR Mix B8l B XA A, 514t B
RAFE B, 2EARIGAN & ECL L& et &
Wy BB F, S B-catenin HATIREHIIR H cyclinD1 B TIHE
ik S CAMK [ ZFEREHUA S B-actin B TTHEPIIAIIM B
Epitomics 22 5 , BiAR i3 A LW EE (HRP) 510 MY LU 2EHT 5 G
W H Az e AT,

1.2 ik

12.1 Ad5-wntSasi EARBEOME QEATH 2%
SCHRH siRNA JF50, & BT A B iBAZ S 1 BEUIA R
ML pSES-HUS, # § A B2 DHSa, fEE MR, 2 56 1
B — AW X e B 3] pSES—wnt5asi, pSES-wnt5asi 5% A
% Pme | BEYIEAEALSS , 5IRR R B 2 BAL pAdEasy-1 76
BJ5183 WP RIVRE 4 , ff vk Pt il , & Hind Il \Pac 1 B§Y]
Y€ 44N pAdS-wntSasi, JFURL pAdS—wntSasi F9 ARKZ
A DH5c 738,28 Pac | BEUTERHEALSS | BR BN 245 L 293
A TR ,25~30 d INER R, R VR 3 3K, ILEEIRE .
#& HEK293 4liffup fo 22 Sy 3 3 5 , AALHE (CsCl)
B BB ok, BRI R EE AdS-wntSasi, -80°CARTFERE
ﬁﬁ[lﬂo

122 Ad5-wntSasi JRBE EEMIME DL 5x10° /LR
293 40METF 6 FLAR , UM 4 80% /5 , fF LA RE (1:10°~
1:10°)R T BV ARG AN, 48 h EFE BB T IHHER
SEFEC R BT A, T 52 AdS-wntSasi FRTETRE (pfu/ml) ,
FREETH B = (PR A EO0R B LB RAEE0/0.4,

1.2.3  Ad5-wntSasi 54 Jurkat ZHB  3ERP Jurkat AT
T25 K38, R AR e R B B DT MR R B
¥ (Mutiplicity of infecion, MOI) (MOT=200) 4L 40 il , SL 1 4
HSEUAH (YL SR FE AdS—wntSasi BY Jurkat 40B) | ZS Bk
2H (R Ye2S IR 9R B B9 Jurkat ZHH) & 25 A 5T B 4H (Jurkat 4
F) o

124 MTT WINAAMIBESERE ST Jurkat IALL 10° ~/ml 55
BT 96 FLAR (3L 3 4, B4R 5 ML, LREE 3K),
BVARER 200 wl, 435I3ESE 0.1.3.5 do BEFLANA 20 ul MTT
WL IEE 4 h, B0 RIERM, BFLIMA 100 ul DMSO, Bi%
R EARHERY 10 min, B G2 FLIR Y6 B (OD)H, A
B IR] W ¥ B 4 T 4 M T B 2%

125 w4 aRERRET R BABRKS
AdS-wntSasi YL Jurkat 4008 72 h 5, BUA 4L 4H L 1x10°,
PBSYE 238, KNSR A 1 ml 70%H4 B9 2. B2 | 4°CRH
5E 24 h, PBS $R%&ZEZ8E,0.5 ml PBS B, A BULFEBEH
RNaseA ,37°C I E 30 min, 2040 M0 2 40 e R 309 & R o
1.2.6 RT-PCR %l %5 2408 wntSa . B—catenin 558 F1K
#1581 (Calmodulin dependent protein kinase I ,CaMK
I ) .cyclinD1 c~myc survivin mRNA 7K 40/ & RNA 18
HR B35 e cDNA . 312 G0 & U B H 484, PCR. %5
YIFFIRZE 1 RRAME  94°CHAEME: 3 min, 94°CABHE 30 5,58C
1Bk 30 s,72°CEEMH 1 min, T 1 35 NMEFF, 1.5% 3 JEREEE R
RLUK , BRI R BBAH AT, 4 mRNA FA K & 2R
H5ASKE HERE.,

®1 BERIMAFT

ElL /B3 BEHFF s
£ (bp)

wniSa E¥# 5’ -TGTGGTTTAATGGTGCCTGA-3" 253
T 5° -TTCGTCGTGCTCAAGGTATG-3

B —catenin _E#¥ 5" -TGGTTGCCTTGCTCAACA-3’ 125
T 5’ ~AGCTTGGGGTCCACCACT-3’

CaMKI Ll 5'-AAGATGTGCGACCCTGGAATG-3' 784
T 5" -TGTAGGCGATGCAGGCTGAC-3’

c-mye E# 5’ -GCAGCTGCTTAGACGCTGGA-3’ 300
Ti# 5" ~AGAAGGATATGACCGCAACG-3

cyclinD1  E## 5’ -CCCTCGGTGTCCTACTTCAAA-3’ 726
TFi#§ 5’ -CACCTCCTCCTCCTCCTCTTC-3

survivin B 5’ -TCCACTGCCCCACTGAGAAC-3’ 77
T## 5’ -TGGCTCCCAGCCTTCCA-3’

B-actin L5’ -AAGATGACCCAGATCATGTTIGAGACC-3’ 191

T 1% 5'-GCCAGGTCCAGACGCAGGAT-3’
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IR SR LA R 25 Y AR 8 P A TR s Hl i R AA Bk
I RETTIENS wniSa BRI AL K562 4HH, HA KM,
71 wntSa W BEEMEMHIE T, 7 T 4iM, CD4* ALL F1IR
BRI B/REZAE ALL, wntSa 3K FHYE 76 T R ES 400 5 L5 240
fatk Jurkat H wntSa BFRIEFAME, #2578 wntSa X E M AR AGYE
FAMLHI T AR

AR ZH BTHIR M Jurkat (K562 \HL-60 3 ¥ (5 % 40
MM RR P wntSa mRNAZR X, B Jurkat4A 2 8 wntSa,
AR B EFF R wntSa (1 siRNA JRR R A RK,
B Jurkat 288 T4 wntSa 35,48 h wntSa mRNA FKi& T
[%(55.52+0.61) %, BJ% 3 AdS-wntSasi XYL Jurkat ZHMI)S ,
AR HE T Jurkat MRS R wntSa A B 7E Jurkat
M A B G MU R A BE ST, TE Jurkat ZHAHP , wnt5a
WHERIME R RN, i UTER Jurkat 40 wntSa FIEIRG,
Jurkat ZEHIF R T-A0 00, [FlEY G, AR 4nHasib S BRI 4
HELLBA B 2 i T AN 3R wntSa REE L REE AR
J A, A T, AT BT Jurkat 40H0A9EHEHETE . Roman-
Gomez J S51EXY 307 4 ALL fi {5170 6 1~ ALL JRPE4H R oF
FPRIM, A ALL G R 43%ALL 5% 6] B AF7EwntSa 13
B AL, H wntSa FI3EAL S wntSa mRNA RiFERR A
XK, XFRRIUESL T EF 5-Aza-2 EMEIERFIRES, 12
75 wntSa 7E Jurkat 20 5 BRI ST 2235 & wntSa BB B 2
k., wntSa 7E Jurkat 4ii 2 AT REAT R AR SRR B9PE A

Wnt {5518 8% F A Z2 A Wnt/B-catenin 155 E B &
JEL2 8 Wnt/Ca®(5 S8 % K Wnt/Ink 1558 8. wntSa Z/0H
2 AR R AR cwnitS5a BETE L 2 LAY Wnt/B—catenin i %, VA
BETFERE c—myc . cyclinD1 survivin 2 TR AR A K,
TEALIEZ B Wnt/Cai@ H, WntSa 5 FZD & i85 G &
FIiE Ak PLC AR 4HBIR) Ca> R0, AT TG b2 1 S8 C AN
CaMK Il , 2 345 S B B aE A P MU R B TNFATY,
AFTE T R T wntSa Faik, B Wn/Ca® 5 538 B
ALK T CaMK I mRNA KB H R K TR, 2 HE
BT, m B-catenin mRNA REEFEIREIEI . wntSa TLER
J5, 1853 FEAEZ HAY Wat/Ca? 5 583, 5 T X &K
wnt/B—catenin SEBEENE] 3R wntSa TE Jurkat ZHMEHP AT BB
THEIE IR BOE B, W 2 BOE B, R R ER
wntSa $LIE LA wnt 558 R 5 T2 MK B-catenin
AT L ATERE o ZEAE TS BN BUR R k22
B wnt {5538 B AT ) B 280 wnt {55085, LRI T RER
wntSa 5 B3 IZ EILEEE 4K, N5 B-catenin P& 7E
wntSa BLBE K /NR R TFEAE B-catenin FY)F R, SR T ZEARRR
Fran iR wntSa BRI FHASFLM B-catenin 7K 19, wntSa
[RIAEHL e AT EE K M P B S B—catenin BYFREPENM,

Wnt {5 538 8& T i A9 8L A E A survivin,c-myc cy-
clinD1 . c—jun 5§, c-myc B WA PIIEER , FERE 40 e
BT SR EEAER, HTE S A IR G BB
PR ERELREFER, survivin B—FE MR-
R, A A A B PR R A T S E AR AR, AR

WP wot {5538 B8 T #E 8 H survivin,.c-myc mRNA 7E
watSa TG BT, $BRTE wntSa RILAT RS, Jurkat 400
1R A 0 A B PR TR S IR 36 eyelinD1 4
W, S 54REAWAET , 2% H, cyclinD1 7£ mRNA &7
BIZKFHSEE , cyclinD1 H 335 5 40 M S5 b G/s Sl
FINBBART , R B R 2R M T A S AR 1, RRERS 3h
PR TRRAR TR, fok 400 ST B B TR A vk o s, ZE PR
55 RI FLIRIE Sk SRR 5 KR 43 R P AFAE cyelinD1
A ik,

Wnt {5 S @A wntSa FERHE TR RA T —RIHZE
b, LHR T B R K3 8 IR e S B iR
g Y BN F A0 wotSa,CaMK 11 B-catenin %5 | i 1d
HZRNES WG RS, vTRERE R AT I 2 MR E I EA
HoAT ] g B S B, kSR — B RS A S R
YEFRBLE , IF & 1210 4 o2 B 658 U SR R Sk o], o e
KX DU 2 K R 7= A B RS, 4 B IR PR VAT
HI—NHB R

& % x #
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Badt KB SRR L R O E- S8 AR
B JiiL 52k B 4 55
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[# ZE]8¢. FHR(Cadmium) W KRBT HFARBEES E-BHEARSMMSFEAEM, & %21 H 6 R
SD K BBEHLS R B AR (0.1 %S ALRIE I N IEST, 1 me/(kg-bw) , BJRIESRES 5 d, 4035 1.2.3 .4 B ) Fixt B (B
POV ST R A SR K ) ; R ER S ASR NS4 CRAT B FLE 1 ABU) , &L Rt BAH N 3 Rehl, REAMLEREA
FERE AT BRI R BUREE , 4R PR A MY £ 28 SO AR R E B M rh Rk, I e Hh 40
BEERE2ESIREMN, E-BHEO R FEEMTAR LRI EH AR S AR S, BLBEHR
E A RM YRR A B, IR X B SR . SRR AL B SRR R E I SR A B
HEER, 4% BEEARENIFEMREIEE LM E-55E A MRS, 1 BSR40 I 52 5 45 .

[ <818 148 ; Hean i A ER SR ; B B B E-S R E R
[ FEEBHFEESHES |R322.64
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Effect of the cadmium on the expression of vimentin & E-cadherin in sertoli

cell and the ultrastructure of blood-testis barrier in rats
LIAO Xiao—gang,SHI Zhi-hu ,ZOU Cong,MA O Sheng—yan,FAN Jing—chuan
(Institute of Life Science ,Chongqing Medical University)
[ Abstract)Objective: To investigate the effect of the cadmium(Cd)on the expression of vimentin(V)& E-cadherin(E-cad)in Sertoli
cell(Sc)and the ultrastructure of blood—testis barrier (BTB)in rats. Methods;21 SD male rats were randomly divided into Cd group
(rats of different interval from 1 w to 4 w time were intraperitoneally injected with 0.1% CdCl,,1 mg/(kg-bw),5 days a week)and
control group (rats were intraperitoneally injected with equal dosage of normal saline); lanthanum nitrate (La)tracing group and Cd+
La group. The testes were respectively studied by light, electron microscope and immunohistochemistry of V & E—cad and by semi—
quanitatively image analysis. Results:The positive product of V was expressed in cytoplasm of Sc,and elongated radially to lumens
in seminiferous tubules. But,the positive product of E-cad was localized mainly in cytoplasm of Sc and some spermatogenic cells.
After Cd treatment,the average optical density(AOD) of V and E—cad were decreased obviously; the ultrastructure damage of BTB
and ectoplasmic specializations(Es)in Sc were observed. The La-tracing showed that tight junction(TJ)of Sc was infiltrated by La in

Cd+La group. Conclusion :Cd decreases the expression of V

EZ B A K (1958-), 5,81 %48 M+,
MAEF B AEFELE MR BARES,
ES&MB : 4 BA X FREGRM A2 K80 H (45 :XBYB2008058),

and E-cad in Sc and damages BTB of Sc in rats.

[Key words ]Jcadmium;sertoli cells;lanthanum nitrate ; vimentin;
E-cadherin
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