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Expression of JNK gene reduced by using shRNA interference Wnt4 gene in thymoma cells
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Abstract
Methods: Four Wni4 —shRNA interference plasmids were constructed to target directly on Wnt4 gene. The blank plasmid, TRO01 and

O bjective: To explore the effect of Wnt4 gene on the expression of JNK gene and the signal pathway in thymoma cells.

recombinant plasmids were transfected into thymoma cells. The expression of Wnt4 was detected by RT -PCR while the best Wnt4
interference plasmid for subsequent experiments was selected. The thymoma cells were divided into three groups: control group, transfected
TROO1 plasmid, transfected interference plasmid. The expression of Wnt4 and JNK were detected by RT-PCR and Western blot. Results:
Expression of Wnt4 could be significantly inhibited by stRNA-Wnt4-3 plasmid. The ratio of inhibition was 52.37% (P<0.05).With down
regulation of Wnt4, the expression of JNK were significantly down—-regulated in thymoma cells (P<0.01). Conclusion: After interfering Wnt4
gene by using shRNA | the expression of JNK gene is significantly reduced. This indicates that Wnt4 gene is correlated with the expression
of JNK gene in thymoma cells.Which may depend on the non—canonical Wnt / JNK signaling pathway.
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1.1 @mAe kR AR N AB Y iy 590 240
#, T 50 2 # e AR BHERIRGIE MG B N
PSRN P NE Y S NE SF N RN, S R A e
TE& 10% 6 45 103 100 TU/mL 7 25 % 100 wg/mL
HERE R MY DMEM myflis s A, JFF 37 C.
5% CO, M FMBSE F R

12 FHRFAEGMELIFLE  Wntd [ mRNA 751
71 F NCBI(gi: 156630997 ) , J& 52 725 40 il >R FH K J A
TransT1 B (ABFEAEY) TR ARG RA A, &
W), FURCR A psi-H1, THRER L R E5449)7 5 -
TCAAGAG, Y% 4 Ff Wnid JE[H shRNA T4k
R (2 1), [R A PEHC HSHTROO1 Joki 1 by 25 1 o
RN RRZ, PTG PR e N 2 RE S R A BR A Rl
B YR — R AN E H AL 12 FLEE SR, 2R
K E 50%RA ETCMLTE R FREEF AL 12 he K4
I3E% 6 ZH(n=5): (1)XFHR4L, JE+4; (2)TROO1 41,
MYt HSHTROO1 75 [ )5 kr 5 (3)Wntd—shRNA-1 4,
B Yv HSH13446 -1 —CH1 T 4t Jii %7 ; (4)Wnt4 —
shRNA-2 4, #Ys HSH13446-2-CH2 T4k ki ;
(5)Wni4-shRNA-3 41, #%4% HSH13446-3-CH3 -
UKL ; (6)Wntd—shRNA—4 2H , #5 4 HSH13446-4—
CH4 ki, *%H LipofectaminemZOOO(Invitrogen)
KHEYL 8 wg FORL DNA . ELARIAE J7 7 ™ 4% i B
Lipofectamine™2000 Ui Bl B HEAT, 5554 6 h J5 B #5
10%FBS ) DMEM B5 354k 81555 . R RT-PCR
5, L) GAPDH N2, ## Trizol (Invitrogen ) 15
AN RNA, 1 wg B RNA - 750055 5%
PCR I , "™ H e B0 G Ui B B A T4 0 o RIS
NCBI f%dE , %3 T Watd & GAPDH 5191751 (Jb &t
BRI FEARABRAE (£ 2) . PCR 25 pl S A
Z B DNA 1 pl, B RS9 (10p) 45 1 L, 10x
Easy Taq Buffe 2.5 plL, Easy Taq fif 0.3 wL. PCR Sk
PEE Wntd .GAPDH:94 °C 3 min, 94 °C 305,55 °C 30's,
72 °C 30 5,35 MEFR, 72 CLEAH 10 min, PCR =4
T 1.2%BEHEEE RS LYK , HHE 180 V,20 min. R
Bio—RAD /A ] BEE 2 S H8 5% 0k B A7 H 1 45
1%, FFiE it Quantity One MG AT B3R H 1) 5%
WK . F3H Wntd mRNA &K RIARSHE , 1
A — 4 M R e 5 TP BTRLS Wntd mRNA
(ARG R 38 o o T A5 PH A FL Tk 2 (RS A 7

%1 Wntd EF shRNA FHARIERKL
Tab 1 shRNA interference candidate plasmids of Wnt4

Clone Name Symbol Location Length  Target Sequence

HSHO13446-1-CH1(0S241017) ~ WNT4 1475 19 ggtggagtaacaaggagta
HSHO13446-2-CH1(0S241018) ~ WNT4 1845 19 gaagaggaaacttaaccac
HSHO13446-3-CH1(0S241019)  WNT4 2289 19 gcagacaaaccaagaatge
HSHO13446-4-CH1(0S241020)  WNT4 2973 19 aacgtccgagattcggaat

1.3 Wni4 & JNK mRNA & ik egeml T Bk
EEYelalRT . K anp g 3 4. (1) X4, T
(2)TROO1 Giki4H ; (3)shRNA-Wntd T4 Bk 4 4%
U5 £ A 20 A BB Ay L B 57 48 h S AT I 25t
Kl . LA GAPDH NS . SEEUE- AL RNA,
FUARBAEL IR FIRG . JEA T s g, FLARSRAE S
TR N AR R R ARE NCBI B9 , 53T Wntd
K INK 519750 (A6 R A E AR A R AF)
(#2). PCR P=¥1F 1.2%33 Ne bl B g L Uk , 58 i
AR ZR G AT UG T IR AT R |, Quantity one R4
X HLIK S5l AT 08T . ELARERAE LD IR M S8R
AT

%2 GAPDH.Wnt4.JNK K3 #1551
Tab 2 Primer sequences of GAPDH,Wnt4 and JNK

HEH ERiGlb752 ]! Elledl
GAPDH 5'-GAAGGTGAAGGTCGGAGTC-3"  5'-GGGTGGAATCATATTGGAAC-3'
Wnid  5'-GCTCTGACAACATCGCCTAC-3"  5'-TCGCCAGCACGTCTTTAC-3'
JNK 5'-TTTGAGAAACTCTTCCCTGATG-3" 5'-ATTGATGTACGGGTGTTGGA-3'

1.4 Wni4 & JNK & & kA 694 m K H Western
blot 751, LA B-actin iy NS HRAGTN Wntd Jz INK &
H ARk, BHHE Y 48 h A LHA T PBS UL 2
W, AT RIPA Z4#T4% 1:100 A9 HL 4
A PMSF 2 20 MR 85 11, A D 2 11 Sk B2 (BCA
). B30 pg A Sx FREZE shi, WK AR,
12% SDS-PAGE BEICHLIK 3B . BB FHREE 2 NC JE
o —Pi[Wntd St A2 5T (1:100) JNK FHT
NBATERERA (1:500) B-actin Hdit N £ v A
(1:1 000)]. =He[ LB fe/BER S RERTIA (1:8 000)]
WEE JE M ECL & a7, X e 7Bt . lifg,
Quantity one {15047

1.5 %itF A Bl ves £, RARKNE T
25381 (one—way ANOVA ), X 25 345 G5 12708 LI
FEUEAT ¢ K36, DL P<0.05 A EFAG I FE L, %
JH SPSS17.0 Ge it A3 gt A T Ab 3

2 %R

2.1 psi—H1-shRNA-Wnt4 F 4% i 45 64 i i & xf
Wntd F B 64 4p 4] 45 A
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2.1.1 psi—-H1-shRNA-Wnt4 JFORi % Wnid 3 5 %
KRN 2EE R RT-PCR EIE AL Wnd 5
MO GR ILE 1.2 255 /R Wntd ) mRNA 78
SR I FER YR T 25 AR IR o A5 ook 40
i shRNA- Wntd—1 41 (AT F 35 5 5 T TROO1 41
ARG 2EE Lo HA sk Bobi g A 21k it
BIE T TROO1 2H ,shRNA - Wnt4-3 i mRNA AHXf
Tk, HESA G L (P<0.01), RH
Quantity one FIHLA ST UK BEA, G t45 R 4)
M 2% BH 4% fige 98 J00RE X Wned 4 4100 il 3% . shRNA -
Wnt4—1,shRNA- Wnt4-2,shRNA- Wnt4-3,shRNA-
Wntd—4 43511k 15.50% ,40.87% ,52.37%( P<0.05 ) Fil
34.89%% [ 41 il 2= (Xef R 4 {1 — S B 20 {0 )/ HE 2 {1
100%].

2.1.2 P RELER SEIHME RIS H
JAL(shRNA- Wntd-3 )ikdb st BB A kb
RN B P2 S o (& 3), 2R sE AL 7
SIS BTHFH 56—
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250 bp Wnt4
100 bp

M 1 2 3 4 5 6
M:Maker; 1:Control; 2:TR0O01; 3:shRNA-Wnt4-1; 4:shRNA-Wnt4—
2; 5:shRNA-Wnt4-3; 6:shRNA-Wnt4-4
1 (ZEFAEHE Wntd mRNA Rik
Fig1 Wnt4d mRNA expression after interfering by candidate plasmid
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Fig2 Wnt4 mRNA relative expression after interfering by candidate plasmid
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Fig3 Sequencing graph of shRNA-Wnt4-3
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Fig4 Wntd4 protein expression after interfering by shRNA-Wnt4—
3 plasmid
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Fig5 JNK mRNA expression after shRNA interfered Wnt4 gene
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