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Knockdown of IL35 inhibits migration and invasion of hepatocellular carcinoma by

up-regulating autophagy-related proteins in HCC cells
YI Yan, CHEN Qingsong, WU Zhongjun Department of Hepatobiliary Surgery, the First Affiliated Hospital of
Chongqing Medical University, Chongqing, 400016, China

[ Abstract ]| Objective To investigate the expression, clinical significance and potential molecular
mechanism of interleukin 35 (IL35) in hepatocellular carcinoma (HCC). Methods A total of 40 pairs of
HCC and adjacent tissues were collected. RT-qPCR and Western blotting were used to detect the expression of
IL35 in the tissues, and the correlation of 1L35 with clinical indicators was analyzed. The expression of 1135
was detected in normal liver cell line LO2 and 4 strains of HCC Huh7, Hep3B, SMMC7721 and Bel7402 cells
by Western blotting. Lentiviral infection was used to down-regulate the expression of 1135 in Hep3B cells.
Then CCK-8 assay and colony formation were employed to detect cell proliferation, Transwell assay was
adopted to detect cell invasion and migration, and Western blotting was performed to detect autophagy and
epithelial-mesenchymal transition ( EMT) related indicators. Results 1135 was highly expressed in HCC
tissue (P<0.01). Compared with HL7702 cells, 1135 was highly expressed in Hep3B, Huh7, SMMC7721
and BEL7402 cells, with the highest expression in Hep3B cells (P <0. 01). The high expression was
associated with vascular invasion (P = 0. 0033 ). Transwell assay showed that down-regulation of IL35
effectively inhibited the invasion and metastasis of Hep3B cells ( P<0.01); CCK-8 assay and plate cloning
assay indicated that down-regulation of IL35 effectively inhibited the proliferation of Hep3B cells ( P<0.01).
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Western blotting results suggested that down-regulation of IL35 promoted the expression of LC3BII and

Beclinl, inhibited the expression of p62 (P<0.01), enhanced the expression of E-cadherin and suppressed

the expression of N-cadherin and vimentin ( P<0.01). Conclusion

IL35 is highly expressed in HCC tissues

and cells, and its expression is related to vascular invasion of HCC. Down-regulation of IL35 can inhibit the

invasion and migration of HCC cells by inducing autophagy.
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BT 9 1135 g & #E3M1H HCC 20 s Hep3B 1458 i 1
o X—g55 320 1135 nf GB1E b — A~ H i ek
JP R AEAF AT HE— 2 IR A ST

WA A — i 40 L AR A ML A 380 0 5 4 e 1 B
BERRASIAAE AT, AEL 1 W 7 P s 200 e e re o) R0 1
Gy A%, — 7 T A W AT LA SE 2k 39 6 4 S o EORH 56 11 T
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I A AL 2 L AHL S — 5 T 18 W AT A A R AR AR TR
TSR A D IR i ) A T2 LC3B 12 A Wk
(2 SRR, W BRSOy W A e MR, 32
B Atg7 G MRy LC3B 1, 1 5 i 5 B N5 Bt 2
W e ) SR T IR A B4 . WIFSE I, A g HCC
WEREW 5T , dLREBAM il , 1) an— A Ak SV RE E i A i 15
Wi U T R AR IR HCC AY/E Y i i 2 s i
F A WO B WS T R T R R /N B HCC B AR
I MEAh AP W BT B ST 4 R R B, 1L3T i
55 HCC 20 i 13 we R0 R T2 1 & #8 40 i HCC i A
W AR HIREE RS Ik IL35 (497 240 s Hep3B
HEATHISE 2K F] Western blot #5:il] B Wit hH 5¢ 25 1 LC3B
Beclinl F1 p62 BN I, 45 R E W], Nl 1L35 )5,
LC3B I/ T HfH3g /M, Beclinl 25 1H3%35 FiM,H p62 &
HRIBIAC. S 13— UE ST 0 L35 Reigif
Hep3B Zifif kA5 F Ik, FeA s ae ik 1oz T A e 41 i) 741 3-
MA SRALIE, 45 %W, IL35-shRNA B4 3-MA 4]
LC3B 1T .Beclinl {51575 T NC-shRNA Bt4 3-MA 4H
t LC3B I \Beclinl 18 H K1k, &5 7 B 1
SR FR], R 1L35 )5, Hep3B 4 i v B Wi (A %5 &=
B s T 3. SR L3S FE i T 5 B R B D)
B H A AR, i S — 2P BRI AR

|z 8] i %% 4k ( epithelial-mesenchymal transition,
EMT) , A A 2 Ji 40 L 1 5 B 1 B SR ik, L 32 %2
T 3 K T s 20 B R A 4R 2R 1 YRR A T )T i T
FE AL VR SR 5T 3 A W4 E-cadherin , N-
cadherin FI Vimentin SEH8H5 A1 LSO o 20 B A - A 4%
PR IR AR FH 2 Fh 2 0, IR b Bz [R5 e At 2 1k
WIS AR TR — "2 LIRS 1412 2% R B b
R EEAPMBUE ) — KRR, ZEAE, AT
AL ST 40 X T 8 Y TL3S ek Flilm PR BT R AR
etk & B, HCC (R AN I35 fA e I X &, A H
HiSCT 1L35 #l HCC =22 AT BB IE M A TE A
TEARWFFEH , Western blot 25 0], i IL35 fEiE A
M Tt =5 E-cadherin & [ 38 ik, B Ik N-cadherin Fl
Vimentin (8 735, Transwell SEEGH7F— 25 7E/R S
HESET I 1135 BERS A 53 il Hep3B 4l & A 1= 22 11
iR, g HCC,

25 bk, 72 HCC 41l Hep3B v, "~ i 1135 fig
ARENH] Hep3B 201151 , I a2 410 ] HT RS AR
R AW HCC WA AT, T iX — i 2 l AR S5 IR SR IX
T35 0 A 4 it A WAy ¢, (E R U0 9 23 5 MLkl 73 A
B, s S — 2B R F I AR S
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