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WE: BW @ N ERREN HAE 5455 H-Jx (recombination signal binding protein for
immunoglobulin kappa J region, RBPJx) 7EPU&AbHR (CCL) #5510 K B - gifb e A2 % f A
o 733% i BUEMESD KR40 HoATF AN %, BA40% CCIL AR i i 572 il % SD K U R 4 b A5 2 .
KBNS AIET A A4 RA . IR dE sk d Ry 4D) FIRBPIT IR0 B
(AdshRBPJk) Tl GRITAD , FAF10H . REHGAKE-FL (HE) 44ft. MassonBe IR IR
BN EMMAINFEF (extracellular matrix, ECM) & &; KM BE/KFZ 2 K BATH R IHE
fR&&; KAqPCR. Western blot#l 4 4 UL 2k MK P Ha-SMA. T KRR . TGF-B1.
RBPJx e H A0 FE [N Hey2. HeyL Ml I J% 6] i %44k (epithelial-mesenchymal transition, EMT) #&#Hx[1%
LR SR I R 1 (snail family transcriptional repressor 1, Snail 1) . WHREAME-5EREF]
MRIE. R OH5IEFETRAML, Yetty, Masson ¥ {6 FI R AR JE 41 Yo (o o AR 8 2H KRR -4 i B
o QNS P Y AN R a2 7 N ﬁ'éﬁéﬂf/\ﬂﬁﬁﬂﬂ ; MEHRKBRITNERREARSEREST
IE AHAZEL (99.35 + 8.12) ug/mg vs (285.12 = 12.32) pg/mg, =38.193, P < 0.001) ]. @RT-
PCR. Western blot & i 2H L2245 B, BRI K R RBPIk#LAE K Hey2. HeyL. M JEAHSCHEERA
(0-SMA. [ #gJE . TGF-B1) LA REMTAHSSIE K Snail 1RG5 A ok LB PRK T Rk 1y 2
B (P¥J<<0.05) , (HE-FSERGRRILKCTIFIR (P < 0.05) . @5 x R4, AdshRBPJk
GRITHD T KR A M2, BERAHBER S E] (193.52 + 13.12) pg/mg vs (279.85 +
8.32) ug/mg, t=1592, P < 0.001) ] @RT-PCR. Western blot}z i 2H b 245 R B IR, S5iR)T7
XTREZHARLE, I HFRBPIEIL GRITHD AU FFKRBPI X HAEIE K Hey2 . HeyLHRIAK S,
A PRARLT 4Efb e hR (o-SMA. 1 BUEJR . TGF-B1) MEMTHSEHEERH (Snail 1. WIKEA) HIRIEK
-, FARGER ERESSIERERNRIE (P < 0.05) . i HRIANRBPIAIGES 5 T T4 44k I K
R, HIHIRBPIkR] g 9 - AL BT VR SR AL 8T 77 1) o

XH2iR: Herdife; EAESEGHEN-J Notehf5 5, EERIFHE b

Effects of adenovirus-targeting recombination signal binding protein for immunoglobulin-Jx on liver
fibrosis of rats induced by carbon tetrachloride in vivo
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Abstract: Objective To investigate the role of recombination signal binding protein-Jk (RBPJk) on the
progression of liver fibrosis of rats induced by carbon tetrachloride (CCl,) in vivo. Methods Total of 40
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male SD rats were selected and the models of experimental liver fibrosis were established by intraperitoneal
injection of 40% CCl,. The rats were randomly divided into four groups (10 rats in each group): normal
control group, liver fibrosis model group, adenoviral mock-vehicler group (treatment control group) and
adenoviral RBPJk-shRNA vehicler (AdshRBPJx) intervention group (treatment group). HE staining, Masson’s
trichrome staining and sirius red staining were carried out to detect the content of extracellular matrix. The
liver samples were subjected to hydrolysis to determine the amount of hydroxyproline. gPCR, Western blot and
immunohistochemistry were carried out to detect the expression of RBPJk and the target gene-Hey 2 and Hey L,
the fibrosis indexes (0-SMA, collagen I, TGF-B1) and the epithelial-to-mesenchymal transition (EMT) indexes
(Snail 1, vimentin, E-cadherin). Results (OHE staining, Masson’s trichrome staining and sirius red staining
showed that the degree of fibrosis and liver cell degeneration or necrosis increased, while the hydroxyproline
content decreased [(99.35 + 8.12) pug/mg vs (285.12 + 12.32) pg/mg; ¢t = 38.193, P << 0.001)] in the liver fibrosis
model group compared with the normal control group. @gPCR, Western blot and immunohistochemistry
showed that the expression of RBPJk, Hey2, HeyL, the fibrosis related genes (a-SMA, collagen 1, TGF-B1)
and EMT related genes (Snail 1, Vimentin) increased, while the expression of E-cadherin decreased in the
liver fibrosis model group (P < 0.05). @Compared with adenoviral mock-vehicler group, AdshRBPJx
intervention (treatment group) could reduce the degree of liver fibrosis and the content of hydroxyproline
[(193.52 + 13.12) pg/mg vs (279.85 + 8.32) ug/mg, ¢t = 15.92, P < 0.001)]. @RT-PCR, Western blot and
immunohistochemistry showed that the inhibition of RBPJk expression in liver could increase the expression
of RBPJk, Hey2, HeyL, the fibrosis related genes (a-SMA, collagen [, TGF-B1) and EMT related genes (Snail
1, Vimentin) increased and the expression of E-cadherin decreased (P << 0.05) compared with adenoviral
mock-vehicler group. Conclusions The up-regelatian of RBPJk expression in liver may participate in the
progession of liver fibrosis induced by carbon tetrachloride. The interruption of RBPJk might be a novel
strategy in liver fibrosis.
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FH): E[FS) N5 -TGCTGTCAACTGGAGACTTT
CTACGAGTTTTGGCCACTGACTGACTCGTAGAAT

CTCCAGTTGA-3’; &IalFF4I 45’ -CCTGTCAACTG
GAGATTCTACGAGTCAGTCAGTGGCCAAAACTC
GTAGAAAGTCTCCAGTTGAC-3’. a-"F-E SN E
I (o-smooth muscle actin, a-SMA) Hi/A&. HesfHI<
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(snail family transcriptional repressor 1, Snail 1) .
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-5 [E Santa Cruz/a &, Hey 2Pu4KNM) T35 [E Sigma
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AINBTUL L, ZEEREEEN K, 4 pmP) . O
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HE5RHARME .
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1.3.4 SEpf s i Sk R AW EE N (RT-PCR)
{4 Ff TaKaRa MiniBESTi&# FI RNA 2 BUR 771 & L B
RNA, PI2 pg M RNANBRIFEIT R ¥%%: 37 C 15
9%k, 85 °C 5Fb. PCRIAZRIO ul, 5140t EilgAE T
EMEAR AT G, RIBZFAE: 95 C 308p; 95 C
5%, 60 C 308>, 40MMEHM . LLAGADPHARAELEL
P, AR BT R CHE K 2k 2 B vE 2 i 5 H
PR A R IA R . BAFEARM3EIL, HCFY
AR TR D R, BT S35 8 Bilg A T A
MHARAFT AR P FINERL.
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JE, PBSEEE, IIARYEIEEIIT A4, =R
013000 rpm. 157380 CGEOF4ESem) , I BFEZE
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SEFE: FE, ST IRAMEL, AdshRBPJIk
THE B K B2 ) Tk R Hey2 . HeyL7E#%
SEMAFBEKFRIERERIC (B o $2/-CCLH
TR B4 45 455 2 H A7 AE RBPIk E Nocth (5 5 4%
SOl R B EOE, RS S A4t R,

K AdshRBPJx 3 x 10” pfu/ R & ki 5 nl 43 250
#K BUBF W RBPJIkE Notch(E 5 3% 53 B 11 75 1 .

2.2 HE. Masson. RIRE L &R ZIHRABR A T4
MeE R WE2AF R, HEY R IE 5 6 B4k
BRI 4 23R DL /N it 5 4 S R, I T A4 AR T o AR
BCIRAE . TC 98 RE 41 BV 3 DA R 4R 4R 4R 28 A,
R 20 % v o 5o FE 2 R BRI 2 20 L 5 45 7 o

e ey Rl i QNG i A N 2 AR 2 087 N
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B L, miaTHSiR T RAML, st
AR EWA] (163 £2.5) % vs (5.8 +0.9) %, t=
11.783, P < 0.001) ]; RIRBELAGEwEnthR
BHIE S IR . B . YR IT X IR K vR T A TR
Y BN (095+£02) %, (152 +33) %,

(163 +£2.5) %M (58 +09) %, HAvArH5A
JIXTIRAMLL, ZRAEAGIMEE L (1= 11467,

P < 0.001) o 1EF XK B 4252 I =R o =
BELTHRAIA] (99.35 + 8.12) pg/mg vs (285.12 +
12.32) pg/mg, t=38.193, P < 0.001], JAIT4LAR

=1 5149F51
HE7 B3 Yl
wSMA EHEFF]: 5-GCTCCAGCTATGTGTGAAGAGG-3
B 5 5°-CAACCATCACTCCCTGGTGTC-3’
[ AR E#E7]: 5°-CGGAATGAAGGGACACAGA-3’
’ BE A5 5-ACCTCTCTCACCAGGCAGAC-3’
45kt E i@éﬂ: 5’-CTGGGGTCATCAGTGTGGTC-3’
B /5% 5-CTTGACCCTGGTACGTGCTT-3’
Snail 1 JL@EVIJ: 5’-GGTTCCTGCTTGGCTCTCTT-3
R#157]: 5°-CAGTGGGTTGGCTTTAGTTCT-3’
Hey 2 E#EF]: 5-TGACAGAAGTGGCGAGGTA-3’
B #155): 5°-CACAGGTGCTGAGATGAGAG-3’
Hey L E#EFF]: 5°-CACAGGTGCTGAGATGAGAG-3’
B €155 5°-CACAGGTGCTGAGATGAGAG-3’
GAPDH i@&ﬂ: 5’-ATCAACGGGAAACCCATCA-3’
RE157): 5°-GGTGGTGAAGACGCCAGTAG-3’




JH2H 2352 i 2 I o B 0 2 T VR YT R R ZH (193.52 +
13.12) pg/mgvs (279.85 + 8.32) ng/mgl, ZRH 4t
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VE: A IS LU G (x 100D ; B. RT-PCR #:ll K BUFFIF Snail 1. B8 AT E- 45 K %% C. Wetern blot A& K 5

JE Snail 1. WIEEREAM E- FHEHRERL, SHRAMLE P < 0.05; 5 R4 °P < 0.05 (n=10)



YEITHSnail 1 (¢=19.77, P < 0.001) FEKENA
mRNA (¢=23.67, P < 0.001) F£EFE, TEASE
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I R IIRBPIk L #EFE K Hey2 . HeyL{E K W4T 4
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