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Abstract

Objective: To explore the effect of HIPK2 on bleomycin-induced pulmonary fibrosis in mice. Me-
thods: A mouse model of bleomycin-induced pulmonary fibrosis was successfully constructed, and
a stable overexpressing HIPK2 adenovirus vector was constructed. 15 mice were divided into
Mock group, Ad-Control group, and Ad-HIPK2 group. HE Masson staining was performed on the
lung tissue. The expression of mRNA and protein of HIPK2 and a-SMA were used RT-PCR, Western
Blot method. Results: The expression of HIPK2 in Bleomycin-induced pulmonary fibrosis mouse
was down-regulated (P < 0.05), a-SMA expression up-regulated (P < 0.05), and the degree of fibro-
sis increased; overexpression of HIPK2 can inhibit fibroblast activation, down-regulate the ex-
pression of a-SMA (P < 0.05), and the degree of pulmonary fibrosis was reduced. Conclusion:
HIPK?2 deficiency plays an important role in the mechanism of pulmonary fibrosis. HIPK2 can in-
hibit the activation of fibroblasts and reduce pulmonary fibrosis.
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HAUHTHEMMassonieft, F-FRT-PCR. Western BlotiEill AN HHIPK2fa-SMASE. 4R:
HEREBR BT LA/ RAEZ P HIPK2RIA T (P < 0.05), a-SMARIX E(P < 0.05), HEAEWLFE
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8 JH Y SPF 2l CSTBL/6 /NRR, PREEAF R 2 20 g (Abx v [E B 28R 22 e S 58 s it 78 AT $2 414
anti-HIPK2. anti-a-SMA. anti-GAPDH (Abcam, 3 [F), ARIRsWP)SLEIRIGT S K FENY LA T &
VAT
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2.2.1. BBRFREHE

AR B BB, X H RS A AT R, PR R RS S R R, O A i
B TR P& 35 R IR BTN, 7E R D) JE 0 e T, R4 % pAdTrack-CMV/HIPK 2. pAdTrack-U6/sh-HIPK2.
Al TR R B 2E R BRI A Y 293 A Al HOREY 1Y, A GFP /RERAEN 1 Ad-HIPK2 fRj 55
Bk, SEIEMEHIATY . Wkgaaith, N IRREEEE, HT .

2.2.2. ¥9EShER
B 15 K CS7/NR ALy 3 40, R s I, HARSF H B LT - A X R4 (Mock 4H) B: #5731 41 (Ad-control
H) C: BIMZH+HIPK2 i RIAH(AA-HIPK2 2H). ¥ 70 ul MSEERERGRE N 1 mg/mL, FIEZLN 3.5
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4 5E 24 h FIFZHZUE UK @ R B, $IE S pm ERBESY) & AHE 30 pm, A
TIARKE - FA(HE) P AT 45058, F Masson Je kR IR iR, mifsds FHIRR, 200x. T 2B T
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2.2.4. RT-PCR JEf4HL] HIPK2, a-SMA HISE

WHEE I ZY . 24 P8 IF B0 FR LS RNA, FRHE 3RS cDNA. 26 E & PCR 4 3 AR5 A6 I 5 ]
AN Z p-actin, L 1 FrosfI51438E47 PCR M. TEIRREEN: 94°C 4 min, 94°C 30s. 56°C 30 s,
72°C 30 s 40 PMEH,

Table 1. Primer sequences used for PCR analysis

%= 1. BF PCR 2 #hB95 14955

ElEZEL S £ 519 I 514 P (bp)
HIPK2 5’CAGCAACACCAGCCCCTA3’ 5’GGACTTGAAGGAGGACGAA3’ 214
a-SMA 5’GTACCCAGGCATTGCTGACA3’ 5’GAGGCGCTGATCCACAAAAC3’ 271
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R PURESUR, PENETINE, WikE RS RGEE A, EREBORIMTER. T4, H Lab
Works ™ BERE M8 e Wt R T B R W& 8 A 4w RS A, THERIEJS I B AR M Rk &,

mm Mock group HIPK2 ---

Ad-control group

B Ad-HIPK2 group GAPDH m

1% 1.5 05 1.5
N X *
H}" * ® *
1.0 & 1.0-
= E
< o
Z
£ 0.5 — %05 —
N

N X
X o
o [
0.0 T0.0-

«°°Q «°°Q «°°Q «°°Q «°°Q «°°Q

S O S S O S

OC:{- \$° Q@ O& 6\‘0 Q N2
A\ & b:» A\ e b‘»
¥ v ¥ v
A B

Figure 1. Expression of HIPK2 in mice of each group. A: The expression of HIPK2 mRNA was detected by qPCR. B West-
ern blot was used to detect the expression of HIPK2 protein. “: Compared with Ad-control group, p <0.05,n =5

1. HIPK2 £ & 4H/N R EIFRIEER. A: 1Bid qPCR #20 HIPK2 mRNA $RiA. B Western blot #&3ll HIPK2 EH %
i%. *: 5 Ad-control 4H48LE, p<0.05, n=5
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SKFH SPSS 22.0 it Wi4HLIR] H 8 b e F B IR R 2500 B ) Dunnet 55 LA, s3G54 LA
XtsEow, P<0.05 M EZRESKIT%E L.

3. &R
3.1. HIPK2 fEfAF 44/ NRIFRIRRIA

RT-PCR 1 Western Blot f&ll &7~ (] 1), 5 Mock ZHAH L, HIPK?2 () mRNA FlIE [ R IATE R H &
TS BT 4EAL /N RAE R AL AR R IA ) Ad-HIPK2 41 7] £45E it %34 HIPK2, p<0.05, n=5.

3.2. HIPK? g B IERERIFS /RIS HNIZE
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Figure 2. HE and Masson staining of mouse lung tissue in each group, 200x
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Figure 3. a-SMA expression in each group of mice. A: RT-PCR was used to detect a-SMA mRNA expression, and B:
Western blot was used to detect a-SMA protein expression. *: Compared with Ad-control group, p <0.05, n =5

3. a-SMA FEBA/MRPHIFRIEER. A: RT-PCR & a-SMA mRNA Fi&, B: Western blot 1l a-SMA EH%*
i%5. : 5 Ad-control ZH#8LE, p<0.05, n=5
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3.3. HIPK2 BEHIFIpR A4 RpaaYiEL

RT-PCR Al Western Blot il Z75(14 3), 5 Mock ZAHLL, HiAIZHH a-SMA ) mRNA Fl&E ([ £iE
Hhn; Ad-HIPK2 AR, p<0.05, n=5.
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[ 9058 22 A SR EL A FH B (A 2 (HTPKC 2) 2 PR 51 (1) 22 2 R 73 S B [R5 45 FA S AH A FH e 5 ik 1 —
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AR E 1 Ik HIPK2 (1) B B 480040, 185 G (0 5 I A A 1) /) B il 2L 2l 21 A A R B2 R B 2 2
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S NHAF, FAUFSE IPF NG 4E40 i HIPK2 FIAFFAK, Nl ET 440 i s HIPK2 5 R ik o] g 2= 41
il P53 g Ak, MR E T W S 2F 4R 40 B A O 1, (kI AR 44k 19 A 2E (3]0 FRATTAAA P S50 B T HIPK2
TELTHEAL I 20N B kA58, HIESid 34 HIPK2 Al T it . T —3, AT ARS 253t
— AR IT HIPK2 P il - 4EAb i B AR RS, ey S BB B i a5
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