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RN I BT RORFE YL MSCs 4I7EIEAS b5 1E % MSCs 40 i Jo B 22 5], {H o ye o 5t BB B e 4 S I %2
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ShRNA on histone acetylation induces unusual cardiac-specific protein expression in

MSCs differentiation into cardiomyocytes
ZHU Jing', FENG Chuan’, LI Li*, DENG Bing', TIAN Jie*, ZHANG Xiao-ping' (' Pediatric Research Institute, >Department
of Cardiology, Children’ s Hospital, Chongqing Medical University, Chongging 400014, China)

Abstract: Objective To construct recombinant plasmid that can inhibit acetyltransferase Gen5 expression
through RNA interference, then transfect it into MSCs induced by 5-azacytidine (5-aza), and analyze the role
of acetylases in the process of MSCs differentiation. Methods MSCs were isolated from bilateral thigh bones
and tibias of Wistar rats, then treated with 5-aza. GenS shRNA recombinant plasmid vector was transfected into
MSCs wvia lipofectin. The expressions of Gen5, myosin heavy chain (MHC) and Connexin 43 ( Cx43) were in-
vestigated by Western blot. Results Under electron microscope, MSCs transfected with GenS shRNA recom-
binant plasmid displayed obvious heterochromatin, but MSCs and MSCs transfected HK plasmid showed euchro-
matin. The expressions of GenS, Cx43 and MHC decreased significantly after GenS shRNA recombinant plas-
mid transfection. Taking B-actin as inner criterion, the silent ratio of Gen5, MHC and Cx43 were 86% , 58%
and 67% , respectively. Conclusion The Gen5 shRNA plasmids we constructed block acetylation during the
process of MSCs differentiation into cardiomyocytes. Acetylation plays a very important role in the regulation of
MSCs differentiation.
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1.1.1  SCEEh) W g Wistar K B, 7 5 i 180 ~200 ¢,
WEMEA R, 1 T 8 R ERL R E S sy s
1.1.2  FFRFH Lipofectamine™ JJ§ it 44 ( Invitrogen, &
[#) , Nuclear Extract Kit( %I 38) ,PVDF fE(Jb 5 Rl IEA 44
ARERAT) KOG & (Santa Cruz, EH) .
1.2 Fi&
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2.3 Western blot #5 & F#H 5 ILE F 482K & F
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MSCs 2 5-aza 5524 h 2 d 4 d.7 d J5 #4708 G A G 4
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Cx43 MHC 25 [1FR3L M TUBRECR S5 R 86% 58% F1 67%

1 2

3 4 1 2 3 4

«—Gcen5

51.5%10°

«—Gcenb
51.5%10°

—Cx43 - g — - Cx43
$3x10° 43x10°

«~MHC
206%x10°
«—B-actin
@ 42x10°

A, PAIMESTRELE; By I 1~4: 23 AEFE24h2d4dTd
4 2@HDAKREEXEBR Western blot 1125 R

|

«—B-actin
A 42x10°

3 g

AWFFE T M GenBank #2538 5] GenS mRNA , HE
Y& 6. Rl 41, % BUAL F P A4 X 38 “ Acetyltransferase
( GNAT) family” F1* chromatin remodeling” ] 7 AR
BAEARE A, 220 BLAST BT [ IR PE 3T J5 ,
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G shRNA JiORr, AR SE A1 A A skt 9Ot i H
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MSCs HA ZRET AN R4F 5, O & A 58 B ast L
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ORGSR B A4 A R BIE 57 . el Lol
T A 1 DNA SR ) 27 R Sfe 02 G 60 5T 1Y) 5
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FERLREE A T, PR AT OB 28R 1 SRR 2 56
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BB NI IMA R 1 B 554 72 il (histone
acetyltransferase , HAT) /7 N A X 38 48570 Lys B4
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FPEIVERT . 24 Bdnf 45— o455 fi n] S8 P 5L R ) 55

SR IR, B IS5 A B U MeCP2 45 0] LLH )
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