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#OE: HIY WEMKTEE A 27 (Heat shock protein 27, HSP27) E0A% 3 ok 1 FF =B JBE fokt 101 7335 137 (ischemia Pre-
conditioning, IP) BRI RHLHIBISE. ik  FIAFLARMANK R MCS-7, ] RT-PCR J7 918 HSP27 36 ¥ HSP27 S H
FURE B FB BRI pAAV-MCS o T FFRLFE S NIH3T3 41, Western blot 35 % 5 T 41 fORr HSP27/pAAV-MCS AEZETR L
Y ANIPIERRE . G5 RT-PCR J7 i5 E WY 19 th 21 HSP27 SEBE . R A4 oA 40 6 0 A0 5 4% S 4 52 HSP27 3
PR e e ST 4 TE A o T4 OB S FL S M 41D 3 NIH3T3 J5 , ECL Western blot BESE T H A B BEAE R P F iR A . 45ip

FSLE) 5 e T 5 T4 FTORE HSP27/pAAV-MCS, 9 F — AR 9% HSP27 %o 180 A ke F90335 157 4 1 ) B LU AT F T 284
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Cloning and expression of HSP27 gene
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Abstract: Objective To construct HSP27 eukaryotic expression plasmids. Methods — Full-length HSP27
gene was amplified by reverse transcription polymerase chain reaction (RT-PCR) from breast cancer cell line MCS-7
and cloned into eukaryotic expression vector pAAV-MCS. After the recombinant plasmids transfected into NIH3T3
cells, the expression of HSP27 protein in the host cells was characterized by ECL Wester blotting. Results Full-
length HSP27 gene was amplified by RT-PCR correctly. The correct cloning of HSP27 gene in pAAV-MCS was con-
firmed by restriction enzyme digestion and sequencing. ECL Western blotting results indicated that the target gene
could express in the mammalian cell line NIH3T3. Conclusion Recombinant plasmid HSP27/pAAV-MCS had been
cloned successfully, which would provide the foundation for investigating the role and the mechanism of HSP27 in the
ischemia precondition of kidney.
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PAAV-MCS FL#FIATORLIA | Stragagene 23 1] 5 /)5 BN 4F 4
A AR NIH3T3 FIFLARB A0 M 2 MCS-7 by A48 4 2 s 2 BF 9%
iy R0 5 H R 1A 4377 & Lipofectamine™ 2000 W [ Invitrogen
237 RNA 4R Trizol W9 [ Gibeo 23 7 3 1 %% 3 5 . Tag .
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T4 DNA FEH: 8 2% B 4 VB . ANTP. RNA B 410 i 7 | Oligo (dT) 4
%99 Takara 23 ) 7= & ; JOBL /N B4 42 58 79) £ DNA JB (8] it
&M B Roche 23 7], 51414 BN DNA W 7 24 iy - o A2
7/ E i d /NI A
1.2 A HSP27 X B #4738
1.2.1 ¥ o TR SR )02 A T o g b
i HSP27 FEZL AR 40 Bk MCS-7 i 2635 , MOR| Fl A B 2 ZE 4
REFE T 52 R W 2% 0420 O 0t 47 HSP27 BB B9 i 45 . MCS-7 41
MIFESE 4 DMEM 53 3% 5 vh 3 B0 ik B 35 2 90% Wi J5 T AE
42 CHARTE 3 h LM # HSP27 mRNA #3k , 42 #5 RT-PCR K Bi/5
ERERRE . F0.25% KBS (B PBS 75 W0 100V B A= 40
B AR5 1 MCS-7 4l , YR AT . ¥ Trizol 1270 15 B 45 M
PR ST AE B MCS-7 40 Ff o i 48 400 &5 RNA. 1 % B9 5 RNA
PEATE R BT S 5E . T A A AMV XS RNA i
1B sk, B 19028 Oligo(dT),s o PEHIRFET - 20 CHH.
1.2.2 PCRY" ¥ HE4E HSP27 975, A 8 HL 1
DNAstar #£17 PCR 514911, 193] L #5149 5'-GCGAATTCCCT-
GCTAAAAATACCCGACT3" #1 T i 9| ¥ 5'-GCAGCTGGATGC-
CCACCCCTGC-3' . #A 5| ¥ i HSP27 4: 1< ORF. Hh b Fiif
G140 eh BRI A 5 53 B R WE B Y EcoR 1 F1 Sal T WG 41
FF 4 PRI D R . LA 45 A9 8 MCS-7 408 D-
NA BT PCR 344, PCR KL 2 %4 :95 C 5 min, 95 C
55 s, 59.7 °C 55 s, 72 C 1.5 min, 30 EHF, - 72 € 10 min,
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1.3.1 FEmwE A PCR ™4 DNA H Bt EcoR 1/
Sal 1 DUBGHI0Y ELE: #5401k pAAV-MCS 7 T4 EEMEH T,
T 16 CRMER. R FARM G, %k B BH A 7 ke 04 Fok:
M EcoR 1/Sal T #E47 DUNGY , 1 9 B RE BRI 0k 4655
1.3.2 WF%E  F#EIE pAAV-MCS A4 0 I F 214
5'-ATTCTGAGTCCAAGCTAGGC-3' 1 F i il FF 5| #1 5'-TAGAAG-
GACACCTAGTCAGA-3" , M T £ ki 2% 21| 1V 61 A2 A 0 H AR 4
AT . HSP27 o (8] 5 50 50 77 51 49 1% 4 ) AR 4R © 2 5
Fesil, BB a7 il 5 .
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NIH3T3 4l 76 56 4 DMEM 55 35 3 o A= K 2 809 3 I i
7= 5 U6 B 5, B Y3 ¥ Lipofectamine™ 2000 5 8 41 7 %7
HSP27/pAAV-MCS ¥ YL iZ 4, 24 h J5HUH 40055 3% 00, PBS ¥
PRJE L [ FEFR ML A 200 pud 1 x SDS-PAGE _FFEZE nhi il 20 gl
SEH MM K BT M, YT 0.5 ml EP P, E
BEK IR 10 min, B AL 2 K. 4 C,12000x g B0 10
min, B 5T 12% SDS-PAGE e e ik . o %% B T il /e £ 44k
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2.1 RT-PCR ¥ #§ HSP27 £ B
Trizol BLFAIHFR 15 RNA 29023 W B H I SE Ao/ Ay

1.92, %8 K 0.775 pg/ml. & RNA FP=H11E 1% 75 ¥ 35 0 8 e Jg
vk b R 3 AR GEREM R, AL RNA A SRR R e i
. RT-PCR =145 1% 35 WisE e B3 0k )5 , 7T 0L 3 28 19 29 741
bp B9 4&HF , K/NFI HSP27 FUA A /h— (B 1),

2 000 bp—

1 000 bp—
750 bp—
500 bp—

250 bp—
100 bp—

741 bp

1: DL-2000 marker; 2: HSP27
E1 PCR™¥M 1%FAEMERMBEKER
Fig 1 Electrophoresis of HSP27 PCR product on 1% agarose
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PCR ¥ 25 | % 5B B BE B v bk , [B14C 741 bp /M) DNA
KB EcoR 1/ Sal 1 AUEHY], MUY R BE. HHEE
P THRL pAAV-MCS FH )4 9 79 B 9 VDB IS 1k )5 , ISR B B
X R b B T4 o BRI RIS R AL KB AT 1 DHSe.
SEVN VR EG , 31 P ek , TR FORL, FEA EcoR 1/Sal
[ AT BT & EB B9 1% B iE B ik . 258 BR
(B 2), 3k B 4 A PHPE 7T RE it BB H o] LI IF | a3k 5 20 10
BLAE 5 000 bp 1 740 bp ALE , EAT1H H 9 J BE HSP27(741 bp)
HI#R A pAAV-MCS(4 270 bp) ¥ B {8 A B FF

7 500 bp—
5 000 bp—

2 500 bp—
2 000 bp—

1 000 bp—
750 bp—
500 bp—

250 bp—
100 bp—

I+ DL-2000 marker; 2 - 5: EeoR [ /Sal 1 double-digested recombinant
plasmids from the ampicillin-resistance bacteria clones
B 2 HSP27/pAAV-MCS MK EcoR [ /Sal | NE)EE
Fig2 EcoR1/Sal 1 double digestion of recombinant plasmid
HSP27/pAAV-MCS
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ECL Western blotting 245 58 (B 3) 875, i &AM HWE R
el L EAE Mr 27 000 2245 . MNP 3 AT LA K, i R 4 I iy
SRR R WAEM B 240 . 76 B vt ROkl (55 313 4
HL) A RATATHE 5 & . EFLON 30 0 ERE, JLHEBE R | pg/pd.

1 2 3 4

100 x 10'—
75 x 10°—

45 x 10"
30 x10°—

27 x10°

20 x 10°—
10 x 10°—

1: Protein markers for ECL. Westemn blotting; 2: Lysate supernatant of 313
cells, used as control; 3, 4: Lysate supernatant from recombinant plasmid
HSP27/pAAV-MCS transformed 3713 cells
B3 WEFRHR 3T HAEH Western blot 5347
Fig3 Western-blot analysis of recombinant plasmid transformed 3T3 cells
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K HSP27 £, FEERE Y T 841 HAZ 3K R HSP27/
pAAV-MCS {) NIH3T3 4 jfd o 6 ) 31 4 5 ) Rk L A
T2 7 Al M K P 0 3 A K WF 5T HSP27 X ik
1 55 17 64 1 A B HERIL R 4T T MR S A LA

T 1P Ok (9 1 P 2T o, ok iy 7904k 2482 f L i
RE A RKBRBHIES PR FiEsk, ol
AR cAMP A= LB /b B B C B0E MMARE A S
% R EIEE A MAME % . EARR RS
W7 sl R o ke i 7 Ak 2R A WL A TR] 3T
() —Fh Sl 0 AS [ (4 JEE 25 , FLAIL o tho AN ] , 7 R i, T Ach 7
MEARPERS, TRERA LA EERES Y,
PR E R AN ERBERTHEAN, RE
A, BRI HLAR G S S B S AT B
FEVF 2 T S RE & 45 & M O RES . L4k, X
k[ 6 1R , P PR T Tk 78 e 7= 4 () HSP27 B4 il k2
KT «B(NF«B) i) 75 1k , 2 1 BT 48 (5 i) ik .
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SR FRIE FOSCBRA B . G 2 M ) ol 1l T 7
FBeAE R RUANIESE 1% 75 15 REA ROt U #4111
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