#3248 1M
20134 1A

ook W K ¥ R

Journal of Huazhong Agricultural University

Vol.32 No. 1
Jan. 2013,14~18

EHAABBREREBRRE EELREN

vEE P

B 3

Box K A=

Tl Rk RF APAF F R, KX 430074

HE

VL 7K % 55 T &R R 20 DNA g AR, 58 i PCR 4 34 15 51 73 40 I e % e 6 4 8 1 G, # & pGEX-

TGase T4 TR, 35640 3 K 7 FF 1 h 5 8] 8 4 1 BL21/pGEX-TGase, B H WA ANES L4 E 1, 35
WS AT T AL . RIK 7= DAL R Y sUAFAE L SR BURR B8 S IR 2 06 B AR (0 3 &5 & 19 J i il 2 b 5
T EBAREANEYE, @i GST EMiEgift HREA . EREEE N 29 U/meg Bk HHWEA.

KA
FESES Q556 XEfFRIRAS A

A 2 Tk I 5 W% B (transglutaminase, TGase) J&
— BB R, © FEE SO E T C R
Uit 5L W2 P 91 (GGGSLLQG) . 1l 8 1 5 b i 48 &
5 Jhie 5 081 2 IR J I A B, 7 A R I M 28 45 48 L 5
R DI REE B A sl AT . TGase 7 & M AT P
B T2 0 1 IR 4E R TGase 16 A& 285 H 90
SRR AR o FET ALY . SRIE T S
R A5 2 T P e e Tl 4 e Ak T 20 % N A B B
WA T LA, H 1989 4F Ando %5 &L T 3k
U5 T B H: 0 %) 4 0 I e % 1 T (microbial transglu-
taminase, MTG) LIk . AT 8k 1 & 1 7% 5% 2R
JH B 25 TR S CH: A TR b e B - B R IF Y. BETR T A AR
AR 73 Wb 1) A 2 Tt e 2 g g ™ AR, PR O A o B2
BRI TR F Bk g m ™ &, Yu 555 Som-
mer 57 Y3 i 3 TR T BOARAS T GG T A
A1 AE DL B TGase, &P v B b & 5 i FH I R 38
K FRJE Escherichia coli s TZAK & 5 W WAL WA
X F LR TE ) TGase, H R E N AMNIFFE 5D
JE 24 A5 X TGase iE 47 B 5 M S8R 3% FZE Br
glifb  ARAF MBS 1 R /NR 10,3 U/mg; Liu %
B A2 W B %) TGase [A] i k47 &2 1 K 4lifk
RIS BETE 1 KN R 21 U/mg, HRGAANT 2 4d
FHA VA 35 1 09 5 9 B-B-D-2F FL B (IPTG)-
1R S 50, H e A% By 5 HL AT BE X 27 W) 3 A
RIS, T 5 TGase 3£ 18 K, BEAK A 7

Wk H . 2012-03-12
FEAWH . Wby A ARBEE 4T H (2010CDZ046)

A T s FLENA S RRIAEE 15 alifls
NERS

1000-2421(2013)01-0014-05

BRUAS o AR 5 18 B FLOMEVE R 5 5 A, DR K B R A
L4 DNA R4, 8 i PCR 47 1 75 31 4% 2 9t i
BE RS N A B M) pGEX-TGase # 41 i ki, I
Ak B K W A B b 1 8] E 41 B BL21/pGEX-
TGase; X175 3 15 77 56 of 2L 0% 19 Bt &2 ok B F 47 1R
b % AR A 19 TC 0 M A R R R P TE AT R M
GST FE M1 55 , e &3R5 A 6 1k H oy A vk 4l
REREEE M.

1 MBEFE

11 # #

1) B Bk FOOBTORL, HE A A MR H197 B B
E.coli DH5a W k. E. coli BL21 ( DE3 ). & ¥
pGEX-AT-1 ki) i g [ K 2% A= i Bk 2 2 B
AW TR SE G % 4 B A9 s sl BE 2K pMD19-T 1y
A TaKaRa E4AY TR ( KiE ) ARAFA.

2) 2. FRAE N VT B BamHIH Xhol , 1
M HA TaKaRa 24w GST ArZatifb 4 JE W H Biomi-
ga A FE R EMMIRIE A GE A Al ; CBZ-GIn-Gly
H Sigma 2 Al s HAGRH R = =43 Hr i,

12 HMERBERRIKK PCR ¥ &

EECEFE 50 h B9 S. ygroscopicu H197 1Y
DNA M 45 T 4 18 1) 4 220 Tt i % Tz T 14 66 TR ) 1) i
BT I+ BI7E 5" 551 A BamH T 1 Xho 1
fits )AL 85

H M AR gE 2. DFSE 7 I o F U W2 ARl 2. E-mail: sky_quiqui@sohu. com
EIRAER . &5 H . MR o F Y X%, E-mail: ymhlh@yahoo. com. cn



511 HRBR 2 2. o 2H A8 SUE I B e g Y R0k R R Al 15
CGAGGATCCATGCAAACGCCGGAGATT, 0.2 mol/L NaCl,0. 3 mmol/L GSSG+ 3 mmol/L

CGCCTCGAGTTACGGCCAGCCAGCCCTGCT,
R BB . LR A DNA AR 17
PCR 434,
1.3 HHEREH TARERKREHELE

mlf PCR §" 384779, 5 pMDI19-T % 3 )5 # 1k
E.coli DH5a WMBZ &40, & AT EHEZREN LB
5 SRR AT 0 v L SR ECER 4 ok DNA B P %52 F
WY, E4H OB A pGEX-4T-1 ¥ f§ BamH 1 A
Xho | V), B e i vk 2l Ak 5, Mo % B2, A 4L
R K pGEX-TGase, MY & & 5 # AL 3] E. coli
BL21(DE3) /&3 A& 4 i , bl J5 45 BRI E T AN
FHEN LB ¥ BB,
14 ABESRIEREGRL

¥ TR BL21/pGEX-TGase #2F 3 & & 19
LB Btk , 37 CHifbid &, #5210 mL &
100 pg/mL FLHEE SR EDFE SR 9 b, B
TnFLAE By 24 o B vk B2 43 0.0, 4.1.2,2.0.2. 8,
3.6 g/L, 551 % 5 WU 17 SDS-PAGE, Jf-3d i
Bradford """l 5 2 1 0T 5T o R
1.5 RIEFUHHHHE

We4E 200 mL B W, B0 1R BB R, H 50
mmol/L.pH 6.0 i) PBS 2% # I 1 ¥, Jin A 21 T4 24 fi
W (50 mmol/L Tris-HCI, 0. 5 mmol/L EDTA, 50
mmol/L. NaCl,10% H i ,5 mmol/L. DTT,pH 8. 0),
37 CHeHE 2 hy BIL 77 L5 I A B8 7 28w i (50
mmol/L Tris-HCl, 0. 2 mol/L NaCl, 1 mmol/L
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Fig.3 The distribution of expression products
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Detection of target protein after be purified
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Abstract

Using the genomic DNA of Streptomyces hygroscopicus as a template, transglutaminase

gene segments were obtained by PCR amplification. The recombinant plasmid pGEX-TGase was trans-

formed into E. coli to get the recombinant strain BL.21/pGEX-TGase. The recombinant strain produced

fusion protein induced by lactose and the conditions of induction were optimized. Expression products ex-

isted mainly in the form of inclusion bodies. Dilution and urea gradient liquid chromatography was used

to refold the inclusion bodies successfully. The target proteins with electrophoretical purity and activity

of 29 U/mg were purified by GST affinity column.
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