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HEAEREF - GBTEINSERSEND
TGFx-PE40 B %A R MR FIHRE

HhTEE KEE BRI KaF ik

CPEMNEE LEEREDSHIN, L& 20003

B OE FARRITEEARBER pYX3s2 B Xbal f1 EcoRI Y] Fii A TGF«-PE4O B0 &
EEAR, EEFTHARME pCB604 § Xbal/EcoR 1 {2, Wt Hay A KE poX-
TPL, p2X-TP1 1L E. coli BL21 BZEWE, FIPTG B E T lpp B FHFHE TGFa-
- PEAOREHA . REFVEEUABREEANEENRN . REEHRSBURESESN
MY, BRNEELUARARE X, E-EHANSESANRHEBUR RS RTHK
mAK. p2X-TPL EARRE TRE P EL TCF-PELC BEGE AR D 50mg/L,

%68 TGFe-PEAOBESEA. BuFEE

HATR & LAEIE3E " Y TGFa-PE40 & £ i ik S35 5% 1 B Rk EGFR Y% 40 i 4
KHEBRAMGERD, HiMWRESEAMRETH EGFR 4+ THEEMXE, MAMBERE
EGFR & RABMLAER MM TS 0OER. AL X6 M mafREf T EER T . ER
[l B 1A PO S B R B TGFe-PE40, WM A E K ZBNE], PR AT, Bl
TGFo-PE40 X33 B %15 EGFR MW i iayr, BH IR /TS,

HER TCFe-PEO EXKFHHBEPHRETE, R B K pYX382 FH
TGFa-PE40 cDNA JRF A &R, WET - MRS AR EIEHRE p2X TP1, 3#3t
TGFo-PE40 ) 3RiE, MW REWMEEN — S H EET LR,

1 HHEAF %

1.1 #8

1.1.1 FEME ISR EARR pYX382 LATC™, DHSe, E. coli BL21 (ADE3), Fik

BEMBR pCB604 N AL E WM H Ipp B2 TR k.

1.1.2 MBS T4 DNA YR58, WEERAF.

1.2 K&

1.2.1 BRI, BEUI&M4. DNA F BRI, HERMMHEL. & Maniatis ERF

T S ATt il e

1.2.2 HEBUH p2X-TP1 #5. Fikr pY X382 IR #E8 Xbal/EcoR1 M EEH], HL bk 4

M8 3 TGF-PE40 @ & 3EH F B, FI T4 DNA Z1EEH TGFe-PE4O B & B F B

1 AR 3k pCB604 #9 Xbal/EcoRI {7 5 g5 i p2X-TP1 HAFR K (B 1).
ATHEBRFEERSEAWFTA LRI EDE LMW,

* FBRAKEHEHT.
EITF 19935 8 A 24 HWH.
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1.2.3 MESEHAENTYS
W B4 R p2X-TP1 4L X
¥ BL21 (ADE3), #ibEE &
I —EfFEEe, B Immol/L
IPTG S %%, BOWERKE,
FH Kondo 23l /¥ (BE NSk
#) HEAELES. BRMM
MGk EEEE. o
BAaRE RSB ES.

BRSAT RS TFERER
MR LGIE Y, SDS-PAGE 5

B4 M JE 0 4 (B3R PE Hiik

RELERLE T,
2 & K
2.1 p2X-TP1 AR RAOFE L
BZERERE

p2X-TP1 % %I ¥% k. DH5a,
MNEETFTHEBROILBMR L, &
L WEE, 2P EMIER
% DNA, #4F Xbal/EcoRI 31K
IR B - R
pCB604, pYX382 Fi%i Al Xbal/
EcoRI B UI{EATIE, (8 2 ¥
BHAFR (4. 5% % Xbal,
EcoRI WM Y. 4 —F 5
pCB604 (3 2 3> H[FE B E
DNA BEB# — %5 pYX3s2 it
HE# TGFa-PE40 B & FFH
B (B33,

p2X-TP1 4k E. coli BL21

X E
TGE«  PE4D I

.=’\.mpr

M1 HARHE p2X-TPLHE
Fig. 1 Construction of recombinant plsamid p2X-TP1
X: Xbal, E; EcoRI. H; Hind 1, B: BamHI

BRI TE 3T CY, B ODwally 0.4 EHBS. M
PTG FRRE 044G, WML Eoss. (ESDS-PACE HIZ SR KEE (R
M 1-Aa), SR FTM p2X-TPL $#LW7E IPTG FS THHRE 46kDa EHBITY.
IPTG #HEM 0.5 2mmol/L, MBEURBAFEHTERLEW. HRKLERE PTG %
5, M 46kDa 4y E &R . ME EE BL21 HEBR T AEEZEQRK S . RN IPTG
B E RN AN 1.5 BRI E 2.5 BF. 3.5 ABIEAREH RRR BB AR RE

TGF=-PE40 {13 (RER I-Ab),
2.2 FREFENFSRAMNEGHEEHNREHRW
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4 3 b & & A TGFa-PE40 W2 A SR A 15 JE A0 I B 297

1 2 4

Efi 1-B, C %853 A LB ([E] I-B) B Terrific
Broth ([E)i I-C> PIFpiF IR 1 p2X-TP1 ¥ {i
BL21 B, HEMAWAEREHAREEN, Immol/L
IPTG % & 1.5 /MEf K i& 46kDa TGFe-PE40 F= 456
SR, KN EFEN, £ LB SRS, MEERENE
WFRFHRKENG, ODssoy 0.14—1 MK E E TR
W, T IPTG R T Rk %L 46kDa TGFa-PE40, =
WRABFRESFMHCHEHAN 30U LL , MAEE IS
SRANMDHETENINE, 46kDa EOREHRERZ
B . A3 PE FLAR PR SuBE e R (JEIAR T-Bb) ik Xbal/EcoRT A F§ Y1 il
B 46kDaTGFa-PEA0 35 % Bt b 41 B 55 Br i B E}fﬁ[‘% Fig. 2 Electrophoresis pattern of

& recombinant plasmid p2X-
¢ TPl digested with Xbal/
£ Terrific Broth #EFE &P (ER I-C), TGFe- FeoRL

PO PHKAERAETATHERERAE [, ) AL Lo
FERSHRF (WIEK -Ca, Cb), BIHEREMARE p2X-TP1, Xbal/EcoRI
HHE (41 ODuso 2k 0. 183) Tif%FHik, TGFa«PE40 = _
WA AW E A A B < o
50% 2275 » W 40 T 25 0 A 1 23 4 1234MM1?23 412 34
MEBEHEHANR S, ' '
TGFe-PE40 7= 4 7€ 41 ¥ &
B R ERIKMEI.
2.3 REFTHIHFELE
X RIKEI R 00)
AT 26C,
32C. 37°C. 42°CHPFpiR 1
X p2X-TP1 ¥ 4L 2 F ik ™
MR, 3L E 3T CHER
P—EEEEE. KTk -
ZBE T H lamol /L IPTG
ES 1.5 /RS W ERTAR, B3 @AM E cold BL2) TR FE TGFePE40 = HHT E
A RES (EA). TR Fig. 3 The effect of growth temperature on expression of

- TGFa-PE40 fusion protein in E. coli BL21 cells.
(& 3B), W HER (8 Cultare temperature; 26 C (1), 32°C €23, 37°C (3), 42C €43, A. total

) u&@){@ﬁg (Eﬂ aD) :'5“ proteins, . Cytoplasm. C. Soluble proteins, D. Inclusion bodies
44t TGFe-PE4C &, [B 3R ER, £26C, 32CHEETHEEMELE, H TGFa
PE40 f ik EFE S P HRIME, FE37C. 42CH TGFoPEAO IS ELERIK LS E
H. BAFEEN, 5507 42CEER, K TGFe-PE4 =L @B HERTLE (H
3D4), MR IR SBEEN & AL, T/ TGFa-PE40 P4 WA FI &G F 50mg LA L.
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pCB604 BIEH — B Iop BHF, B E.coli DRBEHTFZ—, BB TFHE
FRPZHEAER TN lac UVS B FRYEEFEN, BEMREERERH lac i
BYERT, REF lac BHEH ac EEEY) Friid . 2 lacl BEHEA B Z P, X
BREEENRETHRER S lac HEBYRIAT . HIE TGFe-PE4O @&
B i B AR Ipp 5307 H) pCB604 Bk, BEIWMBZR, KE®T TGFa-PE40
BiEEH, WA p2X-TP1 A E OmpA B RIIUF  RiEF4Y TGFa-PE40 R4,
MUAEREEXAARERE T, SRBENER, TTESE EHEK&F. IMNERERE
. BEEAFHREEVSESENEEFET.

BT p2X-TP1 ELREPHE L™ TGFe-PE40 S B AHT4H., difk, 35
84k B9 HE ST AR IEHE SR R R h A B IR YT . S R It B % A EGFR A9 41 A
BAERTRIMEER. FAEAEREFY BEL-7404 10K T H B R 1,

2 F X W
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Studies on Construction and Expression of High Efficiency
Expressing Plasmid of Transforming Growth Factor «-
Pseudomonas aeruginosa Exotoxin Fusion Protein TGF a-PE40

Xu Ya'nan Shen Minghui Zhao Qingshun Zhang Hongyu Xu Yonghua
g B £ 4 g
{Laboratory of Collular and Molecular Oncology ., Shanghai
Lustitate of Cetd Biology, Avademia Sinicas Shanghai 200031)

Abstract  The Xbal/EcoRI cleaved TGF «-PE40 gene from plasmid pXY382 was in-
serted into the same cloning site of the expression vector pCB604 resulting in the plas-
mid p2X-TP1l. E. coli BL21 (ADE3) cells were transformed with p2X-TP1 and then in-
duced with IPTG. The product expressed was accumulated mainly in form of inclusion
bodies. The expression level was closely related with the cell density, induction temper-
ature and medium but not with the inductor dosage and the induction period within cer-

tain range. The expressed amount of the fusion protein TGF «-PE40 was about 50mg/
L.

Key words TGFa-PE40, fusion protein. high level expression
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HREE: RULEREF o GMIAHAFXELE S TGFa-PE4O B T
BRRERE MR R Plate I
Xu Ya'nan ez al. Studies on construction and expression of high efficiency expressing
plasmid of transforming growth factor a-Pseudomonas aeruginosa ex-
otoxin fusion protein TGFo-PE40

A. The effect of [PTG concentration and induction time on expression of TGFa-PE40 fusion protein in E. cofi BL2)
cells.

a. IPTG concentration; 0 (2), 0. Smmol/L (3), 0. 75mmol/L (4), 1. 0mmol/L (5), 1.5mmol/L (§), 2. 0mmol/
L (7), Control: BL21 (1}, Marker, 45kDa. b. Induction time; 1.5h (1), 2.5h (2), 3.5h ¢(3), Marker; 43kDa
B. The effect of cell densities during induction on expression of TPGa-PE40 in E. coli BL21 cells grown in LB,

Cell densities during induction, ODgso + 0. 142 (1), 0.310 (22, 0.533 (3), 1.08 (4), 1.50 (5), 1.77 (6), 1.96
{7, 1. 92 (8), Marker 45 kDa (M). a. Coomassie brilliant blue-stained pattern. b. Immunoblot pattern probed with
the antibody against PE.

C. The effect of cell densities during induction on expression of TGFe-PE40 fusion protein in £. coli BL21 cells grown
in Terrific Broth, Cell densities during induction, ODgse ¢ 0. 183 (1),20.383 (2), 0.76 ¢3), 1.11 (4), 1.47 ¢5),
1. 76 (6, 1.89 (73, Marker 45kDa (MD. a. Coomassie brilliant blue-stained pattern. b, Immunoblet pattern probed
with the antibody against PE.
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