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Fermentation Conditions of Re-combination E . coli
for the Production of hEGF

RUAN Wen-quan, LI Yu-zhong, YANG Qiu-ming, WANG Dong-ming, CHEN Jian

(School of Biotechnology, Southern Yangtze University, Wuxi 214036, China)

Abstract: Plasmid was transferred into E. coli JM101. The fermentation condition of recombination
strain was studied . The optimized mediums were glucose 5 g/L., peptone 20 g/1., yeast extract 10 g/
L, {(NH,),HPQ,; 3.5 g/L and Amp 100 mg/1.. The best incubating time was between 5—6 hour, and
the cell concentration was 1.0~2.0 of the OD. The induced time was 8 hours after the {ermentation,
the OD was about 8.0. By fed-barch fermentation, the production of hEGF had dramatically increased,
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reached 102 mg/1.,30% higher than before.
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1.1.1 B 5 A% FR(UV Sparfegl), B ff

(E.coli, JM101), Bt R HUBEARE, F5H

E  cofi HJ101.

1.1.2 ¥#4

HTEAEQAYTHFE)AE . EOH 16
g/L, B8 10 g/L, NaCl 10 g/L, B#h A 100
mg/L BB FLIEE(0.25 pm) T HHT AMP(ES
FHE), BEEREFEEN 2% 3.

HEEEIEFFEE(VBL ) AR WEES /L,
FEE M 20 g/L, B 10 ¢/L, KH, PO, 3.5 g/L,
K;HPO 5 /L., (NH4),HPO, 3.5 g/L, NaCl 5 ¢/L.,
MgSO; 7H O 1 /L, BT ER A 3 ml/L,
Amp 100 pe/ml (A FLIEERHE) METEA
1h: FeCl; » 6H,0 0. 162 g/L., ZnCl, - 4H:O 0. 0144
g/L, CoCly*6H;O 0.12 g/ L, NayMoO, - 2H,0 0.012
g/L. CaCly - 2H,0 0. 006 g/L, CuSC, - SH,O 1. 9
g/L.H;B0; 0.5 g/L;HCI(37% }37 mL/L.

1.2 ZRHE

1.2.1 ®#FEFAEL BEENICERTR
NS EERN BEARBREG T, G2 RE
% (Pt (AR A 1 LT 52, — B h 24 h BLE), $hER
1~2 PRSI E BB, 55 24 b, B
FTH(250 mL ZHAMAIMA 30 mL), BHEF 6
h(30 T, 200 r/min), BERZEK.

1.2.2 A8itEire RARNER IBEHHE
SFEHIEE 20% L) b, REEBE A 32 T, MBL 5
e AMP TR 2 100 po/mL; TEREH I L
FHAFE IR A KN 0.2 mmol IPTG #HTHR,
BRI hEREAB, EHE I RN pHEX
6.84%, #SE pHEAS.

1.3 S¥HE

1.3.1 hEGF #9438 XEH HPLCREmHaR.
& [ 9 ¥ & (StableBond WidePore Reversed-Phase
Cs Column}HE 1% 250 mm, H72 4.6 mm, BFRT 5
mm. FiEIHERH A B 10% 21 + 90 % BB B w3l
(pH 7.4), B ¥ 70% Z. B8 + 30% 5% 82 28 sh i ( pH
7.4) ;R 280 om; BB 25 T

1.3.2 AR SLEERNE.

1.3.3 TR DNSENE.

1.3.4 AW FOUBEEET—XH
BB LETEROAOHRE S BEMES, o5 FikE

(100 pg/ml Amp)} 1A EBHEM 2 YT BKAEF
B EHEFT RIS B AETE 30 TR TR 20
h SR s T A B T T O R B SR
L), BN RE A BE Amp 81 2% YT 3
JeEM g - A HE TS T Amp 925 YT
BRI R P EE TR W RE R
1.4 [RRrsELsens

AIEFE 1620 h M EF TR 1 —4 DEE
F B SOml. LB MRS ERY 250 mL =AM,
7 TGS 3~4 h(OD X 0.2~0.3); THKE
10 min, B+ S min(5 000 r/min), YRR & ;0 H £
Bi%F 25 ml, 100 mmol pH % 6.0 #9 CaCl, FF ¥
o UK 5 min, 5 000 r/min B0 5 min, AT,
FEHEERET 0.5 mL, 100 mmol CaCl, B,
5% F Eppendorf B, % 0.1 mL, B Tk, &
KBS EAR. (K 12~24 W RE);EE D Ep-
pendorf B MM 1 L ERBE FURL; HOE 30~ 60
min, BE 2% 42 CT, 88 2 min, Ki# 2 min;
W1 ml LB ¥$HFE, 17 CHEH 60 min; 7 LB +
AMP + 4 E ¥4 100 ul., £ 32 THEF 1216 h.
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Fig.1 The effect of Amp concentration on the produc-
tion of hEGF
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FEEETHE—LEE. Y Amp MAEHHS FE
Brk i ImEERS £ 1 h B2 0.5 h T H B
B B Amp BB GEZ LM PR K.
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HHR EBEL MR, BT Amp 7T H B 1 E
W HES BRI T RS aR AR
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FHT 80 R E . B M, e R0s 1 2 4
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TER R A A 0 O B 188, P, S48
T2, 28F N 0.2 mmol MESH IPTG it
TS, ERERMT R 1R,
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Tab.1 The effect of induced time on the secretion of hEGF

BSRIT FAmMB hEGF =
s cwgskm BROPE g
2 WA 0.875 44,75
6 A 5.632 56.74
8 Ja 7.778 76.44
12 B 9.862 57.36
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Fig.2 The change of glucose in the fermentation of re.
combination £. coli
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Fig.3 The growth curve of E. coli
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Fig.4 The relationship between the concentration of

strain and the production of hEGF
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(N Z. 8 WIFLE , B KRR T B A hEGF A7k
FsE 4R . B e AR R Y O e S 1 A ) AR
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2.2.4 MgSO, THO dmeh Mol FREBEEHIE
MR AT T B R E A, R A BRI R
& BFREMFES REGFHFREXEE. H
ol R SE g o A B R B R BRI R
WH. AR e R WE, Fow— 2 H| A MgSO,
THO IR S R R . AR 0.3 ¢
MgSOy+ THpO I Fb o iz s o ] 65000, 34 52 4
BEA T REEW R BT E M R R, 2 Him
MgS0, - TH,O SRR E N S0% A h, EA R
TTH T B B S R AN 3 30 % A2, IR I Me™T
R M R TR A
2.3 hEGYF %2l B B ERIER 2
BIRTEREE 16 h I EAE F 4K, SRR,
BRI B R AT, E S A hEGF. HE 5 38T
FlEY B4, hEGF RIS i = Ko {EBs e &
RS 2 b5, B bEGF S, 4 h EEA
& BN hEGE, 3586 1 5 1 2 40 i 5 B A 4%
REH ERFE ARBBEARA 3 THHEHTH
hEGF B A E. Fi &% S ul ey m, &K
hEGF & Bth i 2 B hn, {8 K4 hEGF sl 47
WEIEE FEAEAREE SRR Y
FontE R A FES. & TR ES A
A LA B AT, B 25 hEGF B RS, XA
FEHZERGTHSIBTN. SHEAALFER 16 h
5, 3E 90% i) hEGF M Eg gt
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