(12) EREFEERLYF A HHERRR R

(19) Tt 5 R E S >
gl e jg ||||||||||||||||||||||||||||||||||||||||@!I:!HIJIHI||||||||||||||||||||||||||||
— . (10) B Ihih =5
43 Bl H = WO 2013/075660 A1

2013458308 (30.052013) wWipPO|PCT

2013/075660 A1 |10 0O B0 N N OO

<

W

61 HERENSHE:

CI2N 15/70 (2006.01)

CI12N 15/67 (2006.01)

(79 REAN: SEREBIIERAREZHNREFRAH

(HAIHONG JIACHENG INTELLECTUAL PROP-

CI2N 1/20 (2006.01) CO7K 1/18 (2006.01) ERTY & PARTNERS); ' [E Ik 5 77 7 4E [X - 7 1%
CI2N 1/21 (2006.01) CI2R 1/19 (2006.01) 21 B SR AR AJE B JE 9 5 Beijing 100080
1) HEERHEE PCT/CN2012/085182 (CN)-

22) E]ﬁ&q&%a 20124F 11 A 23 H (23.11.2012) (81) *EEE (@%ﬁ?‘é‘%’ TR —Fa] SO [E R 4R
o ‘ #1): AE, AG, AL, AM, AO, AT, AU, AZ, BA, BB, BG,
25 HFES: 25 BH, BN, BR, BW, BY, BZ, CA, CH, CL, CN, CO, CR,
. . CU, CZ, DE, DK, DM, DO, DZ, EC, EE, EG, ES, FI, GB
I\ 2 , UL, s s s s , BC, BE, , BS, Bl s
@6) ATER: P GD. GE, GH, GM, GT, HN, HR, HU, ID, IL, IN, IS, JP,
30) IR KE, KG, KM, KN, KP, KR, KZ, LA, LC, LK, LR, LS, LT,
201110380864.7 2011 4F 11 § 25 H (25.11.2011) CN LU, LY, MA, MD, ME, MG, MK, MN, MW, MX, MY,
o MZ, NA, NG, NI, NO, NZ, OM, PA, PE, PG, PH, PL, PT,
7y BHEA BBR=8 X)) EWERERAH QA, RO, RS, RU, RW, SC, 8D, SE, SG, SK, SL, SM, ST,
(PROTEIN DESIGN LAB, LTD.) [CN/CN]; # EdL = SV, SY, TH, TJ, TM, TN, TR, TT, TZ, UA, UG, US, UZ,

T 3 X 750 X S8 AT V0 I AT 45 1000 2K, Beijing VC, VN, ZA, ZM, ZW .
100095 (CN)- 84) FEE (DAY, TR FAT SR A X (R
(72) R A: B/MKR (QIU, Xiaoqing); 1 F 1L 5 T i #7): ARIPO (BW, GH, GM, KE, LR, LS, MW, MZ, NA,

X 5% KTV A K 1000 K, Beijing 100095

RW, SD, SL, SZ, TZ, UG, ZM, ZW), FX . (AM, AZ,

BY, KG, KZ, RU, TJ, TM), BX#ll (AL, AT, BE, BG, CH,

(CN).
CY, CZ, DE, DK, EE, ES, FL FR, GB, GR, HR, HU, IE,

&0

(54) Title: METHOD FOR HIGHLY EXPRESSING RECOMBINANT PROTEIN OF ENGINEERING BACTERIA AND USE
THEREOF

(54) RIIBHR . —Fhm ik TR B A B A M7 vE K

12 ~&--control
-~ Ph-NM 4ug/ml
M- Ph-SA 4ug/ml

—&— la-wt dug/ml
08 - /
- OXA dug/ml ]
06 ~O-- Amp 2ugfml //7
/
04 - /ﬁ
02
@’ a Y i. .
Beo e, X ~8-—8H
0 1 2 3 4 5 6 7 8 9 10

(57) Abstract: Provided are a method for highly expressing a recombinant protein of engineering bacteria and the use thereof. The
method comprises the following steps: (1) engineering bacteria of Escherichia coli with pET system are transfected with recombin-
ant mutated plasmid to obtain positive monoclonal colonies; (2) the positive monoclonal colonies are enriched to obtain a seed bac-
teria solution, and the seed bacteria solution is induced to enrichment and growth in a large amount; and (3) the bacteria supernatant
containing the recombinant protein as the expression target is separated, and then the recombinant protein in the bacteria supernatant
is extracted and purified. The method is characterized in that the engineering bacteria of Escherichia coli with pET system are E.-
coliB834 (DE3). The components of the mass enrichment medium and the protein purification steps are also optimized such that a
significant improvement in the yield and purity of the protein is achieved and the method is suitable for applying to the large-scale
production of recombinant protein expressed by the engineering bacteria of Escherichia coli.
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