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GABA, ZEEZR R BREXRBTEARREREHR"
HEF' & & 4

(KBMRFEGPEER FE  20039) (FEBERZEREEE AE 23006)°
(FHBEXEELE FHREAE)Y

WE: HTHREGCABA, 2k o EANBAEKBITHPELRE, N TEAEMNER
i, OrEERE, EHE. BE. BKEE. pH. BSRFEHEAES R PTG
RWESEX GABA, ZEBECOHEREMEWH. FRAVHEMAW LB EFEIRME
M, #H3%ERHE, 37CHEFYME .50 5 PTG 32°CiES Sh, B{kAEWE Y 3.250L,
BirEERERIL Smy/L. F 16L REEMBITHRORETE, WEEHRE4.95¢1, B8
A 5.5h, BRAFEARARED 136mg/L.
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Abstract: In order to improve the expression level of segment of GABA, receptor o) subunit in E. oo, growth
coaditions of the recombatant, which influence the final yield of protein expression, including growth medium, in-
oculation ratio, temperature, pH, rotation speed, inducing time and concentration of IPTG and 30 on, weze stud-
ied in shaking flasks. The results indicated that, with 3% inoculation ratio, cultured 3.5 hours at 37°C, and then
induced 5 hours by IPTG at 32°C, the yield of GABA, receptor protein was 95mg/L and the hiomass was 3.25 g/
L. In contrast, using a 16 L sticed fermentor instead of shaking flasks, the highest level of the protein expression,
136mg/L with 4.95g/L. of biomass, was achieved after fermenting 5.5 hours.
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AR gamma - FETE (WH GABA,, TH) ZERBRTEHMNERFEERAEX
%, R ZEEHLFRESEYEANRAE" Y, ENSPRESEE. BZERER
HAMEIEEYREE )T A ERMRME, H4%K, X GABA, BHRESHEEK
FTEWEETREATE, BALARRRK CABA, ZHBEOIENBE, Box

HA RO ETEAREITRERSE" Y, ORABTHEREHERE, mEPW /MK
LM THRER BT,

R T RRABERIMNERIS GABA, REFEORMK . FREMEE, RITEEY
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GABA, ZAEH o TEBEAN B Cys'™-Leu™ 5l E KT L5 84K pTreHisB,
BEHRSEE, FEXBHFEEREBSEARE", AXREIRBRESEAE
BERMHITHEAEERERGHRTER.

1 ¥REFE
1.1 ##
1.1.1 E4WE#: E. coli NovaBlue /pTrcGABA166-296,
1.1.2 IR LB 2x YT #&CRR[ 8] Bl , RBEFTIMA EFHF B R ZAWEE 100ug/L.
1.1.3 FEEM: S TREAD, IPTG, HEBAH AN E T Signa, Merck 5
GIBCO BRL &/ 1],
1.2 &%

KR AR RS E PR ST, SHRASRATESIER, §HETRELE
H 3K, BIFHE,
1.1.1 #FER: AEHARREFEIR—F, B THAEFFTERIELN 100mL LB
WP, 37°C, 2500/min FRHHHFAE, WV TIRFRREHR.
1.1.2 GABA, %k o PEEBOEKXBIFEPRE: BHETREM 1000mL. =ME, B
BEEEAERIEHN, BARENERENT 3.5h (0Dg~1.0), A IPIG 5SS
e, WEREFPATERRAR . RIERBREBEAZRA 1L 2 Bsh R BE
#1347 (BIOSTAT E, B. Braun Diessel Biotech), & B3 10L,
1.1.3 Ay ENE. BEXR (g/L).
1.1.4 FAHAMTBEALEEE: ERERNAEMALEIR (9], ERNBEEQS
bridesel@ad N-AR ST 357 0 SDS-PAGE 3K 347 .
1.1.5 EASENME: Lowy ¥, UEBALBRIRE D L2
SDS-PAGE ¥—BETHE (mg/L). 97400

66200

2 %% 43000 ——
2.1 BEESEG _

2.1.1 FFEGTFAEE KM GABA, Zk o, THEH
FEMEN: TREAT4HAELEEFE, B LB,
LB+0.5% M, LB+1.0%HMA2x YT, H8xiERE 20
HHTAEH S, SREAMEH B EFRBAEMA PTG 14400
BREFARBUEAREIRRE, ZIMEFEAR
BeRERENEYR, (HCABA, ¥k o TEEARAR H1 E4%RANEK
HEHWBES. M1 2N IBEFEHEMNBIFREA HH SDS-PAGE Hi%
SDS-PAGE . | FEATREA, 2 BRED
2.1.2 pH X} GABA, 324k o, WREERRBAER: & LB EFREM pH 2 3AZE 6.0,
6.5, 7.0, 7.5, 8.0 M1 8.5, M EANHTAMABRER, BRE 7. 0EARX
BREF. pH# 6.0 M 6.5 HEEAMBRER, HEARLEEHNREK, YEFR pH X
T 7.00, BEEMBRABARIENFMTR,

2.1.3 %M PIGESBEEMEAREKMEARANER: HEANEW T LB

31000

© PERFERHEWH KNI SHET http://journals. im ac. cn



- 70 - WEWEER 002429 (4)
FE, 37E 247C, 28°C, 32¢C, 37T

q 60 BT AR IS Je R B A 37°C Bk 28C i
Es0 3 9, VCHERCHES, BEAEAKS
™ 10 'g BF3C, 4R BRBAEX GABA, Bk a T
> ¥ REORKEADEYH (H2). 8
W SERBENEAEE KSR, FHTFR
o HBHEHBREA. RAJCHEH{IShE, &
EEo3e Fi 22°CIPTG BT 4h, BEIKBREEAS
M2 FREFREEMESAREREER 2 Sho

EEROEE 2.1.4 BB EMAELKNELEL

(OBREA EEYE)

HEE. 5RH 1%, 2%, 3%, 4%,
5%, 7% 10% WEMHREFH R REHER,
BRI R ER, SRRV RERS
- BT EAREE KT GABA, 24k o, TR
S EARAREMARE, LB In
; FMENH,
#2.1.5 BBRBHNHENELBEALE KN

1 AT, 2 AT, 3 RNT, 4 37T, 5 37CMNTC, 6 TLRT
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¢ {IPTG)/mmol L
B4 AR PICHEEMNEHESKEBHEERD
FEBMEW
DH#ER, wi9E

1 01,2 02,3 04,4 05,5 08,6 1.0,
7T 12,8 14,9 1.6, 10 L8

318 95mg/L B GABA, 3%k o, TREBAFRE,

EARZENEW: 20X A 20%,
0%, 40%, 50%, 60%H 70% B
Wi, EFAEARTERRER. 438
R K 30% 5, Al IR EE MR &L
VERHEEEQDERER, ®E 1000
min, 150r/min, 200r/min, 250r/min,
300r/min F 350r/min f1HEHE 5 1T 3L
R, RER: HEEE, KEBNEK
SHRNEFREARES,

2.1.6 IPTG i T 5 3r 6 |) A6 F ok BF
MEAFRERKRMEARANEH: PTG
REA@REEHREQNETH, £E
HAEEHEREEREHFEIShE, A
IPTG, REEIEsFME R 32°C, 49
%4, 6, 8, 10, 12 #l 24h, B4
HTRASH, MIAEREERY, B9
FohAIRBERHEREARERLR
(E3), RE T HHAARKE PTG X
EHERABHREONER, B4 85
0.4mmolV/L By IPTG ARG RAEFR T
2, ERAEAT, BREEEFTLL
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2.2 REREMKEFRES

¥ ERERAICREA B RIE GABA, /K o TEEB A KN A T REEREAZ
K, REHEAELI6L, LHER 10L, SR 3%, & 3000/min, UG 37CHI1.5h
B 2CIPIG R, FAHIRER 0, HIARHE pH, EREEE, #irEALYRAER
EEASPNIR, EHESKERE GABA, ik o PREANSNES, SEREAR
AR, EHEERRER POENNSE, s KRV BER, &S 1.sh A YRR
2.5g/L, S F ah AR K 4.95g/L, BhE BB RER ah BRI, £V &2 B
B, SHEN, ZEE pH EZEEAE, BE 0, BEMM., EHEERDE GABA, Zik o, T
EBHBSHARREMAX CTRAE RN TREBRSEORERE, E8 136mg/L, 2
BRI R R 2.4 15, BRDEBEAW 5.5h, WER KBS 3 ~ 3.5h,

1401 6 101 1100
3 120 1 [
g1 rs of 180
< 100} | [ ey
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ﬁ 6or I 6 {40
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40} i 5_— 420
20-- i L P 1 "t L ! ! 0 47 L& [T WP N S S ]
o1z 3 4 5 6 7 F 9 T T T W
t/h t/h
B EAEEEREhEKEOE LML
o BREH, = 4£9E, = pH, «» O
3 itig

BRI E 4 DNA BAK MR INSE AGE S8 SRS RERRERE, 2H&RE
BHAKRYHE AR E, B TABAESE nEBEREE) £EESHRMEE
EES S FHEGERKERN, BEEEREAXACRERINEARKER, ANR
MIEEHEER, AREARENEE T HRPRZAZZHEREW, W53T 83
BE. DNA ¥ FEEFY . FBFHEAIR. oRNA 5 F T REH . RiAFRE N EAE
B, UAKIARMERELRES, AXTR TERABSRAMNELRN E. coli
NovaBlue /pTrcGABA166 — 296 BIBRIE & T ik GABA, Z1k o WHF BEIHEW, B

RN, EARAERENESLETUASEREARM B EERER, EXEN
BN, BFEEOESEKETEAMEDRIOER, BHAGTHER O RERFRE
EMEIERHEE, FAREEERNETREAATRSAEDEAFEAN
FikHHE, TRERTR, RAGEERREFAVEL -PRABREDREE,
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