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[ Abstract] Objective To optimize the expression conditions, purify Metase—PGEX—4T—1 protein cleaved
GST tag and product polyclonal antibody by Pseudomonas putida. Methods  Recombinant plasmid of
pBSK—Metase was obtained by combining L-methionine gamma-lyase and PBSK. Met—-PGEX was prepared
connecting to PBSK-Metase and PGEX-4T-1 by using gene engineering technique. Met-PGEX was expressed
inducible by Escherichia coli expression system. The expressed protein was purified by GST SefinoseTM Resin
affinity chromatography. The GST tag with the relative molecular mass of 26KD was cleaved by thrombin. The titer of
new Zealand white rabbit antisrum was 1:128 on double immunodiffusion, and up to 1:1 x 10° by indirect ELISA.
Results The Met—PGEX with a purity of over 90% was successfully expressed and purified. Conclusions The
polyclonal antibody prepared could be used to detect the changes from different origin recombinant L-methionine
gamma-lyase.
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R 2% B2 MK, SR AR — M KL A
A2y, B DA I 5t BR s PRIV T, AnBE ik
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1.1 ##

IPTG. PMSF. I-Glutathione ( Reduced) .
Thrombin (1000U) W4 H FifEEEEAYRHA R
/3F), SDS L5750, FCA, FICA 4 H Sigma /A #],
GST Sefinose TM Resin W4 H 4T, TMB JEY) i
IR & (20 x ) . IFEPLA 1eG (H+L) . HRP I
H ML A A, fh2E kR R4 Bio-RAD
chemical XRS+, H Jk & I 5 15 43 #1 {L Bio—-RAD
Universal Hood I , TWeen—80 5 H Biosharp NI
DH5a D9057, #K[4 MakerD531 I H TakaRa /7.
1.2 FHi&

12,1 EHESBRBOREZGMRE KBk
Met-PGEX # A KJAFF 1 DHS a 1, BRECR A
EERATEHEZEMSmL LB 5D, B 37C,
180 r/min ¥EIR 1 REHEFE 12 h J5%E A 100 mL # W
LA G EE I OD600 A 0.6 B il A& e JiE
0.6 em IPTG 55 5 h, WBEFIRE R 31C, 4C T 10
000 r/min 2.0 FEIRILTE 10 min, PBS $E# 2 IFFR
EBJ‘

1.2.2 BEHAESEBEALEELVIRERE Hik
EUF B TR DTTE ¥ 5 0.1 g {2 & il A 6 mL PBS &
. ALK EE 0.5 mM PMSF, B TUk/KIESW
SR, K 30%, TAESs, [EEKSs, R
30 K, EEE T MR E A&, 40 C, 10 000
r/min, 2.0 10 min, PHIRWEE.OET0E DS, E
HIEI LR amiLy R, B FiE T 0.45
um JEME. B4 mL FIERE GST A, REHAM: 2 Ik,
TR 55 1k, 10 f5HIRIAF PBS i VE4 &
1, 800 r/min B5.0:F 2 min, fiIA 20 U Thrombin
F 1 mL PBS 4 EVIBRARZEE N, HTFET 4C

KF 12h 5, BOWEYEER, 43 kD
Met-PGEX i th, 26 x D AR&HEE FWHAEH T I,
20 mM A ETH ARG 3 mL YRR ZE 1
PBS thyEdE . AR & D BENL M 20 wL B,
SDS-PAGE Hi, jk 2% 583,

1.2.3 Met PcAb #ll& (1) HrlaHEss: YR
) Met-PGEX, 2§ 1 AR 300 ug #i B E] 1 mL
PBS 1, FCA I mL EAFALEIL A6, B
ATKHORY /O AT LUESS, FRaig g, |
KB FCA ZLAb T, HAR 4 IR
FICA FLfbEE T (2) it fe: W2 ~2.5ke
TP B ik B B 2 T A B v 22 5, SRR
I 1 mL 7 A BT B A R G v S o 2
ml, G 5K, @ | mL EGER R T 250
S5, 1ASFRAL 0.5 mL G, BURF 450 [l H
MR FHRIA. PRS2 kalkE 14 d, HAx3
YRGBT E] Ky 7 . 55 2 YRt Jim Sk kR 1
WA BT HOE AL e (3) ZhilidE: R
MATSHIES S 12 h, RS8N Bom i 74 A S ..
ARHTHEH 10 mL 5% 7K A SRR I ) P A 5 TG # g
& BIRFARXIBGRE, HitkoBaingk, 5y
TR, AR Sk TS S R T, %
k). FHFARLEEFLm Oun s sk, £k
LG A SRS, T3 — AR Mk, sk
90 mL, WM RN ZEIRALE 2 h, A mEEHIE s
)2, BCEREEIRELC 5000 r/min, Z50 10 min, W
HOEJZ Mg, LIRS 35 mLEHUM Y, -80 C
KFEIRAT ;s (1) ERETRG 2 vo BT AR SAN R «
L[] GBS B I Z B0y, Bl o b m
O12%IFREREEE K, SRR 2 ~3 mm, FIHRET )
FIZN R LA IR S =, T4l 3R 45,
B 3 mm AT, MAETE LR 4 ~5
mm. JIFE AL S5 1 mg/mL Met @4 8 H 20 pl
AL, ARUOMA BT BE PBS, ZHUREH,
1:2, 1:4, 1:16, 1:32, 1:64, 1:128 {55k ke, &
FUINAE 20 uL;  (5) PUBRBUA S N PERTI . AR A
T R T 3 R B AR R 50 ng/ £, =9
FLINEE BE R 1:2 x 104 [6]4% Elisa 200 ZH0504r .
WEZE . B, FBEYE3 4, 843 L. 1
B B BV 5 4% 909% LA F Met-PGEX 25 11, 50
ng/100 pL LA RN O, 4 Ciobi. kH
PBST JL T3k 3 WkJG Ja H 5% Wi le Wik 37 CoKIR
A 2 he PRIERIE S L AL—HUIMA 100 wL PBST,
FAMEH —Hen AR e Sl i 1:100 f5H# 8, FH
PELH—HT 5 AN AR BE 800 £%. 6 400 5. 12 800
. 25600 f%. 51200 f%. 102 400 f5F B 37
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£ 100 ul, 37 JERIE 1 h BERJEHIA 1:22 x 10°
Bt 1eC (HRP) 1E5 —#i, %L 100 pL, 37
B 1 h, TMB JEYIE @514l 100 uL, #OER
IV 20 ~ 30 min. AL 1 M BRER 50 ulZ% 1k .
MiEFRIL OD450 325

2 &R
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Met-PGEX 1553k )5, SDS-PAGE HiJk /3 #7
YIBR bR % 2Z Bl Met-PGEX fll &5 1/ T2 M 69
k D(ULEE 126 2 9kiE) , VIR GST A& o Je
Met-PGEX 735 43 « D (WL 1 45 4 JkiE) , 4
i 5Hn i 11 Maker #HXT 0, Image Lab 3K {453
W UIHFR 2L 5 1) Met—PGEX 23 KT 90%.
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Fig. 1 The Met-PGEX cleaved of GST Tag
I:Marker; 2:88%)5 FIE; 30 AEE IR 4 P05 it
5:PBS ¥Eid; 6:PBS YEME; 7:PBS ¥EME; 8:20 mM i R ALY
e H IR s 9:20mM I8 JE IR i H PR .

2.2 WERET BUERESNHUE

HVE 22 2 R 7 d 5 BRIk CR N, A
TEIEATALIE B ST 7 R UCh PBS L. Z2HUEW . 1:
2M% . A%, 1845, 116 f5FR:, WMELHELS
e fLHHBRUTIE L, 1:8 bk, HUIRSU A 1:4
(L 2) . )i — WAy a RAR ML 43 31 5 Az |
LA T A R TR O ) S e P O B, R AL
TR EF 7 AR Y A PBS £L, 1:16 5, 1:32 %, 1:64
. 1128 F B U HH ULk, A 5 IReEa il
ZHRM A 1:128 (LK 3A) , ZHi 5 EZKEE
ZH R ARG SN eI 1:128 (WL 3B) .

2.3 |84 Elisa i& S H & M HENE

22 —PUn PBS, FAHEXTHEZH—Bi b S i
USRI, BHME AL — T R R R A B A S =
Pr. EEFRILI OD450 ZHU R PIN HLAE KT 2,
ZHRMNAE 1.1 x 105 L E (L3R 1) . BEHE 2P
BEAREOE R, OD450 S80E w4 R FHE
L3755 B 7 A 4.
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Fig. 2 The titer detected by double immuno diffusion
after secondary immune
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Fig. 3 The titer detected by double immuno diffusion
after the fifth immune injection
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Fig. 4 The titer of polydonal antibody detected by
indirect ELISA with different dilution ratio
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Tab. 1 The titers of polyclonal antbody detected by indirect ELISA in different controt groups
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EARBGA A FBEME5IA GST #4r, H EbR
BRI 38% , 25 JEKFHR AT BT o Fu il Roxt BbREE M1
TR, R BRI R A 5 1) B 2 Rk
BBV 2 il s b, VIBRARZEE R A AL i
Pk, 0 TEN 69 « DIEAE AR N 43 «D
126 « DTSN, 43 « DIYHARE A GST 45
GO0, MWAEEWEE, 26 « DIOARZE TR (IHEAE
AL, ST BWED SEEASE. B
B, M E TR 2h 5, RIERA U
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ARAFHEA KIRGER Al B 558 o T Vs P 1 B R
Mg 2] A R S PR R oG, P fb Rk A,
R IG5 5 T 3 O B o5 AT 1k B A TR I R K
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