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d-BEEE S HES (Glutamate synthase, Fd-GOGAT) iR FI&iEF B
55 GO404W ff#RGE 48 #E)

\ FEERfEN:

WAL N (GOGAT)) iz 73 A T A v, AN TE WL S 2 A IR I JE Al CNRO AL I A R 34 IR i (NIR )
EJFE R NHA+G , 8 B2 & g (GS) 2 51 GSIGOGAT i@ f2 A RE AT A R M AL A FI FH . GOGAT
— A IR IR T R () 1 Fd-GOGAT, H—K LTI EHL () /i

) NADH-GOGAT .

Fd-73 2R & 1M (Fd-GOGAT, EC 1.4.7.1) AL RABENE R IEH AL B o I — 1R, T2 701 I 4 R 5
AR S TRERNEEE SR AR, FIN5S 8 ORI B A R AR, ZYRTE 450nm 5 5 KR
Wi, FETIAS 3] Fd-73 28R & U (1 B TR
AL %ﬂcfif L-glutamine+2-oxoglutarate+2reduced ferredoxin+2H" = 2L-glutamate+2 oxidized ferredoxin.

= AFIZHVE R FECH) -

VIR Pk TRAFESR ik

PEHUH AR 100mLx<L i | 4°CHR-AF

RBTRJLT S 4°CEUERFIENRE KR,

— 71 mg i 4°C
B Bl mg>d i | i omL s iR, 03 4l
RIS 4°CHL I Nt E R,
K= 71 mg><L T 4°C
B Bl mg>d i | i amL s iR, 03 4l
RIS 4°CHL 1% Nt E S,
l_ A=A 1 W 4°C
B Bl mg>d i | i omL s iR, 03 4l
A Amasa eAAT—iX 7 A F0 B 93U 1mL K iEK5E
A | Bmg)@ L | 4CIRE | ST, B INL M B B L A A

SRR mix(—REAAS5E).

FRITRJLTE 4°CE L ERFIEN R E KA,

s 3 I °
WAL | MR ML | ACRAE | e

FRIRJLT S 4°CBLERFIENLERER,

eS| EAS S AS=S| 1 -20°
B Hiil mg>d 32 0°CHRAF B0 1.1mL ZIBKBRR, 1-20°CIRTE.

ARIRJLT S 4°CBLERFIENLERER,

s 3 °
BAIL | MR IMLA S| ACRAE | e

PR UE S Wik mLxt 37 4°C A7 | BEHHERE, WAZZIAF

=, rEMNEMA S
BEEAR . 96 FLER . S aNE 0L KiBHe. IR A . WFER. UKFIZRIRK.
M. Fd-GOGAT FEg5E A& -
BIWEXKIANER 2 MERBTUNE, THRAHERER, REXWNRIE, B#RXl
HEAFIRFIRZR!
1. HERHE:
© HLWEA: BRI 0.1g HE OKFZFEAIL 0.59) » MO ImL $2H0GH, #ATIKIE
513%.. 12000rpm, 4°CES.C» 10min, X BiE, K AR,
) FEmiERs, TRBALAKRE(QQ): REURAEFR(ML)A 1: 5~10 ALLFIIEER.
@ /A HOREA .
SR P BB R B O N, BSOS 3 BIE s B 500 740 R ERAHM AN ImL $EEUR
R FE A R B M (UK, 300W, RS 3s, [AIRE 7s, L[] 3min) s 12000rpm,
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4°CECr 10min, HU_EiE, BUK AR,
) EEmEARE, RBEFE/MEMRHBEL D) REURIFFR(mL)A 500~1000: 1 AYELFI#ITIREL.
2, EHLAE:
@O BEARXTA 30min LA E, TS K A 450nm.
@ ARG R =R (25°C) , BUATE 25°C& 4 R /K 5-15min.
® FEBIR AN R F A S AL A% 20:10:10 HLBIFCERIE A (—Hin 40uL %
REW, BEnbE GRBEBAZIEZD, WEHA) .
@ 7 EP EHHRIIMA:

WAGFR (uL) e & POgicE=¢
ﬁﬁuJ# 50 50
A= 50
R = 50 50
FEA 100 100
7&K 50
BRIV mix 50 50
TR21, 30°C) . 30min (HERARSIE])D J5, SERIT 95°CHk KAk 5 4
By, =IECE 10min 5 2SI (550 IR R A S IR B K IR A A A
D, BEERESS TR RS RZEES 5Smin, 7T 12000rpm
BO0 5min, ISR

@ BOSP: E 96 FLB IR UM :

RFNALFR (LD P X} B
PR 60 60
R T 20 20
ﬁtﬁu /\ 10 10
B 100 100
b 10 10
VB2, 30°C/ 3 15min, JZEIT- 450nm AbiZEUROGIE A, AA=A JIlE-A
X (REAMEART RN E S D

[E] LEAANF 001, AILAAER & RBMEIEN EER (V3) B2 (AnEma) 150ul) , NIZELEE
REb; SEEKEE@S T 30°CKR RATE] T (Z0E 30min EANE 60min) , SIEMEERE W (20
BHO0.1gi#= 02g) , MKEFHVIMTHMW ERNTELAREFHITE.

2EF ANEMEXRT 15, NARREERNMEEMEE®R (V3) e (UEE SouL, T
REVEER IS M ERAKMTE) . MNEERN V3ERATEAREFNITE.
i BHRITE:
1. taiEfh 477 #2 y = 0.1013x - 0.0084, x AFRHE A2 L I EE /KL E (nmol) , y NAA.

0.6

05 y=0.1013x-0.0084
R?=0.9991

0.4

03

OD 450 nm

0.2

0.1

HEE (nmol)

2. FEREARE AR5
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AT E X B A E AR/ AR 1 nmol ISR IR & SUON— MBS 1 547

Fd-GOGAT(nmol Glu/h/mg prot)=[(AA+0.0084)+0.1013]x(V2+V3)+(V1xCpr)=~T
=592.3%(AA+0.0084)+Cpr

3. FEFEAREEEH A

B S B ZH AN AR R 1 nmol (A ZIR 32 SUN— MBS 71 547

Fd-GOGAT (nmol Glu/h/g % F)=[(AA+0.0084)0.1013]x(V2+V3)=(WxV1+V)=T
=592.3%(AA+0.0084)~W

A, FEOH TR BN M TR

AN E X B E 740 BRAE B AR/ AE K 1 nmol B 2R 8 S — AN B 1A

Fd-GOGAT(nmol Glu/h/10* cell)=[(AA+0.0084)+0.1013]x(V2+V3)+(500xV1+V)=T
=1.2x(AA+0.0084)

V- S BORARRR, 1 mL; VI1---MAFEAMEFL, 0.1 mL; V2--- [ S EFR, 0.3mL;
V3--- A B BB WA, 0.4mL;  T---J M E], 30min=1/2h; W---FEA i, g;
500---Al A H . /i
Cpr-—-FEAE A IKIE, mg/mL: iU HIA A F BCA 28 (& =l e 77 &

Bibe oot il 2 sl VL A

1 AR ERE (10nmol/pl) .

2 ERRRR KRR N MR . 0, 0.01, 0.02, 0.03, 0.04, 0.05. nmol/uL. AT HRE SEPrkEA de iR

BIRL .
3 ARSI BL R IR AR A, AR S R AT bR 2k
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