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Fd-AERER S RS (Glutamate synthase, Fd-GOGAT) I &i#HH

(555 : ADS-W-N002-48 1#f;% 48 #F BHHE: 3MH)
—. EFRNE:

ARREEE (GOGAD) ZoHmTHEYH, EYRENENELHEKRIEREE (NR) FITHERIERE (NIR) R NH4+
B, BEAEBKRENE (GS) 25/ GS/GOGAT 24 sE#H TR ENEMUFAFIA. GOGAT —REEMK—KREZHF
TEFHEE (M) A8 Fd-GOGAT, R—RZEZHETIEZEAR (R) HIREAFH A NADH-GOGAT,

Fd-B RGBS (Fd-GOGAT, EC 14.7.1) v A EBRNEEES - _R, EAAYTHAER, BRAFRTS
ARNBESARIBRAER, INEREFIRNEMBECYR, ZYRTE 4500m LHRARILE, #HMER Fd-SRRE
AEEREEETE RN
% RN L-glutamine+2-oxoglutarate+2reduced ferredoxin+2H* = 2L-glutamate+2 oxidized ferredoxin,
= RAIEMERAES:

R 7ZH 5> HFIHA HFRURE AREI
REUK HAR 100mLx 1 Jf 4°CRTF

1. FHEFCEEEBFEANRS (TFHR—
w3 — 3 1 4CRE | A

2. MR omL KYRBURFE M, 1 4 CRTF.
I FAHEINEEEMFENRTS (TFHR—
W= 3 1R 4CRTFE | B

2. B3mL BZBURTE SRR, )4 CHRTF.
I FAHEIEEEMFIENRT (TFHR—

RAI= MmF 1R 4°CRTF B ;
2. FnemL BYREURFE 2iRRR, 1) 4 CHRTF-
85X
y 1. IEAET—XiX A #1 B 2518 1mL Zi#Kk
- HFMA 3% vl -:é:;ﬁ:” i3 mL 7187
/i TJUE TS
RAIMB 3%

2. B8 ImL X5 B BN ImL K5 A FUR IR
I mix(—E R AE).
1. AEIEEEREENRS (AIFzR—
RAE AR 2mLx 1 ) 4°CIRTE ), BeikiiRg
2. REABSKAEEMHAER.
1. ImFAET 8000g4° C B> 2mim {FRFIEN
SV M1 % 20°CIRE | BK (AFHR—A) ;
2. AN LImL ZIEKBRE, 1-20CR%E.
1. IfsFART 8000g4° C &> 2mim {FRFIEN
el BIE ImLx1 X | 4°CEXRE | R TFHR—A) , BRRAFRE;

2. REABSKAEENHAERE.

1. EHEHMARE, MABNZIRT;
FRAE fB iR 1 X 4CRTF 2. IRBRIHEAE A ARER B E TR TEC S ;

3. BRERR—BERARE.

=. SCEUEEH
ek (D%  KE (B  aRXE OV, TERXBRE. KERw (BHE. BHFE. £8A).
96 FLiR. BLE. BBIRX. K (XEFAK. BAKYT) .
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PO, $EFRE :
ISR 13 MERAMMA (BINREXBHSE) BITMER, BRBIERIE, RIETSIRLE
RIE R BERARE, MDA A A R B
1. HEAIREL.

O ALRFELR: A 0.1g BLR (K ZHIFEARR 0.5g) , IIA ImL ZBUR, #FT0KAS %K . 12000rpm,
4°CEily 10min, B E7E, BWKEFEN,
CE] A maERE, THRBAARS(9): REUVRERmL)A 1: 5~10 AIELHIEREL.
2 ME/BEEFEA:
ZREMRRMEEEIECENRN, BOEBEFLE, B500 THAESMAMAN ImL REBUK, @R KHE
MES AR (KE, 300W, #B7 3s, [EfR 7s, /AAS[E 3min) ; 12000rpm, 4°CE:(» 10min, B EJE,
BKEFN,
U] EBEmMEARE, RBAR/MEHRBE0'D): REUKRAEFR(mL)A 500~1000: 1 AIELFIFHITEREL.

2. HMSER:

@ BeFRIH 30min Y E, FAFHEKE 450nm,
2 7 EP EHRACRIN:

RKFIES (uL) MEE X R
I — 50 50
A= 50
HF= 50 50
EFIN 100 100
ZRIBK 50
R FI P mix 50 50
&S, 30°CR N 30min (CEHERS[E]) f5, SZBIF 95°CIHKHKA 59
th, =EME 10min FEEE (FAWEREREERIRKMEASHE
FE)  EEREFEHFVLTIORE S EEZIHRS Smin, FF 12000rpm
B0 Smin, EEREN,

@ BERR: 7 96 FLRFHKIA:

RFIZE4 (uL) WEE S RE
REBUK 60 60
RF A 20 20
5% AN 10 10
EER 100 100
A+t 10 10
&%), 30°C/RRL 15min, ZBPF 450nm £MEERRSEE A, AA=A JUE-A
MR, (BMEATE—ITESNER )

[E] 1.EAA ZEETHHEHE, ATUESERNMEEEM EER (V) ME (aniEmel 150uL) ,
MREGRAERIR L ; REKFEQ S 30°C/KR MATE T (A1 30min #IIE 60min) , SRIEMEFERE W (1R
0.1g=E 0.2g) , MKEFH VI T WERATEAREZFITE.

2EAMEMEXRT 1, WARREEREMEEMESR (V3) B2 (QUERE SopL, M
REVRMERIG e B AKATE) « MEEN V3 ERANTEAXNENITE.
i\ gﬁ%i-l_%:
1, TREMETEA y=0.1037x-0.0031, x AfRERASEBRAERRE (nmol) , y HAA,
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05 y=0.1037x - 0.0031
R?=0.9992
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2, BEAEAREITE:

BAEN: SEHEAAFAS/NRER | nmol WAERREN H—EEE I BAL,

Fd-GOGAT(nmol Glu/h/mg prot)=[(AA+0.0031)+0.1037]x(V2+V3)=(V1xCpr)+T
=578.6x(AA+0.0031)~Cpr

3. BREAEEITE:

BRIENX: BRARE/NTER 1 nmol ARERE X A—MEE R4,

Fd-GOGAT(nmol Glu/h/g #EE8)=[(AA+0.0031)=0.1037]x(V2+V3)=(WxV1+V)=T
=578.6X(AA+0.0031)=W

4, RAESMREEITE:

BNEX: BEAHESMEE/ AR 1 nmol AR E X A— 1 EE LA

Fd-GOGAT(nmol Glu/h/10% cell)=[(AA+0.0031)+0.1037]x(V2+V3)=(500xV1+V)=T
—1.2x(AA+0.0031)

V--12BURAFR, 1 mL; VI---IABEAEFR, 0.1mL; V2--- R BEFR, 0.3mL;
V3B @M EERER, 0.lmL; T--RNEE, 30min=1/2h;  W--HAXRE, g
500---4HfREE, 7,
Cpor—-HAEAFRRE, mgmL, BIFEFRAAT BCA ZEARENERXTE,

BY: tRAERRZ SRS
1 FREREHRIRE A 10nmol/uL . Y5 8% FZRIB/K BB M MR ERSE A PR &M, 5120 0, 0.01,0.02,
0.03, 0.04, 0.05 nmol/pL, b o] ARIELFRAEFARIABATA TR E
2 IrmEBRSRERAOT:
1. IREUARAE S BHR 100ul, AIA 900uL 3%187K, SBSEE] Inmol/ul MIKR A BER,
2. WRER 1nmol/uL f4RS@FHER S0ul, SN 950ul 37K, SESEE] 0.05nmol/ul 4R SRS A,

/_\ ] :Z;(-J'-EF
PR 0 0.01 0.02 0.03 0.04 0.05
nmol/uL
g - | TS
PR 0 40 80 120 160 200
ul
7K uL 200 160 120 80 40 0

HIEERIFA.

3 EEeRNMBINEERMFRREE, REER, NERERLERE ORERLE H0R
HIPERRE 2L o
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BB (L) A 0 REE (RI—K)
REUR 60 60
RFE 20 20
BFIR 10 10
IN=T 100
RIEK 100
=nFt£ 10 10
SB4), 30°C/KR A 15min, SZBPF 450nm 4MEEUR A A
AA=A NE-0 REE,
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