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Fd-B R ER & KEE (Glutamate synthase, Fd -GOGAT) XK &ixA+H
2. GO404F48 43k 48 #¥)

T FZEII:II:I%’{I\ :

BEHBR G B (GOGAT) iz /34 T v, R TN R 4 A B AL Jir Bl (RO A1 I il 8 3 Ji7 Bl (IR
R NHa 5, GBI 2B &l (GS) 251 GS/GOGAT 42 4 Bedt AT A & M L IR . GOGAT
—IRETEE: —RRZAEETHEE (D) 1 Fd-GOGAT, 7—RKREZAETIGOEHSA (D 1
JF /& ) NADH-GOGAT.

Fd-B 28 A 1 (FAd-GOGAT, EC 1.4.7.1) AL 2 BE ik ) 2 3L 7 Bl o 1 B8, T2 G 70 T A IR s
TR R TRERNEE AR AR, R 586G RN R E AR, ZPRAE 450nm AF R
Wik, HETMTAS 3 Fd-2 2085 RO IR BEE 1 K/

ZEH AL B L-glutamine+2-oxoglutarate+2reduced ferredoxin+2H* = 2L-glutamate+2 oxidized ferredoxin.

= I ERYE R ABCH -

R4 R Firg {RAFER B/iE
PREUR | WAk 110mLx1 | 4°CIRAF

FRIRJLTE 4°CEILERFIENLERER,

KA~ | WA mex1 | 4°C

Bl B3 me<1 i B | B omL st s, 1) 4R,
FIBT R T % 4°CE LR AITE N B RS,

RA= | BAme< M | 4°C

Bl Bl me<1 L e A

o ‘ ‘ FIBT PRI T % 4°CE LR AITE NI RS,

WA= | WAmext B | actoE | R oTE

B 12mL BREGRTE AR, 1) 4°CIRTE.
IRAEI—3 X7 A F1 B 5330 A 1.5mL K187k 5
A°CIRAF | &AM, B8 1.5mL X7 B BN 1.5mL X5 A
FRARHE—EARR).

WY A mgx3 3%

BRI RFIPY B mgx3

R T Ak omLx1 i 4°CIR-AF

FARIALTR 4CE L ERFIENRE R,
WA WA mgx1 3¢ | -20°CHETE | FAN 3.5mL FRIBAGER, FIH%ET-20°CH
7 (REBGREFM) .
FARIALTR 4CE L ERFIENRE R,
R AR,
B, Wik mLx1 % qoClity | BEFMTE, MABZKT.
=, rENEMAm:
AL T, ImL IS LI OGB4 lem) « Kian. Al WAs . WFER AT 28 08K .
M. Fd-GOGAT BEfg5E MM :
EIENSATE 2 MERMFUNE, THRAMERER, RELHRE, BELi
HAMRFERE!
1. HARHIE:
O HLFEAR: FRELL 0.1g HE UK ZHIREAR 0.5g) , I ImL $250K, HEATUKIG
513%. 12000rpm, 4°CES.0» 10min, B EiE, Bk AR,
GE) S A S, TRBELARE(Q: RIVEAR(mML)N 1:5~10 AELBIHRE.
@ ZHEI A
Sl B BB O N, B0 R IE T B 500 540 ERA A NN 1mL $REGK

R Ak 2mLx1 i 4°CIR-AF
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AR e ot iy s BIRAR] v geruisibiocom AR MR
P AR A T B A (UK, 300W, HEAS 3s, [AJRE 7s, JSARFIA] 3min) 5 12000rpm,
4°CE.0 10min, B i, BEIK AR

U] EEmaERE, RBAR/MBEE10): REUEAFI(mL)A 500~1000:1 FIELFI#HITHREL.
@ AW 30min LA E, K E 450nm, FEEKIHE,
@ FraRAIAE =R (25°C) , BUATTRAE 25°C2& 4 F/K¥ 5-15min.
® FESHRMAN: R FA ST 70:30:20 HLBIEL RIS (ki 120uL %
REW, Bam bR GRRAWAZ ESD, HRIA) .
@ TE EP & RN :

WAL (Ul e g Xof B
i — 100 100
A = 100 100
W= 100 100
RBE), 30°CHEHE 5 2 %h
FEAR 200 200
i&%% 100
el U] 100

W), 30°C/ M 30min (HERAIT D f5, SZRIT 95°CHiK K 5

Oyl ZHIEKE 10min J5 2 EE (5508 2 5 IR s K g

AEEER) , BERGESLTIEREG N ERZIRY Smin, FT
12000rpm 0> 5Smin, _EiERAN .

® BN 7E EP & RN

WAL (Ul e g Xof B
PR 230 230
WA 70 70
151 PAN 30 30
iEW 350 350
Wl 20 20

V2T, 30°C M. 15min, AR 2 1mL B35 AL 642 1em)
H, LRI 450nm AbEEEUROGIE A, AA=A TIE-A XHE (FEAMFEAR

TR NEEXHD .
GE] LEAA ZEATHEAAE, ATUAREREMEEM EER (V3) WE (A0#EME) 500uL,
MIREGRMERR L) 3 RIEKFE@HH 30°CRRATE T (AN 30min BEAIZE 60min) , ki
TEREERRE W (B0EH 0.1g % 0.2g) , MKEFEM V3T W FERNTELAKXEFHITE.
2.5 AMEMEKRT 1.2, AR REE RN EREMLEER (V3) N2 (JERE 150pL, N

REGRMER IS M AKATE) » MKERH VI ERANTELARNEMITE.

. HERIHE:
1. ARHERIZE TR y = 0.0451x - 0.002;  x AArdE s B 2 BRI EE /R BT & (nmoD) , y NAA.
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2. RFEAREHIRE A :

BN E X R HAUE SR/ B 1 nmol IR REE & SN — AN IE 15T .

Fd-GOGAT(nmol Glu/h/mg prot)=[(AA+0.002)=0.0451]x(V2+V3)+(V1xCpr)=T

=380.1x(AA+0.002)+Cpr

3. FEAREEE 5

BT SE N BTl /N AR R 1 nmol I REE & XN — AN E S 8T .

Fd-GOGAT(nmol Glu/h/g 1 5 )=[(AA+0.002)+0.0451]x(V2+V3):+(WxV1+V)+T
=380.1x(AA+0.002)~W

4, R B AR R A

BN X BT A BN B AR N AR R 1 nmol A ER SE SN — AN 1 8T

Fd-GOGAT(nmol Glu/h/10* cell)=[(AA+0.002)=0.0451]x(V2+V3)+=(500xV1+V)+T
—0.76x(AA+0.002)

V--AREUR A, 1 mL; VI-IIAFEAAERR, 0.2mL; V2--JZ SRR, 0.6mL;
V3--SO B EEWAR, 0.35mL;  T--[NEHE, 30min=1/2h; W--FEARJ &, g
500---ZH s, 73
Cpr—-FEAE AR, mg/mL: @UAEHALN R BCA & A& & E 77 &,
Bt Rt h 2R 1 i 72
1 AndESEER (10nmol/ul) .
2 HEREH AR R B LA R R FE RS RS AR UESS : 0, 0.01, 0.02, 0.03, 0.04, 0.05. nmol/uL. ] R4
S PR AR R BERRAE SR
30 MRKIE RSB, D IR R AR, AR A5 SR B R A by ot it 2R
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