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Fd-B &R R & RKEE (Glutamate synthase, Fd-GOGAT) X5 &R FHH

(585 : ADS-W-N002-48 fI#R;% 48 #)
T F_" EI:IIIIII%fI\ :

AEREHEE (GOGAT) ZomTEYH, EYRENENRLHERIEREE (NR) FITHEERITRE (NIR) I& 55 NH4+
B BEAEBEREMEE (GS) &5/ GS/GOGAT 24 sk TRRMNELMFA. GOGAT —REAWMK—KRETH
TETFHEME (fHF) $8 Fd-GOGAT, R—A(ZEHFAETEZEHR (AR) BIHRMAEF A NADH-GOGAT,

Fd-AEMEMES (FA-GOGAT, EC 1.4.7.1) g AEBENEEEH - R, BRI FHAER, BARRTA
FRNEESHAIBAER, ANSSEEfIRNEREEYR, ZYRTE 450nm LHFRARKIE, #MEE Fd-SE2KRE
FRESAVEEIE M RN,

% RN L-glutamine+2-oxoglutarate+2reduced ferredoxin+2H* = 2L-glutamate+2 oxidized ferredoxin,

= T ERYE A FIBCH -

RFIBFR FAE REEX #Zx
BECE | Rtk 100mLx] #f | 4°CIR7E
FIRTAL T3 4°CB ORISR E R,
T — T IRE: 4°C
A AL RE | g on wipmanang, 5 ecks.
FIBTRIL T ok 4°CEL R IS N A B RS,
T — 317 4°C
A AL BT | gL mieman s me, 1) 4CRE.
FIBTRIL T ok 4°CBL R IS N A B ED,
H= M3 17 4°C
A LELRRL BE | B omL tiEman SR, 1) 4CEE.
o s P BT — %) A 71 B S5 mlL Bk

] SHEMB 3% 4°CIRTE | &AM, B30 1mL X7 B BN 1mL iXF A &
SEARAIE mix(—EARNAR).
FARIAB/LTH 4°CBLERFIENRERE,
B RE.
FARIAB/LTH 4°CBOERFIENRERE,
B 1L1mL Z&EKEHE, 5-20°CR%E.
FARIAB/LTH 4°CBERFIENRERE,

el ik 2mLx1 7 4°CIRT5

ERIVN M1 -20°C{R 17

HFt RAE ImLx1 32 4°CIRTF

BRI LR
PR w1 X 4°CIRTF HEMMARE, AR,

=. FrEEREEFA&:
Eetrf. 96 FLAR. BRNBOHL. Katw. TIERNBERF. PFsh. KFIZEIEBK,

M. Fd-GOGAT Eg3E MM -
BIIEN I ANEEL 2 MERMFUNE, THRAMERIER, REILNRRE, BeSisEARMRF
RER!

1, HAFIE:

O HARA: FRERAY0.1g BLR (KD ZAIFEARR 0.5¢) , MIA ImL #2EUR, #1T7KES% . 12000rpm,
4°CEily 10min, B L&, BWKLEFN,
U] EHEAR, TRBELRR@Q: BEREFRmLA 1 5-10 MELGIREL.

Q) ME/ MR
FWEMRFRMEREOER, BOFFLE, B500 FHEESAMINAN ImL 12BUE,; @B FEE
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MEFHARE (K5, 300W, #BFE3s, [@fg 7s, AARTE 3min) ; 12000rpm, 4°CE:(r 10min, B _LJ&,
BK LN,
] FHEmiERsE, RBAE/MBBEAD): REGRIEFFA(mL)A 500~1000: 1 BYELHIFITIREL.

2. B

@ BeFRIAH 30min Y E, FAFHEKE 450nm,
2 7 EP EHACRIN:

RFABFR (uL) MEE Xf R
B — 50 50
A= 50
HF= 50 50
EFIN 100 100
ZRIBK 50
X mix 50 50
J’S, 30°CR N 30min (CEHERS[E]) f5, SZBIF 95°CHhKHKA 59
th, =EWE 10min FEEE (FAWEREREERSRKMNEASHE
FiR)  EEREHFVTIORE SN EEZIHRS Smin, FF 12000rpm
B0 Smin, _EEREN.

@ BER: 7 96 FLARFHKIA:

RFAIBFR (uL) WEE R
REBUK 60 60
F A 20 20
B 10 10
EER 100 100
A+t 10 10

&%), 30°C/RRZ 15min, 3ZBPF 450nm £MERRSEE A, AA=A JUE-A
MR, (EMEAFTE—TEIXNR )

(] 1LEAA ZEETHIEAE, TUAEREREMEEM EER (V3) K8 (GniEma) 15ouL) |,
MREGRAERR L ; REKFEQ S 30°C/KR MATE T (AN 30min #AIE 60min) , SRIEMEFERE W (1R
0.1g=E 0.2g) , MKEFH VI T WERATEAREZFITE.

2E ANMENERT 1, NAREE G RN EREMEER (V3) € (AR E Soul, M
REGRIERIIG NS E AKATE) « MKEEN V3 FRAELAREHNITE.
i\ gﬁ%i-l_%:

1. AL FEA y=0.1013x - 0.0084, x AtREMARRMNE/RRE (nmol) , y AAA,
0.6 -
054 y=0.1013x-0.0084
0.4 R% = 0.9991
a
o @35'
0.2 -
0.1-
0 ' ' ;
0 Z/Vﬁ% 4 6

2. FEAEAREITE:
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BAIEN BEFERAEAE/NNER 1 nmol AR E X H—NBEE B4
Fd-GOGAT(nmol Glu/h/mg prot)=[(AA+0.0084)+0.1013]x(V2+V3)=(V1xCpr)+T
=592.3%(AA+0.0084)+Cpr
3. BEAEEITE:
BNEX: BRrARG/NNER | nmol WAREREX A—EEE B,
Fd-GOGAT(nmol Glu/h/g #£E)=[(AA+0.0084)+0.1013]x(V2+V3)+(WxV1+V)=T
=592.3%x(AA+0.0084)~W
4, FRMESERTEITE:
BNEX: SETHESMAEE/ NTER | nmol IIARBREX A— RN B4
Fd-GOGAT(nmol Glu/h/10* cell)=[(AA+0.0084)+0.1013]x(V2+V3)+(500xV1+V)=T
=1.2x(AA+0.0084)

V---12BUR AR, 1mL; VI---IIABEAREFR, 0.1mL; V2---R N BEFR, 0.3mL;
V3--BEMHE EERAETR, 0.lmL;,  T--RAFE, 30min=1/2h; W---HARRE, g
500---4HfREE, 7,
Cpr—H#ABARRE, mgmL, BIWEHRALS BCABARENERFE;
Bt: FRorhHIEITRR:
1 #AESER (10nmol/ul)
2 IR ANMEE: 0,0.01,0.02,0.03, 0.04,0.05. nmol/pL, th I ARIESLFRREASKIFE R,
KIERERNME, WEBEMNINEREE RBERATHIERERL.
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