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WE ESTH-HUEAE (NOS) KYARHER (L-Arg), BMEE FLFEEME I (NADPH).
WMEAEYRE (BH,), ARXEEFR (FMN), REREY B8 (FAD) URK C2*, EHEAS
BB MAXBRARSRKEC LW, ARBRNER. 37CHEE 80 min, MAN- (1-Z%%).2=
B MEARBEMOER, BELYMNEME N AR P —E 0 E AN NO RS ™=% NO, RESL, &
S—FRER NOSIEHEME k. RN ABREPH N 7.4, K,=0.1 mmol/L, EHN NO; £R &
SMARGBZEIHFREFKERXR (r=0.998). WHEMNE., HE. BEEHF, R CV %3.69%,
#E CV A 5.16%. 10 HEERKREAR S NOSEHEY (39.61+£7.64) nmol/ (min-g).

xf@id KRMAH, —HALREGH, —fS48 TmRi

—HAE G (NOS) R AEKEAR
(L-Arg) MEXRR EHREFSEEE=4—
AR (NOYM. NO B—F R AR R B B
B, ERAFE_GFEAMEERNEM, 8
T S FREEELE. NOS TESH
P [FAEM (cNOS) MiEAEE (iINOS).
iNOSREBHAMME 7. AEHNBRXEESH
BEME, EARETF G2 MBS HEANE
E. cNOSMIMR, HEHRERZERNE
W, TWECa MEHES. WAL PH NOS

FEH cNOS. HAET, NOS MlE KLRAMS -

SREEW E 3P, NOS fEH T°H Wi EY L-
Arg J5, RIWARIRER B0 & = %°H &£ 5§
IEmR A R, I H NOS F#:. REH|
MllE FERBEAEAMNES, BEHNEXEL
R WELERHGMNE, BHE T rEwg
K. ®iNZ% HEHF5 NO Ml NOS #H XXX
wRUST, Sl I E NO BE R P24 NO, ™ ik
B, BT —FRHEEAN NOS il E
Fk.

1 ¥ #

1.1 &H

L-Arg. NADPH (% 98% @y @y ).
MNBEHELEHEAR (LLNMMA) B H
Sigma Ad], BH, E ICN 5], =B H R
BEP L (Tris, Serva A7 = &), D-Arg (F
EHE ¥k EEWLERR &), NaCl,
CaCl,» MgCl, #1 EDTA (¥ F IR T 4
P8 A BT AER) .
1.2, zh¥

Wistar KB, EE 200~250g, BEHELF
(EBEsh4 L5 4R 4).

2 5 &

2.1 KRRER—FHREHBNES
B R Wistar KB, Wik/5 Bl &g
TRHR, AHELEESFHVIKE pH 7.4
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50 mmol/L Tris W (TBS) Wit=K, H
WG EABBEIRED, WMAERFL
Tris R, TEKBETRSIE. SHKH 10000 g
0~4C H#EE L 30 min, WERL LB
BIFEHC R - 40C vkHEF 2.
2.2 BRREBFREVEILFNO, ME

B S RV i & S4B 200 pl, K9 NADPH
0.1 mmol/L.BH; 50 gmol/L.FAD 10 gmol/L.
FMN 10 pmol/L. DTT 1 mmol/L. L-
Arg 1 mmol/L.. CaCl, 1 mmol/L., MgCl,
0.1 mmol/L. FHiHEHAS ugM KB RAHALRS

EO EHEWSO pl (0.1~0.2 mg EAE).
RV Z 37CEBYEE80 min, MAE 5%

MK 1% & EFEBER 200 ul, 0.1% N-
(1-Z5%) -Z " F£200 pl, H BT-224 g4
o i b 8 I 2 B S Y (R R P NO; %
E[GJ.

2.3 MEESRPHEORER

FRMERBOET M E X ERARSIE

O RERPAEAREE, D EEEER
WERPHELRE.
2.4 MREMERRTAE

A1lmg EAREBRKINEZRZF 1 min &
HEHINO, &, TR K BARA S FNOSH & .

3 #R5i1i8

3.1 K4 L-Arg ¥ NOS SELIE
NOS A L-Arg NJEY, RNEERPAM
L-Arg, JLFEH NO; 4, 0~100 ymol/L
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E1 L-Arg REXM NO; £ EMEM

WEAN, NO, WAERBKBT L-Ag W E
(B 1). HEWRE D-Arg B\ L-Arg fEIEY),
Rk &P NO; EREXRLF AN L-Arg.
RS R NV Ak & R hIA 150 pmol/L L-Arg 34
S —H LY L-NMMA, NO; 4 A
BB 90%. HUARLEETA NOS I E
EEARENERE, NO, 894 BGE K B
EERRPNOMFARE. BER1, HEL
BYEAE, k1§ K, 5 0.1 mmol/L.
3.2 SRV E

FENOS W ek &, Bf&E KB [E] fY i
K NO;, WERN (”2). dE2 TR, &
20 min ) —EHH, 20~80 min HLRHK WV
FrBt, 80 min LAJSREEBTRIAELK, NO; ¥
EABR AN, ZHFATEH. BHR
{I17E LW i A 20 ~80 min BT WA ]
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1.6

¢(NOz)/umol - L'

0.81
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3.3 BaBSRIMXRUE
B—#m, EEEMENN, NO, %kFE

B, CEARIFHAEXE (B3).

3.4 BiE pH % _

A Tris R BEH pH 6.0~9.0 R5|E§
RV RBER, #ilER &P NOS EH,
ZERBR pHTE 7.4 BIEREHR K.

3.5 HBIEF3 NOS iEMH R m

NADPH. BH,. FAD #l FMN & NOS #
VEMBE TP, NOS#% L -Arg BIZERM
FMBH NO, XA TERL. SfiE
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1 DOFHBHEFI NOS EFHENES

E§g§ NADPH BH, FAD FMN cpf:;f.’z;)_lf
1 + + + + 2.15
2 - + + + 0.27
3 + - + + 1.44
4 + + - + 1.74
5 + + + - 1.59
HE: + AMRENEARERPNZERLS: - AR ERPRME

BT .

AFE1FFUEN, NADPH & NOS B
HEMHMBET, RNAER$ED NADPH,
NO; A MR/ 90%, 7E 0~100 pmol/L 38
Bl NOS iEHEK# T NADPH % E (H 4).

)/pmol + L'
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3.6 MEEARE

Fl—HES, EEWME 20K, #t CVv=
3.69%. tr& - 40C K GERE, SHME 4
W, EEWMES d, #E CV=5.16%. Hilt
BHATEEEHRI.
3.7 HHBELERE

FRCRF 4 ST 4C A B - 25C B %
R, BHAFRHEHRZER—-HESHESR.
R, ACKRE, 3dE %S REH TR
T -25SCRFRAMNELEME 10 d, FRB
SE . WRCHI A IR B R
3.8 AR BAL NOS EHEN B

AAF %M E10H 2 K Wistar KX B
AL PNOSHEE, HERH(39.61+
7.64) nmol/ (min‘g) (z*s).
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The Measurement of Nitric Oxide Synthase in
Rats’ Brain. Wang Chengbin, Tian Yaping,
Deqing, Jiang Cien
( Department of Biochemistry, PLA General
Beijing 100853, China).

An enzyme reaction system which

Shen Wenmei, Wang
Hospital ,
Abstract
contains L-Arg, NADPH. FAD. FMN,. BH,.
Ca’* etc, has been studied to determine the
activity of nitric oxide synthase (NOS) in
rats’brain. After being incubated at 37C for
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80 min in dark with samples, the sulfanilic acid
and N- ( 1-naphthyl ) -ethylenediammonium
was added to the reaction system to measure the
concentration of produced nitrite in system. It
was found that the optimum pH for the enzyme
reaction was 7.4, K, was 0.1 mmol/L. There
was a relationship between the amounts of sam-

ple and nitrite concentration in the system. This

method is simple and convenient. Intra-assay
CV value is 3.69% and inter-assay CV value is
5.16% . The specific activity of nitric oxide
synthase in ten rats’ brains is (39.61%
7.64) nmol/ (min-*g).
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BRE MPEBRBEREARTE (TAME) EMEAMH S —4KY. TAME SHE QS KRERE
A ERBEEERSEENERSYFNY NOHE RN, SERM pH M TH. URI NIET
F, EEWE 555 nm Ab Y60 Y KEAE BT LA MW pH B985 4L, 250.001~0.3 pg ER, BMEEM

HRE 555 nm AR ENREELEXER.

X BREORE, HENE, YRAERBRERTE BO

AERTEREFEMRE DB AR ETK
BIEYE, FRAMPEEREREARAE (N,
p-tosyl-L-arginine methyl ester, TAME) &%
BT RY . ISR Ay Eel |k,
RET—MHREOBEENEBE L. F
A TAMEfE M EOEBN T %KY, £
ERG THBEENB KB SRR EOERRE
SRMERTHEIHREFMRY, S
B pH EHFEMK, LIZEBL (phenol red) K15
A, W E W FE 555 nm L0 Y6 W W E B A
i, TTRAHREE MR E A E R RUE. RES
BEE—EMIKETEE MY 555 nm ALY RE
MREERERFMAEXR, FEITUEYER
il 2 R R BB A A

1 #MEFFEE

1.1 ©¥E
TAME, BBECOM,. BREEOE N
Sigmav &, HPBREOBMENR

10700U/mg, " H E EHBEE N AN
54 U/mg. BEBEAEABAMENEEOREH
FEWEREABERAFARE, BhH20H
4000 U/mgMi2000 U/mg. OB 4 (pH
AEFEE. 6.8 % ~8.44) Kb FE2ERH
AFE 5. HAaE O E e
1.2 A&

EMBERAEH : 40 mg XML HEE
KR, A 240 pl 1.0 mol/L # NaOH %
W, RAZARBKEARZE 200 ml.

1S5 ml FBABEBRPMA 0.2 ml
2 mmol/L. TAME % #. 20 pl 1 mol/L CaCl,
W, EEMEHKE®RE0.28ml, RME
KRA 2 ml, MHEERA pHIER 6.90. ZiR
T 10 min RTERSM] RAEFEE T (UV-120-
02, H/E) LM E 555 nm B 56 R W (E 2E 4k
DA HEE W A0 R B B o B, DA K

DEREKARA .
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