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(TREEE)D
PR BT BA2257
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—SML R A BF (Nitric Oxide Synthase, NOS, EC 1.14.13.39, ik & )55 NENOS (TNOS) ) LWk
WAL L-FE 2R A INOM — 2K, F BT I L. BV, Wi, s, P4, B/ ekiE
M A5 S PR A o AR LR TS BT RN, 2 A5 BINOS (constitutive NOS, ¢NOS) #5515
FHINOS (inducible NOS, iNOS) , i i 8 — @R EMES B 17 vl S, Ja& MO TSNS B .

NOSTEALL-KE & . 70 TEMNADPH, ESNOMNADP+, NOTEKIEWR T % 5 B INO2-FINO3-. 7E[2
PERAE T, NO2-5 E AR A E B G, 0 52 O EE G, P I7ESSOnm Ak A FRAER Y i,
e FRCAE, 7T LATHE AR BINOSE R/

. Nitric Oxide Synthase . .
L-Arginine + O, + NADPH » NO + L-Citrulline + NADP"*

NO —» NO; +NOy
NO;" + 4-Aminobenzenesulfonamide &-b Diazonium Salt

Diazonium Salt + N-(1-Naphthyl)-Ethylenediamine ——— Red Azo Dyes (550nm)

HR: L2 AR 3N HZERRIREAMIASEY . QR A OGRS B B 75 B s BUR R R 3

I A B BEAT R .
N
WA FR Firs PRAE %A
IR — WiAk60mL X 13 20°C
PR — WitA0.6mL X i -20°C
ZEIT WiA20mL X 1K 2-8°C
A — WifA2.8mL X 13 2-8°C
A 7 X U 20°C
A= WAAR30pLx 137 2-8°C
A KX 13 -20°C
2 F 7l X 13 20C
7S AR0.6mL X 137 2-8°C
ESil R WA 1.5mL X Uif 2-8°C
58I PAN WAR30 u LX 13 2-8°C
©EIRATR WA TmL X Ui 2-8°C
B IRB AR TmML X 1 2-8°C
Bt b WA ImL X 137 2-8°C
VPRI 1 <

Lo RBGR = NSERWH, MR R IRES, -20C R
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2. WA WRFBCT R A B A, G RTINN6mLE R, -20°C 4> R AR AEA)E B S S R R
WA= LR I AR BEFEA B AR = Z80Pi=2 uL: 198 uL (0.2mL, 10T) FIELEIFECH], BLAH B
e ;
4. WAFIPY: IEHBTIIAO.6mLEE MR, -20°CorZEn] fRAZASE , G [ B IRl
L I IEAEETINL 2mLE R, -20°C 2 nl R AF4E, WA I B R
6.  TAEW: WHRTHRIEREA S EFRE SR — A= RF=T/E%: |50=02mL: 0.5mL: 0.2mL: 0.05mL
(0.95mL, 10T) HELBIFECH] TAER, P BUAL;
7. WRAFNTAER: 5 AR SR AR E B A\ =S L: 22501 (0.23mL, 23T) HIELGIEH], B

LG
SO I AR IR R A B R 42 R B CORAT: B OMEBB=1:178701E5, PRSI ;

9. AR#ES: 10 w mol/mL VY ERAN . IF A RTEL 10 1 L 10 v mol/mL S BRANARHEWL, SIMA990 n LANME/K, i 0.1
1 mol/mL Vil FREAFRAEW, FECIL A -

B &M
A WA EEFRA . AR OFL. T R EIR KSR . R BB L (I /96F LR . PR EE WG . W
B/SIH AN MR PR A . DK RN ZE K .

i 8

—. B (TEHRBRAUNEAE, BAEWHIT LSRR

1. HBFEA: @FRE0.2gFEA, TIN0.98mLAEE K —F0.02mLIEHGE —, KIBSIHK G, T4°C, 12000g, 5.0
15min, FU05E, W EIERE T UK ERRI,

2. ZNEE/ZNIAEAS: 10007 40 TE /400N 0.98mLFE LK — F10.02mLFZ K —, VKV A B (TR 200W,
#HF3s, [AIBE7s, SEFIESmin) , SRJ5F4°C, 12000g, 2.0015min, FP0HE, BCEERE TUK BN,

3. WRRREAS: BEREENE . AR R A EIEE .

T ARIERE AR IR — R BUR —#%80.98mL: 0.02mL K HLBIVE A5 HEATREA AT A HE

=L PR

o AT I BRI 30min A b, T 2550nm, e e TR R .

2. {E1.5mL EPEHL FRITUT INFE:

AP (L) | ENOSHIEE (AMED) | INOSWIEE (ANME2) | s (Al | FEE (ATED
FEA 60 60 - -
TAEW 95 95
A 20
7S 10 -

UL - 30

V821, 37°CM60min, WE/KESmin (FI'EHT) , B HIJE4°C, 11000g

B0 10min, BUASE L35 T — ANHEPE . i
iEW S BIEW SR LS
eI 10 10 -

WA\ AR 10 10 -
1B%], 37°CJN30min -

FrRUETR - 60 -
751K - 145 205
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B | 100 | 100 | 100 | 100

VBAY, HIREE 10min, H200 b LN R T-96FLAR Fh il € 550nmAb & B WO, 20 B NATIEL. ATIE2. AbRiE
MAZH, HHEAAMEI=ATEI-AZT H, AANE2=ANE2-ATH, AAWHE=AFRE-ATH. &HEMREE
HFEM1-29K .

=. NOS¥EH:IHE

1.

2.

3.

4.

BREAEAREITE
BRI s BFmgZH AU VR B AL AR Inmol NOJE X —ANEE BRA .
(1) TNOS#HM: (U/mg prot) = (AADE 1+AARREXCHRE) xVEE+ (CprxVEE) x103+TxF
=1.67xAAJ5E 1+-AAFR#E+CprxF
(2) iNOS#EME (U/mg prot) = (AAME2+AARRMEXCHRAE) xVEE+ (CprxVEE) x103+TxF
=1.67xAAM 5 2+AAbRHE+CprxF
(3) cNOSJEM: (U/mg prot) =#NOSiEH - iINOSIE
BRAREITHE
AL E X g RS B AL ™ 4 Inmol NOE Xy — AN BEE FLAL
(1) TNOSW#EM: (U/g i) = (AANE 1-AARRHEXCHRHE) xVFE+ (WxXVFE-VFEE) x103TxF
=1.67xAAM E 1+-AAFFHE+WXF
(2) INOSH#EME (Ulg i) = (AATE2+AAFRHEXCHRHE) xVIE+ (WxVEEVIEED) x103+TxF
=1.67xAA E 2+ AAFRHE+-WXF
(3) cNOSiEM: (Ulg &) =HNOSIE - iINOSTFE I
el LT S R A
BRI S BETOON A A /40 B B 43 B A6 7 AE Inmol NOJE XN — MBS B .
(1) TNOSEYE (U/106cell) = (AAMIE [+AARRHEXCHRE) xVEE+ (NxVFE-VEER) x10°+TxF
=1.67xAAM T 1+-AAFFHE-NXF
(2) INOSTEME (U/106 cel) = (AAMIE2+AAFRHEXCHRAE) xVEE+ (NxVFE-VEER) x10°+TxF
=1.67xAAM 5E 2+ AAFFHE-NXF
(3) cNOSIEME (U/106cell) =HNOSEH M- iINOSIE
B RTHE
AL E S BFmLAREE 73 B A 7 42 1nmol NOJE X — AN BE FLAL o
(1) TNOS#HME (U/mL) = (AABIE 1-AARRHEXCHRAE) xVEE+VEEX103TxF
=1.67xAAME 1+-AAFFHEXF
(2) iINOSIEME (UML) = (AAE2+AARAEXCHRUE) XVEE-VEEX103TxF
=1.67xAAN E 2+ AABRHEXF
(3) cNOSIEME (U/mL) =ENOSHH - INOSTFH
ChrifE: 0.1pmol/mL; VAE: RPAARHFIINFIFEAMAT, 0.06mL; VAR : DIAMERIGE— ALK — 18

RF, ImL; Cpr: SHEFIKE, mg/mL; W: HEAFE, g N: JIES4IEEE, LL10STH; 10°: A #E REL,
1 umol=10*nmol; T: KNATE], 60min; F: FEARMBEREEL.
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1. NOSTEMEZ, Z7ARMRN, @EUCE B FEARSL, RS, FEART-20CIHRAF.

20 WA ZECHIGEE, BUGRIEFEAR R TR A, B RS E T-20°C IR .

3. WERAAWGE /NT0.005 80 5E & ROGE BT 2 4, AT AKG IR A B 5l (K 55— 237 °C S B IV IA] f 34T

T WERAANE K T0.5, BUCKAEA I3 ) _ BB e ripis MR e T ile . RS SR
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