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—REASR(NOS)iE NI

& : 100 &&/96 ¥ G © 550nm

wE . TW57742 WNRE - MEE
IENERTS L 3 - 5 PNHAERR AR MFRNE.
MEEN
—E A SRS (NitricOxideSynthase, NOS, EC 1.14.13.39) E4¥MAREELL LI5S
BRER NO HU—288, FEFATMNETBI. ERME. WK, EmiE. M.
BS/NKIRMRERFEIE. NO EAMIRE BoF, ERERE. RERFMOMER
FHEREEENETIER.
REEEEEM XIS E FRUKIMEAR), 28 NOS (constitutiveNOS, cNOS) FI#R
HESE NOS (inducible NOS, iNOS), RIBZRE—EKRENSEFHUME BER
T INRISE T
NEFE
NOS L L-¥55 8. £ F&F NADPH, 45k NO #1 NADP+, NO fEKARFIRZEMN
4pk NO2-FI NO3-, ERRMRM T, NO-EERHRBERERERERANEY, H—PS55E
OIHEZRREE, FITE 550nm LBEHERWIE, WEETSEE, AJLATESERI NOS iF
MR,
= EEAYY e Bam

SR /BN, KBR, AIEABRES. MEARILEAI/6 flLik. k. ZiE
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.
7K.
i RUAYLE L FOEC ]
iHFIEm g REFMH &iE
REBR— | AR 60mLx1 -20°Ci{R7z
EER | &R TmLx2 -20°CEHRE
ZPE | &R 20mLx1 2-8°CIRF
wF— | mF X1 2-8°CBEYLRTE IGEBRTANN 15mL & AR
HF= AR 1.5mLx1 -20°CiEERTE
HFA= | HFx1 -20°CBEEHRE IGERRTIN 1mL Eiis AR
A | X1 -20°CBELRE IGERBIIN 1mL Sk AR
AR | &K 6mLx1 2-8°CBEYRTE WMBTH, ENEHNARRE
A7 | IR 6mLx1 2-8°CHELIRE FAZ /1 60°ChI#ES% 15min
At | &I Tmlx1 -20°CEBLRT
ER | IR TmLxd 2-8°CBEYLRTE 10pmol/mL TTRSERSR

1, BER_: ABERRN, AERREH;

2, TFER A BCEJEA—: 172 5lf=: iHFIPHRIR 12.5mL: 1.5mL: TmL: 0.07mL
AIELBRE, -20°CiRTE 1 &;

3. TE# B BB ilH—: ilH=: 5= 5 {Fti%E8 12.2mL: 1.5mL: TmL:
0.07mL: 0.3mL LGRS, -20°CIREFE 1 /8,

4, BER: ImARREAHNE: HKF1: 1 7ZoRS, AN,

5. mFIRIEX 10uL 10pumol/mL IAEERENTEERR , DO 990uL Z&187K, Bedlak 0.1pmol/mL
TAHERERER, INECILA.

3T

—. HAEFRLIE:

FREX 0.2g RLHEANA 0.98mL 12BN —F0 0.02mL 12EUE =, W& E, 12000g, 4°C
B0 15min, BLEEZEK EREN;

=, YHREAEAAE:
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EV£9 1000 SAEEABAEN0N 0.98mL fRENE—FN 0.02mL 1REUR—, B IRIEEEGKA,
Ih% 200W, #875 3s, [@fg 10s, =S 30)K%), 12000g, 4°CE() 15min, BXEBEZEKLE
=,

=, RIFHEFLE:

BBRATERERN; EFRNEOFREERIEGN;

NELSE

1. DYCEETTEESIRFR 30min LLE, RERETE 37°C, AHIKEKZE 550nm,

2, 1£ EP EFFIIA TN

A NOS iNOS =EAE NEE
17 (uL) NEE WEE (AZ=H) (AtRE)
(AzE 1) (A zE 2) (Ri—8) (Ri—8)
EZ 60 60
TER A 140
T{F& B 140
8BS, 37°CIxR 60min, 3B7KiA Smin (4B, FALHESS), 2#0f5 4°C, 110009
B0 10min, BY &

3. 7£ 96 FLtRAIIN T5Uizti :

e 3=
LiEK 100 100
FRER 30
ZRIBIK 100 70
SERK 100 100 100 100

B, EIEASE 10min, MU 550nm QEEIRHE, SRTHANE 1. AlE2. A
FRAERD A Z5E,

HHEAA U 1=A U 1-A 2569, AA TR 2=A MU 2-A =69, AA fRfE=A FRfE-A 250,
SEETREEREN 1-2)K

1. NOSTeEMtE, ZRMEKRE, ENERMEHFASI, MRAUALIR, HARTFE-20°C
R,

2, FNRAA WE/NVT 0.005 BEGNEERCERITHE, JLUEINEABSELERSE—F
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37°CRRIAtEEBHTE;

3. MRAAWEKXT 0.5, EWEHAIKEN_ LERAENR —ELHERBHITNE.
ERESESTEAR.

SZRITE

1. EEAERREITE:

BRIEN : & mg AREASSHMENF 4 TnmoINO EX A— M EEER1L

2 NOS iFM(U/mg prot)= (AAJUE 1+AA FRfExCHRfE) xV #E+ (CprxV &) x103+
TxF

=1.67xAA JUTE 1+AA FfE+CprxF

iNOS 5&EtE(U/mg prot)= (AA UTE 2+AA FExCHRfE) xV #E+ (CprxV#E) x103+T
xF

=1.67xAA JUTE 2+ AA FfE+CprxF

cNOS jEE(U/mg prot)= &2 NOS jEH#E-INOS &t

2, EHAEEITHE:

BMNEN: 8 g BREDTHENS4E TnmoINO EX A—NEEERAL

B NOS iEFHEWU/g [RE)= (AA NE 1+AATREXCHRE) xV i+ (WxV #+V #5)x 103+
TxF

=1.67xAA JUTE 2+ AA tRAE+WxF

iINOS ;& (U/g [EE)= (AA U 2+ AA FREXC FfE) xV B+ (WxV BV #2) x 103+ Tx
F

=1.67xAA JUTE 2+ AA FRAE+WxF

cNOS &M (U/mg prot)= /2 NOS & IE-INOS iEHE
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3, IRMmHEITE:

BRIEN: 8 10 MR/ ARE S MELF=E TnmoINO B A— N EEEER L,
2 NOS FEME(U/106 cell)= (AAUTE 1+AA FREXC HfE) xV #E+(NxV #EE+V #R)%10
3:TxF

=1.67xAA JUE 1+AA fRAE+NxF

iNOS SEME(U/10°8 cell)= (AA UTE 2+AA FREXCHRAE) xV BE+(NxV #E+V #ER)x 103+
TxF

=1.67xAA JUTE 2+ AA fRAE+NxF

cNOS jEHE(U/mg prot)= &2 NOS jEH#E-INOS &t

4, RIS BRITE:

BUMNEN: 8 mL RS2 HENFE TnmoINO EX A— 1 EEERAL

R NOS FEMEWU/ML)= (AATIRE 1+AA FRAEXC FRAE) xV #E+V BEx103+TxF
=1.67xAA JUE 1+AA FRAEXF

iINOS ;EME(U/mL)= (AAUTE 2+ AA FRfExC FofE) xV BE+V #Ex103+TxF
=1.67xAA JUTE 2+ AA tRAEXF

cNOS jEf(U/mg prot)= &2 NOS jEH#E-INOS &t

VR IINREGREWRR, 1 mL;

V&E: 0.06mL;

W: #AREE, g;

N: HpEsdEZR, LL10°%t;

Cpr: ERRRE, mg/mL;;

T: RMAFE, 60min;
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S
F: HEAREEE
103: BfAREZRE, 1umol=103nmol;

CHnfE: tnERIKRE, 0.1lumol/mL;

FRSEISRIE X

Lb&iEte M I S FRSEIS FREE

1. BMEZIFIEEBEAEZFEAEN, UREmitISMEriReg (LafRiiss:
ERRER)

2, AERENHANERIERE, THEMREREWEAENE;

3. REHANES ERFEREHESSIE;

4, 7RISR ATASHIISCIO IS Ea®, LUET RAMEHEE;

5. B 3 - 5 HMLG, HENKAIENTHANSREENFRRETE, ESLRHEAR

REELA,



