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—RUASKRE(NOS)FES BRI =

Al 1% 100 E/48 1% CNFE: MEE
%% S: mi301001 MRS : 550nm

~$ =
[/
IE‘t,A xEﬁu%Z\ER 3 - 5 PMUHAERBARIEAEIUIE

MESN :

—SE SRS (NitricOxideSynthase, NOS, EC 1.14.13.39) E4MIRREL L4ES,
ERam NO N—3£8, TEFATOEFEN. ERMEE. R, e, A,
BNKIRAEEEFART, NO fEAHRE BoF, ARERR. RRAFNOMER
SPEEEENETER,

RIEEEE MRS E FRUKEMEAR, 2HEME NOS (constitutiveNOS, cNOS) F#R
HESE NOS (inducible NOS, iNOS) , RIZERE—ERENTSEFAHURE, FEFR
KT INRISE T

E R :

NOS &l L-F8RER. 75 FEF NADPH, 4R% NO #1 NADP+, NO fEKa&R+ kB AN
4pk NO2-F1 NO3-, ERRMRM T, NO-SERMERIZERERNEY, H—P5EE
IEERRBE, FITE 550nm BERHMERWIE, WEETSEE, FILIHESEI NOS iE
RN,

HESYYERTRAm:
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IS YEE /BB, IKIATR. A BRES. MEAXRILEBIN/%6 FliR. k. I8
K.
iU ROZE R FNFCHI -
ikFEm g FEFMH i
$REH— etk 100mLx 1 -20°C, 1577
RER— &R TmLx3 -20°C, ZEHRF
ZhR AR 20mLx1 2-8°C, (77
wHHFI— ARl %1 2-8°C, EBYRTF IBAEETANN 15mL & hiRiafRE
HHI= &R 1.5mLx1 -20°C, EBERF
HFI= bt -20°C, EBERF IGEBRTAN 1mL LMk AR
I bt/ -20°C, EBERF IGEBRTAN 1mL kAR
i) AR %1 2-8°C, EBYERTF MmBtTH, EEZINRARR
HHFIZS AR %1 2-8°C, EBYERTF FAZ /1 60°CHNEES 15min
EmR TR 2-8°C, EBYERTF 10pmol/mL TAEEREH

iE =

1. RER_: ABERAR, BERREL;

2, TEREEREA—: HHAZ: H7=: HHIMHH&E 12.5mL: 1.5mL: TmL: 0.07mL
LIRS, -20°CEREF 1 /E;

3. B8RK: ImMAsHEKAR: HF7N1: 1 Z2ES, DIHBMNE;

4, |IFARIEX 10pL 10pumol/mL IAHEREFRER , DI 990uL 218K, EcHlpk 0.1umol/mL
THHBRERTVER, IECILA.

HmizE:

—., HRAERHLIE:

FREX 0.2g LBERHEAINA 0.98mL 12BN —FN 0.02mL EEUE—, ASI¥KIE, 120009, 4°C
B 15min, B EEZEK LR,

=, MHRREARLE:

V29 1000 SAHEEARAZINAN 0.98mL #2EG&R—F0 0.02mL 2B —, HEFIRERE(KA, I

# 200W, 875 3s, [EfE 10s, EE 307X), 12000g, 4°CEL 15min, EXEEEKER
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=, IRISHERLE:

BENRATTERGN; SEEANEOEN EERIGN;

MEZE:

1. DHAEEESRTA 30min LA L, RERETE 37°C, HTHIFEKZE 550nm,

2, 7£ EP EFIOANTHUAF:

#A (uL) NEE =RERM—E) NEE(RH—E)
T 60
TER 140
i8S, 37°C/N 60min, #7Ki4 Smin (B3O, BHLRES) . R#0F4°C, 11000xg B/ 10min,
B S

3. £ 96 FLARFIINTFF:

HiE& 100

IR 30
ZEIRK 70
BER 100 100 100

RS, HiEFFE 10min, JUE 550nm LRERIHE, DFICH AlE. AtrE FAZH, HELAA D
E=ANE-AZR, AMiRE=ARE-ATH. SAEMREERFN 1-2K,

ESEIR:

1, NOSfEMZE, STMKE, BIERFREHEASTI, NRARZEILI, HAFE-20°C
17,

2, WMRAA UFENF 0.005 HUEERAERATEHE, TLUSIEARERETERKE—L
37°CIR BT A S AR TIURE

3, WMRAAFEATF 0.5, BNEHADREN LERBIRNE—ELHEEBEHITE.
TRESESTEAR.

ZRitR:

1. BEFERREITE:
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BRIEN: &8 mg BAEASHHENT4E TnmolNO EX A— M EEIERL

BUNOS iFIME(U/mg prot)= (AATUTE 1+AA#RAEXC FufE) xV e+ (CprxVEE) x103+
TxF

=1.67xAA JUTE 1+AA #xAE+CprxF

iINOS i&ME(U/mg prot)= (AA UTE 2+AA tREXCFrfE) xVHE+ (CprxVEE) x103+T
xF

=1.67xAA JUTE 2+ AA #AE+CprxF

cNOS ;& (U/mg prot)= &L NOS jEIE-INOS iEHE

2, BFHEFEEITH:

BUNEN: 8 g BREDHENE TnmoINO EX A— N EEERAL

BUNOS iEMEWU/g RE)= (AA TE 1+AA TREXCHRE) <V - (WxV #+V HER)x 103+
TxF

=1.67xAA UFE 2+ AA FRE W xF

iINOSSEME(U/g [RR)= (AA TUE 2+ AA FRAEXC FRE) xV B+ (WxV BV BER) x 103+ Tx
F

=1.67xAA UFE 2+ AA FRE W xF

cNOS ;& (U/mg prot)= &L NOS jEIE-INOS i&HE

3, RSt

BRIEN: 8 10 MR/ ARE S fMENF4 TnmolNO BN A— M EEIEER(L,

B NOS FEME(U/106 cell)= (AAUTE 1+AA FREXCHRAE) xV EE+(NxV -V EE)x10

3:TxF
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=1.67xAA JUTE 1+AA FRE-NxF

iINOS 5EIHE(U/108 cell)= (AA TUTE 2+ AA FRfExCHRAE) xV HE+(NxV BV HR)x103+
TxF

=1.67xAA UTE 2+ AA FRAE+NxF

cNOS ;&I (U/mg prot)= &L NOS j&EIH-iINOS SEMHE

4, IRRSBRITE:

BNIMEN: B mLiRAESHMENT4E TnmoINO B A— M ESEEAAL.
BUNOS SFEM(U/mL)= (AATUE 1+AA #RAEXC FufE) xV HE+V HEx 103+ TxF
=1.67xAA UTE 1+AA FREXF

iINOS iFEME(U/mL)= (AATUE 2+ AA #RfExC FofE) xV HE+V HEx 103+ TxF
=1.67xAA UTE 2+ AA FREXF

cNOS ;&I (U/mg prot)= &L NOS j&EI-iNOS SEMHE

VR IINIRBURGEMARR, 1 mL;

V #E: 0.06mL;

W: H¥XRE, 9;

N: fBEsR4EEE, LA 10°%;

Cpr: ZEBRKRE, mg/mL;

T: RNZESE, 60min;

F: HERTHRR(SEL

103: BAfEZREL, 1umol=103nmol;

CHnfE: tnERIKE, 0.1lumol/mL;
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FsEigRIEX :

tEEE A R TRSCINIFEER

1. BEZAFERBEAE PN, LIRIERRFISMFARIRE (ELaRRE
SRERIER)

2. AFEMWIHRRRMERE, THEDRERENIFIZNE;

3. HERARIMIES EREREHESSE;

4, 7RI ERP AR HIAVCIO ISR RIRE, LAET AT EHEEE;

5. @i 3 - 5 AL, FIENIENTHANREENHERRETE, BESSLRER

TRREELAI,
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