mibio i

—RUCASHKE(NOS)FER BRI =

H#%: 100 &/48 #% SNRE: M
% 2: mli301001 MRS : 550nm

b 3 —

IETVERTS P 3 - 5 MUHRERB AR AMITIE

MESN :

—@E&mEs (NitricOxideSynthase, NOS, EC 1.14.13.39) E4EMIAPIEN KBS
&AL NO RU—3£88, FEFATNETBI. BN, WM. MM, Frme.
BNKIRARERTMIET. NO fEAMIERE BEnF ERER%K. RRASFIOMNER
SHREEENETDIER.

RIEER RSB FRUKEMEARR, D55 E NOS (constitutiveNOS, cNOS) FI#R
H#ESE NOS (inducible NOS, iNOS) , RBIZRE—EXRENISEFAINE, FER
I TINRISE F

MERE:

NOS L L-¥5888. £ F&F NADPH, 45k NO #1 NADP+, NO fEKARFIRZEN
4pk NO2-F1 NO3-, AARRMSRM T, NO-SERRBERIRENERNSY), H—P5%EE
OEEIRBE, FITE 550nm LBEFERIIE, MEHIRYSE, FJLUTEEEI NOS &
MR/,

RESYYERTAm:
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IS YERETH/BBMY. IKIAR. A BRES. MERXERILEBIN/06 FliR,. k. 8
K.
iU ROZE R AN FCHI -
ikFEm g FEFM gix
$REH— etk 100mLx 1 -20°C, 1577
R — &R TmLx3 -20°C, EHRF
ZhR AR 20mLx1 2-8°C, R’F
wHH— bt 2-8°C, EBYERTF IRAEETANN 15mL ik afRE
HH= &R 1.5mLx1 -20°C, EBRRF
HHI= bt -20°C, EBYRF IGEBRTAN 1mL &k AR
= AR %1 -20°C, EBERF IGEBRTAN 1mL kAR
ikl Eal ik x 1 2-8°C, BHHRE BT, EERINRARR
5EVAN AR %1 2-8°C, EBYERTF FZ A1 60°CHNERES% 15min
R TR 2-8°C, EBYRF 10pmol/mL TAEER A

it &

1. B =: AZERLR, AERREH,

2, TEREEREA—: HHZ: H7=: IR 12.5mL: 1.5mL: TmL: 0.07mL
HILLBIRS, -20°CIRTF 1 &,

3. BBRK: ImMeizEKAA: HF781: 1 7RSS, DIHBMNE;

4, |&FIRIEX 10uL 10pmol/mL IFAHERENAR/ER, IO 990uL Z&i8K, Betlak 0.1umol/mL
IAHERSIARAER, INECEAD,

HanizEN:

—., HRERHLIE:

FREX 0.2g LBERHEAINA 0.98mL 12BN —7FN 0.02mL EBEGE =, AS¥KIE, 120009, 4°C
=i 15min, B EEZEK EFN;

=, MRREFEARLE:

ER£J 1000 SAHEEZRBEANA 0.98mL $2EN&—FN 0.02mL 12K —, BRI (KS, I0

# 200W, #B875 3s, [EfE 10s, EE 307X), 12000g, 4°CEL 15min, EXLEEKER
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i

=, RISERLE:

EBRTRARTERGN,; EERNEOEN LERIQ;

WELER:

1. DYCEEITEESIRERR 30min LAE, REIRET 37°C, ATIFKE 550nm,

2, 7£ EP EFIONTHUAR:

A (uL) NEE TEHERB—E) REE(RiE—E)
EZN 60
TIER 140
i8S, 37°C/RK 60min, #7Ki4 Smin (YRR, BHLEIRES) . 2#0fF 4°C, 11000xg B/ 10min,
S

3. £ 96 FLARFIINTFH:

EiER 100

IR 30
ZEIERK 70
2ER 100 100 100

B, HiEFFE 10min, JUE 550nm LRERE, DFICH ANE. AtRE FAZR, HELAA D
E=ANE-ATH, AMiRnE=ATNE-ATH, SHEMREEREN 1-2)K,

EEEI:

1, NOSIGEME, BT, BIWERMEHASIE, MRAIZALR, H#AFE-20°C
RF.

2, WNSRAA QFE/NF 0.005 FNEERLERLITEHE, ATLUBIMEASHETERKE—L
37°CIR BB A fERBHH TIURE ;

3. MRAAWFEKXT 0.5, BEHAIKEN LERBRNR —ESHEEHEHTUE
ERRPEITENR.

SRR

1. BEFERREITH:
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BRIEN: 8 mg BREEEDFHENF4E 1nmolNO X A—/MNEER{L,

EUNOS SEHE(U/mg prot)= (AA JURE 1+AAFRfEXC HRAE) xV £+ (CprxV %) x103+
TxF

=1.67xAA JUE 1+AA FrfE+CprxF

iINOS ;&M (U/mg prot)= (AAUE 2+ AA FREXCHRtE) xV =+ (CprxVAE) x103+T
xF

=1.67xAA JUTE 2+ AA FrfE+CprxF

cNOS ;&EH(U/mg prot)= =t NOS ;EM-INOS iEM

2, EEAREITE:

BNIMEN: B g BRESIMENTE 1nmoINO EX A—NESE AL,

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

=1.67xAA UTE 2+ AA FrfE+WxF

iINOSSEME(U/g [ER)= (AA TUE 2+ AA FRAEXC HRE) xV B+ (WxV BE-V BEE) x 103+ Tx
F

=1.67xAA UTE 2+ AA FrfE+WxF

cNOS ;&EMH(U/mg prot)= L NOS iEM-INOS iEM

3, IRMREMEItTE:

BRIEN: 8 10°/MHE/MBE D FMEWF=4E TnmolNO X A—MNEER{L,

RUNOS FEME(U/106 cell)= (AAUE 1+AA FREXCHREE) xV BE+(NxV &V ER)x10

3:-TxF
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=1.67xAAJE 1+AA FRfE+NxF

iINOS SEME(U/10° cell)= (AAURE 2+AA FREXCHREE) xV -+ (NxV BV BER) x 103+
TxF

=1.67xAA JTE 2+ AA FRfE+NxF

cNOS ;FMH(U/mg prot)= L NOS ;EME-INOS 5EM

4, ERIMRITE:

BURNEN: & mLRASSMENTE TnmoINO &N A—MEER )L,

R NOS FEMHU/ML)= (AATIRE 1+AA FRAEXC FRAE) xV #E+V BEx103+TxF
=1.67xAA JUTE 1+AA FRfEXF

iINOS SEME(U/mL)= (AAUTE 2+ AA FRfEXC FofE) xV BE+V #Ex103+TxF
=1.67xAA JUTE 2+AA FRfEXF

cNOS ;&FMH(U/mg prot)= &t NOS ;EM-INOS iEM

VHER: IINRERSARR, 1 mL;

V #E: 0.06mL;

W: #XRE, 9;

N: #HpEsdEEE, LA 105t

Cpr: EHRKRE, mg/mL;

T: RMESE, 60min;

F: BEATRREEL

103: BAfEZREL, 1umol=103nmol;

CHrfE: tnERIKE, 0.1lumol/mL;
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teaE A BTG PR EE

1. HEZINEEREEAZFPIERNMGN, LIRERRFISFIERITRE: (bafRix
SLERIRER)

2. AFBEWHNRARERE, THEDRERENRFIZNE;

3. HREHARNMES AR R EHEEEE

4, THRCENS R TR HINAISCIO NSRBI, LAE T A ELH A ;

5. 18 3 - 5 AR, HMAHENTHEANSEENHERRETE, BSTHREA

TERELLA,
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