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i
KX & B TN E 2484 K+ COX, COX-14= COX-2 8% 7.

e JR 32

IR & AL B (Cyclooxygenase , COX) X #R A7 71| i & M & L B & & 55
(Prostaglandin-endoperoxide synthase, PTGS), & —# [ i B A 3K A ALBEF=id
AN E B E MR B, P, COX A9 3R AALER & M =T LA AL FE A 79 6 BR
(Arachidonic Acid, AA)#1L A a7 7|8z % G2(prostaglandin G2, PGG2), @ COX

89 i A A BEE M SUPT LR AT P IR & G2 # 4L A AT 5] A & H2(prostaglandin
H2,PGH2).
TE A 09 1 BR A2 3 A BRMEAC T A s AT 2 IR &, 240 B F (2o F) 4 A T 37
BT Jo i AEGE S, AR R KIAENA R AR

AR F EAS M R AE AR, FAEE R AIRE, HHERA AN S BCA K

F & (55 GBQI162)ZATM = o



RAE X Fo R

o A #"EF X
ki S (Size)(96 T) (Storage)

X F— 2R . -20°C
(Reagent 1) (Buffer Solution) 30 mLxl 7 A 6 AN A
K F = J& AN -20°C # %
(Reagent 2) (Substrate ) 02 mLx1 2 A 6 A

K= k=23 -20°C
(Reagent 3) (Diluent) 02mLx1 % A 6 AN A
X 5 o 13t 7 -20°C # &
(Reagent 4) (Accelerant) 0.1mLx1 % A 6 AN A
P U 2 &5 -20°C 38 %
(Reagent 5) (Chromogenic Agent) 01mLx1 % A 6 AN A
=GP 2 mmol/L 47/ -20°C 38 %,
(Reagent 6) (2 mmol/L Standard) 0.1 mlx1 % &% 6 AR
XL 1 mmol/L 3 A &85 1 494 7| 03 mLx1 & -20°C # &
(Reagent 7) | (1 mmol/L COX-1 Inhibitor) ‘ % 6 ™A
KA 1 mmol/L 2f £ &84 2 Al 7 03 mLx1 % -20°C # %
(Reagent 8) | (1 mmol/L COX-2 Inhibitor) : &% 6 AN A

96 L2 & BT 1 #& &K

96 L& M 2 3K
A B ALk 17k

PO KA A LA P O RA FHRA, R R A e A R A A
HFARARE Y WRA, AR ESS, AL ERTE LS FGRA.
& a&hs

B WABARNCGEALEK: 535nm, ZHEK: 587nm), 37°C 8R4
X AEEK (0.9% NaCl)



XH R

@ HMFT, AR FHETR.
@ RF = TAE iR A B :

Ak: #wBIXFH 55 ==1: 189K B L5 AR5 s, wEBH,
AMEIA, 1 hAERA &Ko

Bik: #MBAMR: WEK=1: 496946 RILR, FRRFMN T4k, AR
IR, 30 minA1E A A KGERAEEF 15 minbE4]).
® B &FH TAERGEH

BIBIXF A K K=1: 9989 4RARIL IR G, AEAR, HERSY, BFH
Ik EFok L@ R, 4hAE AR R
@ 10 pmol/LAR/ St 5 i 89 BT -

Fe BRI 75 5 IR A —1: 199894 AL 34T R £) 15 2] 10 pmol/LAT £ St /8%,
MBI, HEEF, EThk&ELBERRAE, 2hAERA K
® B IAik 6 BLH :

F PR F —: XF W@=250: 1894 AULiRE, BAE TAE L, 4hAER
@ KF L TR A ELH :

BB AXF —: XA =15 189447 R4, ABRIAR, #FEB, BT
I AR T-20°C:8 X AR A1 R o
@ KF N\ TAE R BT -

FeRAXF —: XA A=15: 18944784, ABIAR, #FEB, BT
o T A i -20°C38 AR A1 Ko
T B R B AT fe o 09 A A

%5 ® (@) ® @ ® ® @

A7 /B S K B (umol/L) 0 0.2 0.3 0.4 0.6 0.8 0.9 1.0

10 pmol/L A5 & 0 10 15 | 20 | 30 | 40 | 45 50
(uL)

K —(uL) 500 | 490 | 485 | 480 | 470 | 460 | 455 | 450




HARSE

® HALE

LR AR ARER0.02 gZB U4 A, #mN0.18 me’&f’J*‘Q?fi, 4°C, 10000 x
g# 10 min, R EFHN, GRS LF FAQREMZ,
Q@ HAHHE

OB KAR M AT, & EAF2-INTAH £ F KOG RAFFE R Bl IR B AT TSR

I, RIEAEBHLER, 25KRAFNEHXETEHR: 0.03-9.66 UL, H45%T
E MBS FE):

A AR A AR
10% 1> S 4. 22 T 10%-) 8B 48 22 A
10% K S 4227 1-2 10% K B 4822 1-2

E: AR A RA —



Bt D K

@ #RAEIL: AN 185 L AR K BARE S ISR

COX M2 FL: AmAN 15 uL A A ;
COX-1 M2 3L: AN 15 puL # &K ;
COX-2 M2 3L: AN 15 puL &K ;
a3 Ao 15 pL A —:

@ qOFrkirk R &I N 70 uL R TAE R ;
® ®@F COX Ml LAt 88 LA N 30 pL X —

, COX-1 M 3L N

30 uL K A TAER, COX-2 M LA A 30 uL K7 £ TAEiR
@ M 3s, 37°C H 15 min;
® @@ Frktrk LI &I LN 20 uL B & FH TR ;
® @O F kA DI &IN50 uL KF| = A% ;

@ M 3s, 37°C M H 10 min, 3 KB T % L KK 5350m, &

Stk K 587 nm &M 2 & FLF AL,

#BEXR
-, COX COX-1 COX-2
WL | gieq | mes | meq | TR
B R AR A S (ul) 185 - - - -
A A(uL) - 15 15 15 -
K| —(uL) - - - 15
B TAE & (ul) - 70 70 70 70
X —(uL) - 30 - 30
KA A TR (UL) - - 30 - -
K £ TAE R (uL) - - - 30 -
FAHM 3s, 37°C % 15 min.
2 &7 TR (uL) - 20 20 20 20
KA = TR (uL) - 50 50 50 50

FAM 3s, 37°C EAMF 10 min, 3 AR T HAE K 535nm, K4 K
587 nm &M & &-FLR KA

ARFELMNBLH AN, ENZEEOKE, #5EM AN BCA

AA &N T GBQ162)3H47M 2.




SR+

ARBEHEK: y=ax+b
D /g ARF COX BEH N X:
R X:37°C &#TF, HABEEQEHFNHA LR 1 umol resorufin FrF
%69 COX BEZ A — A&/ F14x.
COX &7
(U/gprot)
@ ALHETF COX-1 BiEHHAK:
R X :37°C 54T, #umi & a&5 444 1 pmol resorufin A7 &
%49 COX-1 B & H —ANE /) # 4,

COX-1 &7
(U/gprot)

@ ALEAY COX-2 B iEit A K
BN :37°C 54T, a8 &a5544 AR 1 umol resorufin AT
Z4) COX-2 B & A —/Nig /) 42,

COX-2 &7
(U/gprot)

=(Fy -Fy-b)+a +T +Cp x 185+15xf

=(Fy, -Fy-b)+a +T +Cp x185+15xf

=(Fy,-Fy-b)+a +T +Cp x185+15xf

ERE:

y: AREILR BAE-F A L AR R R E A 0 B3 L)

X: AR SR IK B

a: Al aHER

b: A7 89 R IE

F u: COX M2 3L AAE

F u1: COX-1 M52 L% AL

F n2: COX-2 M5 L% AL

F : XTREILAE RAL

T: R JZEE, 10 min

Cor: ALRBEAIKRE, gprot/L

f: A Kge NI AR 2 AT 69 H A543 2K
7



185: R HARAR, 185uL
15: #H A EFRAR, 150

MRl XEBIE
1. RS
A e R 0.03-9.66 U/L L) £ 5.0-7.0 %
REE 0.03 U/L P £ 3.5-5.0 %
K E 100-106 %




2. WA H R RBESF)
@O REREARESAKEE185 L, #HEERAE F RAIT R, RAMA T L

T

ok R

(pmol/L) 0 0.2 0.3 0.4 0.6 0.8 0.9 1.0

921 1354 1731 2755 3564 | 4122 | 4562
RAAL

889 1344 1711 2731 3526 | 4128 4602

8
6

e RAE 7 905 1349 | 1721 | 2743 | 3545 | 4125 | 4582

ER o - 0 898 1342 | 1714 | 2736 | 3538 | 4118 | 4575

@ LalArE (G T B):

5000

4500

4000 - Y= 4566 x - 32.5

R’ =10.999
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Fluorescence
(=3
o
(=3
(=]
1

2000 H
1500 +
1000

5004

0 T T T T
0.0 02 0.4 0.6 08 1.0 12

Concentration (pmol/L)




MR 2 KBS
B dm Ao A ) BT B B R (BB IAE AR F):
5] ke A ] N FAT 2L 2B A, B 15 pl 10%89 s ST 442 8 3% Likik, ik
ERRAME, R T
EBX: y=4566x-32.5, COX M= 33 XML F 4% 1007, COX-1 M)
LR AL 41 A 625, M COX-2 -FHME LR AMF 42 A 706, 38
FHRAALN 364, 10% N RAFALRE &K G KE A 10.65gprot/L i+ H LR A -

COX M _ 1007 364 +32.5 ) + 4566 = 10+ 10.65 x 185 + 15 x 2 =0.034 U/gprot

(U/gprot)

COX-TEM _6r5_ 364 +32.5) = 4566 + 10 = 10.65 x 185 = 15 x 2 =0.014 Ulgprot
(U/gprot)

COX-2F M _ 706 364 +32.5) = 4566 = 10 = 10.65 x 185+ 15 x 2 =0.018 Ulgprot
(U/gprot)
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0.021

Yssgasassss
2299729977,
299492909
Gt
99795499

AN
b \&&g\\

S

A

%3
A

%
A
53

3N
RARRRN
05
%
55

0.014

W
NN
ISIRRANINN:

SISO SIS

SNRAAAA
AN

'\
AR

2
b2
b~
b2
2
2
b%
b2
2
2
b
b2
b2
2
b
b
b2
2
b
b
b2
%
2

AR
85

&L

COX/ COX -1/ COX-2 specific activity (U/gprot)
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A

KRS RAL R, 2B B Tk RS0 SAEAT LA R &, Ko 8]
AT B F AW R G, T8 A RIRAEAT AT

KRR AT MR B B A A EITAE, PR TR R

S b iF F A RIS BILR F EMAT 4 T4
RFEARNTE B AR F R TH AP SN RETCE. o RAF a0 P F04
KB R AAK, T A GE SRR SRR .

LA AR BT RRLRZ P, BRI K 1 E A0
AR

RAHEHERERFNGA AL, FhEoABREARERIFES R
FEWMMX, AN RMEANERT Ao, T3 EAERKHEPER
AT, AMFAYFIEFATROLANZ, MG LG ER,
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	① 不同浓度标准品加样量185 μL，按照操作步骤进行实验，荧光值如下表所示：
	② 绘制标曲(如下图)：
	例如检测小鼠肝组织样本(数据仅供参考)：
	�COX-2活性�(U/gprot) �= (706 - 364 + 32.5 ) ÷ 4566 ÷
	声明

