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FEERiET:

NAFIEF AR F IR AR DT ER N E R s AT MR EERIMUBESCIO PR cGMP RKYE, BWFNRS
SePEMAERSIRR £ |, ARIRE S A MR EERIAMLEESEIC FRY cGMP SEIEHENRCEIRIS EHAIEER cGMP 5
MRYZE ST CGMP BEETIR , RASAIRER cGMP tuEmsRiinEfLZ, 0 450nm T OD & , IRJ¢E OD
ESHREF cGMP fNIREERIKR., EF cGMP iRERASHZ , BEUER OD ErILITE RS cGMP SR
B, ANRFIA IC50 ( 50% B/B0 ) 43 5 pmol/mL , #& MR 0.1 pmol/mL,

B2 (cGMP ) ELISA &zt =

i
‘HRRLS s RF
1. cGMP standard
0.1ml -80°C
10000 pmol/mL cAMP
2. cGMP-HRP Conjugate
i . 0.2ml -80°C
1000x stock of HRP conjugated with cAMP
3. ¢cGMP Antibody
. . 0.2ml -80°C
Anti-cAMP monoclonal antibody (1000X stock)
4. Assay Buffer(10x)
. . 30ml 2-8°C
phosphate buffer with preservative
5. NeutralizingReagent
8ml 2-8°C
tris buffered saline with preservative
6. Sample Diluent
. . o 30ml 2-8°C
0.1M HCI, only required for extraction of samples and  diluting standard
7. TMB Substrate
L 18ml 2-8°C
3,3" 55 Tetramethylbenzidine
8. Stop Solution
o 8ml 2-8°C
2M sulphuric acid
9. Goat anti-Mouse IgG Coated microtiter plate
o . . 96T 2-8°C
12x8 well strips in a bag with desiccant

FREMH
BB (KIS 450 nm , SRS 630nm ) | G , EP &, FURiR%ES | k4R , B FK

BEALIE
1. BRER : FiflERIBLRF AN BN ERRETR. ERRARRIKKAFEAFRE , 1A 5-10 ZAF349 0.1M HCI,
FS¥EEIK LSRR, RR=REC 5min (>6009) . BEE , LIRS , 5A 0.1M HC R,
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2 . MR - KRREEFRE , IINEE 0.1M HCl (£ 0.1M HCl Hi 0.1%~1% Triton X-100 AT EAAEATARERY

£) W& 10min , BHEMRLEPARRES RKESRE. WRBEFEATS  JLBIEN 10min , EEMAREERE. =R
B 5min (600 g) . B L&, ATAAFIEEN, iF . EIARER Triton X-100 A2 SRVES | (B
BN SE , BYASEREIKRE Triton X-100 #HFERER - IERIRE.

3. Rk, MARANFFRR © 8 ml HmRPIA 10p REBE (12M ) |, BSE , =EED 5min (6009) , BLEE  BTA
RSN, MR, M5 £MERSREEZEBER_EE ( phosphodiesterases ) fIARREIXER (1g) | ©f]
SFHER. A 0.1 M HCIAERER |, ATLUKERHER —BEsfIIE R R ERRNRE | fZILIBTRARISE. B
EEMIREIREERILUBIEINA 2% TCA (=28 ) EZiniEsAEE D& 10 KD fEiRE D EER.

EEER

1. FAiHEREERAFIIeHEERR ( 20-25°C) .

2. BIDBIMARERFIER.

3. AFLEENIARIAR , BRRiEH.

4. FiFIERMAOZTDFIFRSE  EREULURRERSERFERE. RAFUIRIBHERNNOS , R7E
4°C, FUNRIBBHERHAFI SECXAIFIREE LER.

5. DONERYIRD , iBHRFLFIRBIARRIAR.

6. ZILKREABIRMYE , B/IVOER.

HAESE

1. cGMP tRERBAR

B8 N EP & , HEIFRE 1-8#, 1E 1#EhhIA 990 pl 0.1M HCI, 2-8#&4381H0 500 pl 0.1M HCI, BOA 10pl #%
JEER (10000 pmol/mL ) 2 1#EH |, BIZWRS. M I#FEHRENE 500ul DA 2#8 |, BIZURS. ERFEE5H 3-8#E/
R (1-8#% cGMP iRESBIZ 100, 50, 25, 12.5. 6.25, 3.125, 1.56, 0.78pmol/ml) , HBIFHIREREINIE
15min fER, B4, FRE—NE EP &4 BO ( maximum binding , Opmol/ml) , A0 500ul 0.1M HCI,

2. "Assay Buffer TYER" BUES

BARFIER Assay Buffer (10x ) (15 ml) A0AN 135 ml KXEFKH,

iE : BoirAY Assay Buffer TYERAIZ=IRRTF 3 N A (B BEBHIHFIZAIRERR )

3. “"cGMP-HRP Conjugate T{E&R" BUES

FBEREFAY Assay Buffer THEi#i% 1:1000 ¥5 cGMP-HRP Conjugate ( 1000x ) HBRETER.

SEIRPR
T AR ERE SRS B0 BLIREREIYEINBRIATRRY Neutralizing Buffer , FiZBHR% 2sec.
1. &ANFLHI0A 50 ul Neutralizing Buffer, TA ( Total Activity ) f1ZEFLERSM,
B0 50 pl 0.1M HCI Z NSB 7L ( Non-Specific Binding ) #1 BO #L.
SRUEY 50 pl FRETVERBREERFLF, .
BY 50 pl B@iaREERFLA,
£EY 50 pul Assay Buffer T{E&KZ NSB L,
EY 50 pl cGMP-HRP Conjugate T{E&RZESZFLH ( TAFIZ=EFLAM) .
BY 50 pl Anti-cGMP monoclonal antibody Z&#/ ( TA. ZEF1 NSB #LA0 ) .
EBIFE 2 h, 1=, A Assay Buffer TIER&IE 4 8 , &X4A8F.
BN 5 pl #EE 20 £569 cCGMP-HRP Conjugate THER&Z TA FLeh.
10. BX 150 pl TMB Substrate Z&fL7# , EiE&HE 10min £4.
11. 050 pl Stop Solution E&FFLH , F3zZB1_EEETRGEEHGNIRIS 450nm , SRS 630nm ) . HIEREMEEL
8 Blank (=8 ) fLAZEE.

© ® N O VA W
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T = 3 N
Well Neutralizing Buffer 0IM Standard HRP__CGMP cGMP Assay Buffer
HCI /Sample | Conjugate mAb
Blank - - - - - -
TA - - - Sul - -
NSB 50ul 50ul - 50ul - 50ul
BO 50ul 50ul - 50ul 50ul -
Standard
50ul - 50ul 50ul 50ul -
/Sample

1 2|3 4 5 6 7 8 9 10 11 12
A Blank | S1 S1 SP1 | SP16 | SP17 |[SP32 |SP33 |SP48 | SP49 |SP64 | SP65
B Blank | S2 S2 SP2 | SP15 | SP18 | SP31 |[SP34 | SP47 | SP50 | SP63 | SP66
C NSB S3 S3 SP3 | SP14 | SP19 | SP30 |[SP35 |SP46 |SP51 | SP62 | SP67
D NSB S4 S4 SP4 | SP13 | SP20 | SP29 ([ SP36 | SP45 | SP52 | SP61 | SP68
E BO S5 S5 SP5 | SP12 | SP21 | SP28 | SP37 | SP44 | SP53 | SP60 | SP69
F BO S6 S6 SP6 | SP11 | SP22 | SP27 [ SP38 | SP43 | SP54 | SP59 [ SP70
G BO S7 S7 SP7 | SP10 | SP23 [ SP26 | SP39 | SP42 | SP55 |SP58 | SP71
H TA S8 S8 SP8 | SP9 SP24 | SP25 | SP40 | SP41 | SP56 | SP57 | SP72

Blank: only contains substrate.

TA: Total activity, contains cGMP-HRP conjugate (5ul) and substrate.

NSB: Non-specific binding, contains neutralizing buffer, cGMP-HRP conjugate and substrate.

BO: 0 pg/mL standard, contains neutralizing buffer, cGMP-HRP conjugate, Anti-cGMP monoclonal
antibody and substrate.

S1-S8: Standards 1-8

SP1-SP72: samples

ZRitE

1. HRIITRERIYS OD FERITE « 1% OD F9{E=0D FE-NSB FL OD Fi5(E

2. FEEE (BREWEDNESERHRAESE (BOFL) IBESLL) it&E -

#5845 (B/B0) = (% OD F#5{&/B0 |, OD F15{E ) x100

3. B4 (%0 Curve Expert 1.4 8 ) BHTESER (3% OD F439{E ) XJ Log ( cGMP iRERIR
) N=RZIRREFrhZHE ( three order polynomial linear regression curve ) Bi#5#1 Logistic Bl &,

4. BEHRRIESEHAIPITERERT cGMP IRE.
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