®
/ \NTEDY R AIRAS)

IRSEE (cGMP ) ELISA &lidHI=

P

RAFIEF AR A AR DT AR EA R E AT MR EBRIMUBESCI Y cGMP RIKYE, BWFNRES
FeREMAEESIFR L |, AEEIRE S A MR EERIAMEEESEIR FRY cGMP SEIEHERCEIRIT ENAIEEN cGMP Z5
MRS cGMP BrgfEfiiR , RASAIREN cGMP fRERRMMIRERZ. @0 450nm K TRY OD & , IR%E OD
BESHFRYP cGMP IBREZERIKR. EF «GMP iRERATEHE , BEERI OD ErTLUITE RS cGMP AgR
&, ARFIE IC50 ( 50% B/B0 ) 95 pmol/mL , #&MRZY 0.1 pmol/mL,

i
Hplipk s ®F
1. cGMP standard
0.1ml -80°C
10000 pmol/mL cAMP
2. cGMP-HRP Conjugate
. . 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
) i o 30ml 2-8°C
0.1M HCI, only required for extraction of samples and  diluting standard
7. TMB Substrate
o 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 i . 96T 2-8°C
12x8 well strips in a bag with desiccant

AR
BRI (R 450 nm | SHIRK 630nm ) | MK , EP & , FURIRSE , KR , ZEFAK

HxabE
1. BEWEAR : SRR AV AR FER AT, (ERRIAMRIKREEATRE | I 5-10 E4FRR9 0.1M HC,
AN BEA SR, KEERELD 5min ( >6009) ., BLEE, ATLERESTE , 5/ 0.1M HCI ER.
2 . HBEREA - RBRIEFE , AMNER 0.1M HCl (72 0.1M HCI #A0 0.1%~1% Triton X-100 B E3R4HREHT SRR
) , & 10min , SEMERLAMBESREBR. MRBHEATS  oTLABEIN 10min , EEMEZSAR. =R
B 5min (600 9) . BLEE , BFAAFIEEN. iF . EIARER Triton X-100 AaIRHRSIRIES | (BT
N EE , EESERRE Triton X-100 FEANESR , LERIRE,
3. BRR. MKFEFR - & ml FERZFIN 10uIREE (12M ) |, BSE , =EB0 5min (6009) , B LS, BTA
HFIEEN. M3, mE £miEROKEFSERER S ( phosphodiesterases ) FIARREEEH (Ig) | Al
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SFsEIE. A 0.1 M HCIAMERR | AJLUKEBHE —FREsf &R R EORRE |, FZAILBTAINE. SR
ESA SRR E BRI LUEIINIAN 2% TCA ( =SR28 ) EZiiEsAEES 72 10 KD REiRE OEXRR.

EEEIRN

1. FiAEREERAFITREFEEER ( 20-25°C) .

2. BILOBIMNRERTIRER.

3. IBFLEEMAZIAR , BHRREH.

4. FAASRHIOBITDIFFIRS  EREYLIZRFRHERRERE. RANFARBRERSOSR , Ff7E
4°C, FUIRIBRERNIFIEEERIFREE EER.

5. DONIER¥IRD | IBHRALPIRBARRIE.

6. RILRERBRYE  BIVOER.

grilh: 3

1. cGMPiREmBER

Y 8 AN EP &5 , SBIFRE 1-8#, 7E 14NN 990 pl 0.1M HCI , 2-8#&chsy 810 500 ul 0.1M HCl, JIA 10ul 4R
R (10000 pmol/mL) 2 1#EH |, BIZUWRS. M I#EFREZE 5000l IIN 2#8 |, BIZIRS. RIEEGIETR 3-8#8/Y
FRE (1-84% CGMP JREESBIR 100, 50, 25. 125 6.25. 3.125. 1.56. 0.78pmol/ml) . HEHFIRESEINIE
15min RfERA, B4, tRc—1E EP &9 BO ( maximum binding , Opmol/ml ) , 1A 500ul 0.1M HCI,

2. "Assay Buffer TYER" HOHER

BAFI=ERY Assay Buffer (10x ) (15ml) JOA 135 ml XEFKE,

iE : BoiFRY Assay Buffer TYERAI=IRRT 3 A (B EEBLIHFIEAIRRE )

3. “"cGMP-HRP Conjugate T/ER" HIES

FAECHFAY Assay Buffer T{ER&Z 1:1000 J& cGMP-HRP Conjugate ( 1000x ) BEEE TR,

i FrEiERERE B0 EUNEREIEIANERAFRR Neutralizing Buffer , H3ZBMR 2sec.
1. SAFLHI0A 50 pl Neutralizing Buffer, TA ( Total Activity ) f1ZFFLBRSM,
7050 pl 0.1M HCI Z NSB FL ( Non-Specific Binding ) #1 BO L.
B 50 pl HREINERBREENFLF.
BY 50 pl HE@AREELFLF.
£EY 50 pl Assay Buffer T{E#&Z NSB FL,
BY 50 pl cGMP-HRP Conjugate T{ERZEZFLF ( TAFIZBEFLAM ) .
EY 50 pl Anti-cGMP monoclonal antibody Z&7L5 ( TA. ZSHEF1 NSB #/0) .
=RE 2 h, B%, B Assay Buffer TIER%: 418 , &XEF.
AN 5 pl #E8 20 %89 cGMP-HRP Conjugate T/E&RZE TA FLh,
10. EX 150 pl TMB Substrate Z&#5 , =iBEE 10min £A.
11. /050 pl Stop Solution EFFLA , HIZB) EESIR{GEEHGNEREIC 450nm , SHOREKA 630nm ) , HIBREMEE
89 Blank (=8 ) FLEREE.

© ® N o VA WN

. 0.1M Standard HRP-cGMP cGMP

Well Neutralizing  Buffer . Assay Buffer
HCI /Sample | Conjugate mAb

Blank - - - - - -
TA - - - Sul - -
NSB 50ul 50ul - 50ul - 50ul
BO 50ul 50ul - 50ul 50ul -
Standard 50ul - 50ul 50ul 50ul -
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/Sample
1 213 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 (5pl) 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. HERARERAS OD SFIEMITE 1% OD Fi8{E=0D F9E-NSB 7, OD Fi9{E

2. FEEE (BREMERNEGEERHRAEEE (BOFL) ELSLL) it& -

£58% (B/B0) = (% OD F145{&/B0 |, OD F15{F ) x100

3. %% (40 Curve Expert 1.4 8 ) BHTEEE (50% OD F9(E ) X Log ( cGMP FRAERIR
) N=RZIRREIFrhZHE ( three order polynomial linear regression curve ) B¢#5#4 Logistic BHZ&LE.,

4. BEIHRNESERIETEERTS cGMP IRE,
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