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NN/ R ERHCNASRIH O ELISAR NS &=

BRI RIFAI AR AT

RS KE00891
A% 96T

RYE: 7.1 pg/mL
KMSEE:  15.6-1000 pg/mL
FA & T2 AT E SN RERAALRERFIIN//NE/KEHCNARE

FEmNATHFRR, NMERTIRRIZET
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HCN4 (BIRCSUEFMZERI HTRES) BT MBEHCNRK, ER—MMEBRIAMES 88, BENKEREFEEE, WHE
FRNEZEMSF T B FRIERE. HCNATJRES S0 (If) MErs (h) PHEEEEER. ERIZER (GI9cAMP) B9
7, XERZERET AR RERBIEN A BE B KA ER KR THEE E M. HCNARTREN SIERMERIEHY R o
HCNATRIE B2 EYRBRELELEIE (SSS2) RUmEZ—.
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3.1 BetRY (ATIREN450 nmA1630 nmXUE ) ;

3.2 SHEEBREN—RIEEREEIEK;

3.3 FeARA (FRRIFEhEAR) 5

3.4 EPE (BT HEANERRIFE);

3.5 kEMSGEL (BTHT);

3.6 RMFNER;

3.7 BT ELISASSRRIEIE AT BISE NS I (HWEFINS NG 737%), 0t Origin, ELISA Calc.
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m: HF2AD R EF

HXETR B i 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard PEESR - RTRYR 2000 pg/ii |2 3R
Detection antibody, HRP- I o o~ s
conjugated (100 X) HRPARZHMIARZER (100 X) 120 uL/& 18
Sample Diluent PT 4B1 AR PT 4B1 30 mL/#R 14
Detection Diluent TUAHERR 30 mL/#R 1R
Wash Buffer Concentrate (20 X) RIETTER (20 X) 30 mL/#R 1R
Extraction Reagent R 30 mL/#R 14
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)

Stop Solution £IER 12 mL/#R 1#R
Plate Cover Seals Ei 45K
fEEFRMHE:

1) RABREFERIE2-8° CEH THEBRONAHET-20°CR Y TEFRLFE

2: EABRRANZEI7E2-8°CHERTR

3: BREEIgFERMNINER,FREER

* AN AR EmATER, EATESRTETE
* FERIEEO

h: LRATFEM

5.1 B R AKIEMA I ER UK TMB 2ER;

5.2 ERIndiER, ERFEIOAMFESE, WKER, FE, OSHPEE;

5.3 BB AERURIATIETRER, SHmIs7IER;

5.4 EEABEARNEY, RIMNAFRZE, RESWENREER, LURSDITEEHE,
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N HRES

6.1 ZRERARR: WERARRSE, A2 (2-8°C)BY1 X PBS#%3/R, 500 X gBi5 min. 4RI, B/0F LiE; IMPMSFEZRRERARR

, ZIRENL mM;IRE1X10 "N, IINL mLZEREZARR (& PMSF), 7k L3230 min, Hisl - FEMEIERRE 7S, BN
FFALIE, 8000 X g-10000 X gB5/05 min, B E L&, 93 fE-80°CTE, HABCAZRRRENE XN @NESERRE, #ERE
R

6.2 BRKMRR:

1) ERATULHIL X PBSIEFRAR, T 7K /E, B TIS0HE, INEERRERR (MPMSFEZRARF, ZKREN1 mM, §100 mg
ALRMANL mLIREER, TRFEAFBEITNHKL);

2) BRI LIIBLIKEER, 9KL920-30T. IRMRESMEAEEMABRLEER, FEARKBRRFSRREEFHRTE, F
BiTAL;

3) 5J3%20-30/R[FER492-3 ULABREAAR SR BBTERI A EHERRERE TR, NN ZBREZ A IR s e BB RRRAZA, W BRZBRE()
e, WNRBT0-80%NMEITIZE A MTTEMRAS, RBARELT R, W#EHTF—P L, [N, JFSIK10-30%
BRI EDI0%E LM,

4) ZBREEKEF/E8000Xg-10000 X gB S min, 3B _LF, 93/5-80°CHEH, HABCAZERRENEXHENE SEQRE, &R

R E R

+: WHNES
7.1 %K (1X)
MRFFR Q0X) BRETE, 3T CIMAERESENAMR, RI20HRMEHHTHRE: B30 mLRGLEER (20X) , A
570 mLBAKSERFK, BEHEER 1X) o
7.2 HRPARIZE MR (1X)
SRR, R1L100LLFIHTHE, HRERIRIEMIITE LIRS EEE (100 ul/Fl) , RPRECHIBY R 2 E0%10.1-0.2
mLo 4010 uL HRPARZAIHASREER (100X) #0990 uL Filk BB RH(ThLE, BEES.
7.3 FFRNEEA:
TERIEAERENAEAFERRHTRRE, NRERQIERIITHRSTE, AT ENHEREEHTRR, 4R
RO MES FATESEER, FRERHNHRESRE BT,
BREFINT . ARMRRNALMRRIERL2ELCAHR; HRRE. MIENEENERTRESEIIEANE.
7.4 BERBRNINES:
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/2 mL PT 4Bl AR E A Em, BIEIEIENT:
500 iL 500 iL 500 uL 500 pL 500 iL 500 ul
-

®w ‘v v‘ v

g/mL 500 pg/ml 250 pg/mL 125 pg/mL 62.5 pg/mL  31.25 pg/ml. 15.6 pg/mL

sdl

Add # pl of Standard

diluted in the previous — 500 pl 500 pL 500 pL 500 pL 500 plL 500 pL
step
# pL of Sample Diluent
2000 pL 500 plL 500 plL 500 plL 500 pL 500 pL 500 plL
PT 4B1
rlsd?rl rlsdﬁﬂ I'I5d5r| rlsdq-ﬂ rl5d3ﬂ I'I5d2r| rlsd-lﬂ

J\: LT E

KRF, BFERAMBHANEEETFTEH20-30min (HRPIFZERMAKEKRBRARTEFTHER, AN ; fEHTindE
fa. BARURAEAAIMEN, Sigiesk, B IRNARE, FRNEFM, EARRNMEE,

8.1 IRIELNAE, MEFEMAINIITIRE, FRRFMATFIENMNBEERERNEEFRT4C, HF—AZRAR;

8.2 NNH¥E, DRNEZFLARETL FENREATL. SFLINEAHIFRL00 pL, RILD I ERBRAIRERIFENREZA100 uL/7L, E
EREFESE (BT ESTEASBMET, REBTIWIRE, WRLIERERT, 5-10 minFemMN&E) ;

8.3 EgtriR = L&, 37°CiEE2 h

8.4 ik

1) BFHIRE GHERR, BRMEIASEREGEESET) , 7RI, B8F;

2) HER (1X) HRRSE, §71350-400 uL, FRE, BEREBTIRE, EEHSRAR, EBREYIENRILUSAMRETIE;
8.5 &FLI1100 pL HRPARICAMUA (1X) (BRIAFIESEEHT.2), HLEHRE, 37°CHFF40 min;

8.6 EEFIR8.4;

8.7 2 EILIMMTMBE&K100 uL, 37°CEHXEE 15-20 min GIREAGERE, A& HIEK E GEYE], AEE30 min; FREEE
MR TRARES, BERYEIERNELTESEHE, 1626, B7ER) ;

8.8 &1k: B|FLMAIKI00 L, BEaTHEE, KIBRSTMBEEBRNMEINFE—;, CIX: REMEKEREMLIER)

8.9 IFHL: U630 nmARIER, FAESAMYAEA50 nmiEKNIEEFLAHEE (ODME) o DAL LERIE5 minP#HTIEREL, EF630
nMi<, HATEEAERA50 nmigIREL

8.10 BN B MLESIEANODER HESFLIODME, KBS L, INEFIE, MR ERIRE LT, ODEAMNLEL
1%, ALY (f00rigin. ELISACalc®) #{THHBEHINE (4-PL) , RIBHAMODEMITEMKLEEEINGIRE, TUBRE
ISR AR TNRE,
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BIEREBEWT:

BBt TRIREL HERE
1 | PERSEFE 100 UL 120 S3%f 4R BIEE37°CIHE
2 |HRPARIZEMTA (1X) 100 UL |40 3%H 4R BREE37°CIFE
3 |E&TMB 100yl [15-20 73%h FRETR BIRE37°CHE, ¢
4 |ARIbR 100l |0 5% TRERF s
5 | MIAZLEREIU630 nmARIERK, 7£450 nmbUEOD(E, RN EI5 2%
N KRB
9.1 &E 1Rk
o (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit 0.087
(0] 0.0716 0.0793 -
0.1589
-‘E L 15.6 0.1546 0.15675 0.07745
£ 0.293
1.2 .2761 .1
; 31.25 0.2503 0.27615 0.19685
E 0.4496
0l 625 | oo | 045415 0.37485
0.7737
125 0.7626 0.76815 0.68885
1.3991
: . . 250 1.3546 1.2753
oo 10 100 1000 1.3101
Human/Mouse/Rat HCN4 Concentration (pg/mL) 500 2.2328 2.22145 2.14215
2.2101 ) )
2.8673
1000 2.8297 2.8485 2.7692
9.2 REE
IRPBEE: 3P FERENFRERAEENTE 8 'X;
RIEHERE: 3P AEARENFRERBEZENTE 16 Ko
RAFBEE (CV) IRIEHETE (CV (&)

FHE (pg/mL) EE  BRRBCV% B WE  TME (pg/mb)  REE BREBCV%
1 8 482.6 13.7 2.8 1 16 498.6 25.2 51
2 8 1221 3.0 25 2 16 123.7 4.5 3.6
3 8 64.7 11 1.7 3 16 63.2 3.0 4.7
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9.3 fntx el Z
REATERRE, TEMRETEREMEER. . 3 RE, HTA/)E/ARHCNABIIFEIRESL, LRINT:

=2 HREER FE (%) SEE (%)
1:8 88 81-96
MRERARR
1:16 104 93-115
9.4 H41{E

AN/NE/AREEHCNS (pg/mL)

HL-60 4BREZARR 459.7 3.7
REALRRRR 2863.9 8.2
/NERRLHAR KRR 8117.7 7.0

9.5 REE

A0 EENZFLFHIODEN LMENEERFEINODET NIEMAIN S B WATREE, iHFEHRA//NE/REHCNABIRE

ERT.1 pg/mLs

9.6 &%
PN AR RS, ERRERIEL FAREER, SIsRmT:
(AR HBRIFRTN ARG, )
MRENAER ANIER
91E (%) 100 100
1:2
SEE (%)
91E (%) 89 86
1:4
SEE (%) 88-90 84-89
A (%) 90 97
1:8
SEE (%) 82-97 97-98
¥E (%) 78 121
1:16
SEE (%) T7-79 119-123
9.7 FEM
FRFIEFREIRBIRARTEAA/NE/AREHCNS, HOAN50 ng/mLLL T3, TPAERX R,
Human:
HCN1
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