(REFNESREFIMARER, FRATIRKIZET)

i8S E-OSEL-H0063
Fmilig: 96T/48T/24T/96T+5

Elabscience®QuicKey Pro- A S E IR Bl N 2=
(NT-proBNP) BESBXSE&Z IR MM EXFISERIRIAH
QuicKey Pro Human NT-proBNP (N-Terminal Pro-Brain Natriuretic

Peptide) ELISA Kit

EAMBFAMNZRAS. MREETEE, BELATARERERHEA]:

EiE: 400-999-2100

BpFE: techsupport@elabscience.cn

paiE: www.elabscience.cn

BAMRERELERZINORGE, BERRBRERRENE,

BRARMSRET RIS (LAFIERE), ERINESHNERS,


http://www.elabscience.cn/

QuicKey Pro™ %5l

S5{ERELISAIRFIEHEEL, QuicKey Pro™ &R FITESLISEY BT & =D 1-2/\0%
BIEBT RIS E N REFNIFTRAILIOLE R . Elabscience® BEF R AVFIEA,
EEENEFUEASMNANHTRERSR,

FRi&
ZAFIZAFHINESRA MBEF M PNT-proBNPIRE , ELRIFARZEE
WSS R AR,

EAMEE
REE 0.09 ng/mL

e E 0.16-10 ng/mL

e MDA NT-proBNP, BESEEELWTHEER
= R RRL

Ep=L:3 WA, REESREI<10%

16 R

AIAFIZRABUAMAS L ELISA 35, F#AA NT-proBNP iR 81 FEERR
L, TWEMARER (SEIRER) FERIRSEUYIEERICHIHTA NT-proBNP
PR, HAR EFRERD) KA NT-proBNP 258 RERERE S
EYDESARICEIHIA NT-proBNP A4S, FERNIRAROHNEESEY,
HBENES L. MAZEEY(TMB), TMB EHIRS S/ ESNELT
ENER, MELKREERES, BEROUE 450 nm K40 oD &,
NT-proBNP JRES ODuso B Z B2 IELL, EidLFimEML T E HER T
NT-proBNP HIRE,



HAISEARRFRE
RIFHISRARTE 2-8 R 6 NA; HABADFHEERR TRPOEMNE
HEIRTE.

th 2R g FHERERM

96T: 8 FLx12 %

ELISA BEARIR 48T: 8 FLx6 %% .

Micro ELISA Plate 24T: 8 Fx3 & 2-8C, AERITR
96T+5: 5 ¥ 96T EFARIR

HFRES %6T: 2 % 2-8C, HHEYXE

Reference Standard 48T/24T: 1 32 fEF
96T*5: 10 X

R HRP BEE5S4 (100%) 96T: 1% 60pL

Concentrated HRP  Conjugate | 48T/24T: 13X 30uL 2-8°C (B%)

(100%) 96T+5: 5 ¥ 60pL

R R MIERR

96T/48T/24T: 1#& 20mL

R(leference Standard & Sample 96T+5: 5 3§ 20mL
Diluent
BLEAYERR 96T/48T/24T: 1#R 14mL 2-8°C
HRP Conjugate Diluent 96T*5: 53k 14mL
IREEFEHRIR (25%) 96T/48T/24T: 1#R 30mL
Concentrated Wash Buffer (25x) 96T+5: 5 30mL
EYIER(TMB) 96T/48T/24T: 14 10mL B
Substrate Reagent 96T*5: 53 10mL 2-8C(&%)
RMZIER 96T/48T/24T: 1#R 10mL 2.8
Stop Solution 96T+5: 5 10mL
IIRERE 96T/48T/24T: 53k
Plate Sealer 96T+5: 25 3K
FmiteAH
Manual 16
H
RS 18

Certificate of Analysis
BEA: FRBIFIMRE SR LARS LE 2 R AR E MRS 2,
HAMARUERR SRRIEIBHRE, HXEFED RS ARE L
RIS —, BEERNSEmIEEEEIH,



iR B &M

1. BEARMY (450 nmiBIIEYE )

2EREBKRSE, EPER—IRMRL: 0.5-10pL, 2-20pL, 20-200pL,
200-1000pL

3.37°ClEiRME

4. WFIKEEBFK

5. IR7K4E
6. N1
BRI &

1.MiE: £MH#RTFERRE2ZNHASCER/ET1000xgE 20728, BX
LisEneErtaen, WEMRIGHEN I—RENERSRRAE,

2. MK HFRFIHFEREDTA-Na2, H#RXEF307 RN F1000xgE L
1558, ERESEENEMEM, BRERAm, Sigtta.



p I 30

B HFEERER

1) REFIENEHRIMARER, RETIRKIZER,

2) ARPEFELRIRHA IR TFEMFNIF TE, 53020 NMRK
EEMEREREN, BREREMANEREMIPEGINT,

3) NIFBHEIRMRILP T RSE VKR, WAEENR, AaxX
IRERER DI, TIFRAIRRUIFHERAZTREER,
RIB LR RIS D RERMEFR,

4) B7ESERCHBENIRER. HRPEEESYTIER, KA
ZEHRPESAEYI(100x), BEITIR REMFERIZIR ARG PRERM
=i,

5) 1MIERIBBIRMY B ELEARMA50£2 nmiBIKEVR A, K EETE
E7E0-3.5Z18, FIN{ERTIRAI S HFR.

6) EZERAEMMSHEMKIRINATBAERBERRANZPSAF,

7) RIeTP AT ANEPE RN —IRIEER, MHRERA.

8) 1E70{E R BRI,

n HEREFESER

1) WEMRNRENA—RKETASHRE, BREREN, SMmAsRE

2) B#REEERFRMTRNTRET2-8C, ERERIHEN, &
B—REHESER, HKETF-20C(INERIEN), H-80CEMNERR
m), BRERERRL. EAONA, QFRIIFARNEEMRIEHEOR
RS R, ERBSEER.

3) WA NEEAFETHFPEFNMENRETEE, MREFRPEFN
MIRELZHIE, ENERMUESTRREIIRSE.

4) EFMSEAREIRBEAIIEAZD, BT RIGIEESNER
1, HERCERBRFISAADRAMMIBINE, BHTFSIARLL
FYESSHEELISANELIIRE,

5) RLEAEA TR SIHXFE P HEEREAL M HLA R LES 7 I AR gee
BtER.



HAERER

EEAME/MARHEREFRERD,

HFFEMER, FROMEFARRETE, HETMLREERFE
BEARRITR (R

MRENRVUEATERR, BABERAIRSZNT:

RER10015: —HTERR, B5 uLAEAREI495 pLiRERIFEARTERIRA , #10015HE;
R 1000 5: WESHRE, BU5 pL H#4°E 95 pL i RIFATHERIRA, i 20
EHRR, BELS L 20 SHEBREARE 245 pL iR ERIBEARERKA, 8 50 &%
B, BH=®HE 1000 15;

T2 100000 f%: =5, BX5 pL ##4K% 195 pL inERFARTEREA,
40 fETETR, BENS pL 40 [SHRBREARD 245 UL FRERMEAHETRRA, #5150 13
I, RGN 5 L 2000 EHBHEARZ 245 pL AEREARTRRRA, 850 £
R, SRR 100000 15

BSMBRNEREARLDT 3 uL, BREHAEIT 100 (£ . SSHEBRHATREHS,
Wi,

emEnESITE

1. 281200 ¢ MK FE PR IR IR, FEEXRB(18-25C), MRRAET
DERER, BNEEARLIOR BESFRREFNIRT, RIAREFRT
ERBISERMGRTE,

2. ISR ISRERFRANEKRER(0:24), 1BR: WKFEFEREERYE
HRRUASEE R, BTERIR, TTA40CABRMINAELRTAM
JEBmHi%SER, HBER.

3 ARERIER: BHRERT10000xgE 0950, IMARERLERFRR
1 mMLEETAERD, REES, BE1001, ETEEARR, FH7:
HEEE, BRES, BRiEE, BMR10 ng/mLiRER TEREIIAT
mUiRERERBERE, 381201, BRERIENESRS. T8
EEERBOERRIESEPENSE). REREZEHTELRRE,
EINE LA TIRE: 10, 5. 2.5, 1.25. 0.63, 0.31. 0.16. 0ng/mL,
ELHRAE: BIZEPE, SE9TIMAS00 pLifER.HERBRE, N
10 ng/mL B9 R @ TR P IRER500 uLB 5 —REPE DR OB M5
ng/mLESARER TR, RIS BERKRREGES, ITTFRER, 1=#75:
BE—EEEENZAI, FTREBMNIBE_SEPRIVEE, EHHER
HinER TEREZEMERIA,

4. HRPESESYI TIERR: HRPESLE S NHRPERE SR, SLRATITTEHIX
SLIRFAE A= (A0 uL/FLitE), SCRRECHIET R S B H100-200 pL, £
HI1594, ISREHRPESE AT 800xgE O 1 240, MBSEASYRER
100 REBHRPESE SRR 1x TIEREBIAN: 10 pLiREER+990 pL

-6-




wER). NEIWA,

500uL 500uL 500uL 500uL 500uL 500uL

= Ve W W W We |

Reference

Standard

30O ED

a

10 5 2.5 1.25 0.63 0.31 0.16 0
BRIESE

S.

: ﬁ%ﬂlﬁiﬁh"ﬁﬂ FEFFMERTL AREFLIIA 50 pL EERRIRER,

ZAFIMA 50 pL iR ERRFAHRR, ERILIA 50 pL FHUEA RN
TR ATIRERERNPIRTE; BB FSLIEE IR
SHFREFOEANTRREL). ESILIAINIA HRP BBESY IR
50 pL, EEARARAN_EZERE, 37°CIRE 60 £, I’n: MEFINSHERINTE
RIS, REAMKILE, BERMES, B@REESE, BN
EEZFIE 10 29K,

CRRILRRIE, EEFNRKELRAT, SHAM%KER ‘&350pL =a1

280, REFRIEMIMRAIIERE, BT, EEWHERSE SR, =Bx:
Ltk 5 B At AR 2 BRER B R A AR L (B E LR IAE DEM-3 BURARML S
®E: 2 AR, SILMAERRK 350 L, IR 5, IR 0.5%), HiR
SERUEIEMENIEIT T HERIE, REILMIRTIR.

. BILINEYEKR(TMB) 90 L, ESARARINLERE, 37°CEXIEE 15 04

Eh, B RIELRESERENIEMEENER, BATEE 30 9.
SNEFLHIBAEHENEY 4 M ERIL NP RESRE), BTl
1280 15 9 EFTF BRI

CBILMAIER S0 uL, LIERN, #5: ZIERONAIRFNRES EY

ARG R,
37 BDFESHRINAE 450 nm RN ESILAIEZE(OD B).



Analyte

.l
\ ot 1. SIRHRFAIIASOuURAER TIER,
BARE, MEEFLINAS0uL HRPESR
MAETIER, 37°CIEE604 4

2. FHERARE, RS

> (- 3. SAMAPLEMIET, 37°CHB155H
&&

Stop solution &

L]

v 4. FHIAS0pLR IR

5. ZAEASOnmiRtIcTisedy, ShIEddRE



SRR

1. i EtRERAIEF RS FLAFEIIODEHBEZ=AILHODEEARIEE. U
REEBIR, ODENYPLIR, ERIIE LR NS NS EBIER
HOFRAER LG

2. EFmODES TINEMEL LIR, NESHEBREENHEHEFRRER
SELAE M AOTR RSN

BARFR
MIEHEBA T 43, REFEIFMIELISASSIRIER T E DA S .

WEEARAREE, BSRARAIFRAEURNNERLERER, R
BLIOUR. FTARERAKRERINER).

ELISASEIGER BRAZHNE



BREIEG IR
UUTEIRM& I SE, LREFTRESCHLNETINERE,

o oo mmoo| e

10 2.349 2.256
10
5 1.643 1.550
2.5 0.980 0.887 £ ! -
éS -
1.25 0.551 0.458 ] g
© 014 -
0.63 0.329 0.236 -
0.31 0.197 0.104 0.01 T T T )
0.1 1 10 100
Human NT-proBNP Concentration(ng/mL)
0.16 0.149 0.056
0 0.093
HAUE
Py ——————
mi&(n=10) ND-0.86
M3z (EDTA)(n=10) ND-0.234

ER M EERSNER SRR T IE SR s IRIABIIE S MA



TERE
m EEE
RABEE: &, P, SREFADINEIRIRF L18M200K,
REREEE: B, B, SREFERDBIESRIRT LIGM20%,

| masEE RIS

LE%N 1 2 3 1 2 3
e 20 20 20 20 20 20
SE9{E(ng/mL) 0.51 1.15 4.06 0.52 1.2 4.4
IRfEE 0.02 0.05 0.17 0.04 0.09 0.37
TERRH (%) 4 4.45 4.28 7.92 7.84 8.37
m [EER
A RAERRERPRIMEXRENIANT-proBNP, #EUL, BHEIIL
U EFFIIEIRE,
m3&(n=8) 85-97 91
[M3%(EDTA)(n=8) 88-98 93
m &

1RO ANT-proBNPEIE RS BITRRE 25, 415, 8fF, 16M5REUISER,
SO T E R FIEIRER,

| E 9 L REW eD)

- B 2R 5E B (%) 90-104 90-101
S [EIER (%) 98 95

- E =SB (%) 87-101 89-101
S EER (%) 93 94

. B 2R 5E Bl (%) 90-104 90-107
I EIEE (%) 97 97

16 BB E (%) 90-102 84-98

BN EE (%) 95 90



=EA

1. RTIERERBZRAKE, BREMAERMETEENEEDH,
AEmU R —ENRERARKIE,

2. R SRR PER/ R T EYMFF RPN —LERRETIEE,
FEE TR NN E RIS ER.

3. RENLWERSHAIEMNM. LIOEIEXREURSE ISR
SRRZPVAX, AADVINHAFNEARSHR, AYRERXFIZPMSR
B AHEAR, BEAESERNRSZRIAFATRINERS, MBER
REER,

4. ATXRBFHIRER, BREAAARNSARENET, F2REA
E&Emetr=m, MSRRIRAHIRE,

5. ATREIEPRAGSURBIMISEIRERIER, TRESHERER,
SRS FE IR BH AR NS,

6. BMERER A RBREBIURERIALLRPEERRNER, NRIEL
RNENE, FEEFZRIEDE—SIRE,

7RISR ENSEITENEE, AW, ENEhRYG. TRREERE
SEREXM, APENERTEREBER—H., FREiLREEFI=E
HEStETRERE LRIREA,

8. ARFIEARSEAt REEHFNZHAR 7 EENE — B B~ miH1T
XIEE, FRUARHERRIE A R A —EEER,

9. AHZREARER, WEERTIRKZESEAEBRAR, HATER
X ELEFERERAGA R, RARBEMERSRE,



QuicKkey Pro Human NT-proBNP (N-Terminal Pro-Brain
Natriuretic Peptide) ELISA Kit

Catalog No: E-OSEL-H0063

Size: 96T/48T/24T/96T*5

QuicKey Pro™ Series

Get more sensitive and precise results with saving at least 1-2h comparing to
traditional ELISA Kits. The new developed technology in house will help to
accelerate your science research in a more efficient way.

Intended use

This ELISA kit applies to the in vitro quantitative determination of NT-proBNP
concentrations in Human serum and plasma samples. Please contact
tech-support for other sample type detection.

Character
Sensitivity 0.09 ng/mL
Detection 0.16-10 ng/mL
Range
This kit recognizes Human NT-proBNP in samples. No
Specificity significant cross-reactivity or interference between
Human NT-proBNP and analogues was observed
Repeatability Coefficient of variation is < 10%

Test principle

This ELISA kit uses the Sandwich-ELISA principle. The micro ELISA plate
provided in this kit has been pre-coated with an antibody specific to Human
NT-proBNP. Samples (or Standards) and Horseradish Peroxidase (HRP)
linked antibody specific for Human NT-proBNP are added to the micro ELISA
plate wells. Human NT-proBNP in samples (or standards) combines with the
coated antibody and HRP linked detection antibody special to Human
NT-proBNP. Excess conjugate and unbound sample or standard are washed
from the plate. The substrate solution is added to each well. The
enzyme-substrate reaction is terminated by the addition of stop solution and
the color turns vyellow. The optical density (OD) is measured
spectrophotometrically at a wavelength of 45042 nm. The OD value is
proportional to the concentration of Human NT-proBNP. The concentration of
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Human NT-proBNP in the samples is then determined by comparing the OD of
the samples to the standard curve.



Kit components & Storage
An unopened kit can be stored at 2-8°C for 6 months. After test, the unused
wells and reagents should be stored according to the table.

Micro ELISA Plate
(Dismountable)

Reference Standard

Concentrated HRP Conjugate

(100x%)

Reference Standard &
Sample Diluent

HRP Conjugate Diluent

Concentrated Wash
Buffer(25x)

Substrate Reagent
Stop Solution

Plate Sealer

Product Description

Certificate of Analysis

Specifications

96T: 8 wells x12 strips
48T: 8 wells x6 strips
24T: 8 wells x3 strips
96T+*5: 5 plates, 96T
96T: 2 vials

48T/24T: 1 vial

96T+*5: 10 vials

96T: 1 vial, 60 pL
48T/24T: 1 vial, 30 uL
96T+5: 5 vials, 60 uL

96T/48T/24T: 1 vial, 20 mL
96T+5: 5 vials, 20 mL

96T/48T/24T: 1 vial, 14 mL
96T+5: 5 vials, 14 mL

96T/48T/24T: 1 vial, 30 mL
96T+5: 5 vials, 30 mL

96T/48T/24T: 1 vial, 10 mL
96T+5: 5 vials, 10 mL

96T/48T/24T: 1 vial, 10 mL
96T+*5: 5 vials, 10 mL

96T/48T/24T: 5 pieces
96T+5: 25 pieces

1 copy
1 copy

Storage After Preparation

2-8C, 1 month

2-8°C, use the
reconstituted standard
within 24h

2-8°C(Protect from light)

2-8C

2-8°C(Protect from light)

2-8C

Note: All reagent bottle caps must be tightened to prevent evaporation and
microbial pollution. The volume of reagents in partial shipments is a
little more than the volume marked on the label, please use accurate
measuring equipment instead of directly pouring into the vial(s).
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Other supplies required

Microplate reader with 450 nm wavelength filter

High-precision transfer pipette, EP tubes and disposable pipette tips
Incubator capable of maintaining 37°C

Deionized or distilled water

Absorbent paper

Loading slot

Sample collection

Serum: Allow samples to clot for 2 hours at room temperature or overnight at
4°C before centrifugation for 20 min at 1000 x g at 2~8 °C. Collect the
supernatant to carry out the assay. Blood collection tubes should be
disposable and be non-endotoxin.

Plasma: Collect plasma using EDTA-Na2 as anticoagulant. Centrifuge samples
for 15 min at 1000 x g at 2~8 °C within 30 min of collection. Collect the
supernatant to carry out the assay. Hemolysed samples are not suitable for
ELISA assay!



Note

® Note for kit

1) For research use only. Not for use in diagnostic procedures.

2) Please wear lab coats, eye protection and latex gloves for protection.
Please perform the experiment following the national security protocols
of biological laboratories, especially when detecting blood samples or
other bodily fluids.

A freshly opened ELISA plate may appear a water-like substance, which
is normal and will not have any impact on the experimental results.
Return the unused wells to the foil pouch and store according to the
conditions suggested in the above table.

4) Do not reuse the reconstituted standard, HRP Conjugate working
solution. The unspent undiluted HRP Conjugate (100x) and other stock
solutions should be stored according to the storage conditions in the
above table.

The microplate reader should be able to be installed with a filter that can
detect the wave length at 45022 nm. The optical density should be
within 0-3.5. Follow the Instructions of the Microplate Reader for set-up
and preheat it for 15 min before OD measurement.

6) Do not mix or substitute reagents with those from other lots or sources.

7) Change pipette tips in between adding of each standard level, between
sample adding and between reagent adding. Also, use separate
reservoirs for each reagent.

The kit should not be used beyond the expiration date on the kit label.

3

~

5

~

8

~

® Note for sample

Tubes for blood collection should be disposable and be non-endotoxin.
Samples with high hemolysis or much lipid are not suitable for ELISA
assay.

Samples should be assayed within 7 days when stored at 2-8°C,
otherwise samples must be divided up and stored at -20°C (<1 month)
or -80°C (<3 months). Avoid repeated freeze-thaw cycles. Prior to assay,
the frozen samples should be slowly thawed and centrifuged to remove
precipitates.

Please predict the concentration before assaying. If the sample
concentration is not within the range of the standard curve, users must
determine the optimal sample dilutions for their particular experiments.
If the sample type is not included in the manual, a preliminary
experiment is suggested to verify the validity. If a lysis buffer is used to

—_
~

2

~

3

~

4

=
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prepare tissue homogenates or cell lysates, there is a possibility of
causing a deviation due to the introduced chemical substance.

5) Some recombinant protein may not be detected due to a mismatching
with the coated antibody or detection antibody.



Dilution method

Undiluted normal serum/plasma samples are recommended for the assay.

Due to individual differences, please estimate the concentration range of the
sample in advance, and conduct a preliminary test to determine the appropriate
dilution ratio of the sample.

If your test sample needs dilution, please refer to the dilution method as
follows:

For 100 fold dilution: One-step dilution. Add 5 pL sample to 495 pL sample
diluent to yield 100 fold dilution.

For 1000 fold dilution: Two-step dilution. Add 5 pL sample to 95 pL sample
diluent to yield 20 fold dilution, then add 5 pL 20 fold diluted sample to 245

uL sample diluent, after this, the

neat sample has been diluted at 1000 fold successfully.

For 100000 fold dilution: Three-step dilution. Add 5 pL sample to 195 pL
sample diluent to yield 40 fold dilution, then add 5 puL 40

fold diluted sample to 245 pL sample diluent to yield 50 fold dilution, and finally
add 5 pL 2000 fold diluted sample to 245 pL sample diluent, after this, the neat
sample has been diluted at 100000 fold successfully.

Reagent preparation

1.

I

Bring all reagents to room temperature (18-25°C) before use. If the kit will
not be used up in one assay, please only take out the necessary strips and
reagents for present experiment, and store the remaining strips and
reagents at required condition.

Wash Buffer: Dilute 30 mL of Concentrated Wash Buffer with 720 mL of
deionized or distilled water to prepare 750 mL of Wash Buffer. Note: if
crystals have formed in the concentrate, warm it in a 40°C water bath and
mix it gently until the crystals have completely dissolved. For same day use
only.

. Standard working solution: Centrifuge the standard at 10,000xg for 1 min.

Add 1 mL of Reference Standard &Sample Diluent, let it stand for 10 min
and invert it gently several times. After it dissolves fully, mix it thoroughly
with a pipette. This reconstitution produces a working solution of 10 ng/mL
(or add 1 mL of Reference Standard &Sample Diluent, let it stand for 1-2
min and then mix it thoroughly with a vortex meter of low speed. Bubbles
generated during vortex could be removed by centrifuging at a relatively
low speed). Then make serial dilutions as needed. The recommended
dilution gradient is as follows: 10, 5, 2.5, 1.25, 0.63, 0.31, 0.16, 0 ng/mL.
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Dilution method: Take 7 EP tubes, add 500 pL of Reference Standard &
Sample Diluent to each tube. Pipette 500 pL of the 10 ng/mL working
solution to the first tube and mix up to produce a 5 ng/mL working solution.
Pipette 500 pL of the solution from the former tube into the latter one
according to this step. The illustration on the next page is for reference.
Note: the last tube is regarded as a blank. Don't pipette solution into it from
the former tube. Gradient diluted standard working solution should be
prepared just before use.

500uL 500uL 500uL  500uL 500uL  500uL

- Y W W W W \

Reference

Standard

Lsssn®

a

10 5 25 1.25 0.63 0.31 0.16 0

4. HRP Conjugate working solution: HRP Conjugate is HRP conjugated
antibody. Calculate the required amount before the experiment (50
uL/well). In preparation, slightly more than calculated should be prepared.
Centrifuge the Concentrated HRP Conjugate at 800xg for 1 min, then dilute
the 100xConcentrated HRP Conjugate to 1x working solution with HRP
Conjugate Diluent(Concentrated HRP Conjugate: HRP Conjugate Diluent=
1: 99). The working solution should be prepared just before use.
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Assay procedure

1.

Determine wells for diluted standard, blank and sample. Add 50 pL each
dilution of standard, blank and sample into the appropriate wells (It is
recommended that all samples and standards be assayed in duplicate. It is
recommended to determine the dilution ratio of samples through
preliminary experiments or technical support recommendations).
Immediately add 50 pL of HRP Conjugate working solution to each well.
Cover the plate with a new sealer. Incubate for 60 min at 37°C. Note:
solutions should be added to the bottom of the micro ELISA plate well,
avoid touching the inside wall and causing foaming as much as possible.

. Decant the solution from each well, add 350 pL of wash buffer to each well.

Soak for 1 min and aspirate or decant the solution from each well and pat it
dry against clean absorbent paper. Repeat this wash step 5 times. Note: a
microplate washer can be used in this step and other wash steps. Make the
tested strips in use immediately after the wash step. Do not allow wells to
be dry.

. Add 90 pL of Substrate Reagent to each well. Cover the plate with a new

sealer. Incubate for about 15 min at 37°C. Protect the plate from light. Note:
the reaction time can be shortened or extended according to the actual
color change, but not more than 30 min. Preheat the Microplate Reader for
about 15 min before OD measurement.

. Add 50 pL of Stop Solution to each well. Note: adding the stop solution

should be done in the same order as the substrate solution.

. Determine the optical density (OD value) of each well at once with a

micro-plate reader set to 450 nm.
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Assay Procedure Summary

Analyte
A L] HRP
..\
-) 1. Add 50pL standard or sample to the
wells, immediately add 50uL HRP Linked
Detection Ab working solution to each
well. Incubate for 60 min at 37°C
@ HRP . "
P 2. Aspirate and wash the plate for 5 times
™B
. = & 3. Add 90 pL of Substrate Reagent.
Incubate for about 15 min at 37°C
Stop solution &

L J
4. Add 50uL Stop Solution

5. Read the plate at 450nm immediately.
Calculation of the results
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Calculation of results

Average the duplicate readings for each standard and samples, then subtract
the average zero standard optical density. Plot a four parameter logistic curve
on log-log axis, with standard concentration on the x-axis and OD values on
the y-axis.

If the OD of the sample surpasses the upper limit of the standard curve, you
should re-test it with an appropriate dilution. The actual concentration is the
calculated concentration multiplied by the dilution factor.

Technical resources
More detailed ELISA experiment guidelines and routine problem analysis can
be obtained through wechat QR code at the lower left.

If you have any technical problems, please feel free to contact our technical
support (it is recommended to take pictures and save the experimental data in
time. Keep the used plate and remaining reagents).

Guidelines for ELISA Wechat of technical support
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Typical data
As the OD values of the standard curve may vary according to the conditions
of the actual assay performance (e.g. operator, pipetting technique, washing
technique or temperature effects), the operator should establish a standard
curve for each test. Typical standard curve and data is provided below for
reference only.

m Corrected OD Standard Curve

10 2.349 2.256
109
5 1.643 1.550
25 0.980 0.887 o e
1.25 0.551 0.458 z .
g 0.1 o

0.63 0.329 0.236 .
0.31 0.197 0.104 .

o1 i 10 100
0.16 0.149 0.056 Human NT-proBNP Concentration(ng/mL)
0 0.093 -

Sample value

Sample type Reference range of Human NT-proBNP (ng/mL)

Serum(n=10) ND-0.86
Plasma(EDTA)(n=10) ND-0.234

Note: The above samples were from normal healthy individuals during
non-menstrual period or pregnancy.

Performance
® Precision
Intra-assay Precision (Precision within an assay): 3 samples with low, mid
range and high level Human NT-proBNP were tested 20 times on one plate,
respectively.
Inter-assay Precision (Precision between assays): 3 samples with low, mid
range and high level Human NT-proBNP were tested on 3 different plates,
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20 replicates in each plate, respectively.

_ Intra-assay Precision Inter-assay Precision

Sample 1 2 3 1 2 3

n 20 20 20 20 20 20

Mean(ng/mL) 0.51 1.15 4.06 0.52 1.2 4.4

Standard 0.02 0.05 0.17 0.04 0.09 0.37

CV (%) 4 4.45 4.28 7.92 7.84 8.37
B Recovery

The recovery of Human NT-proBNP spiked at three different levels in
samples throughout the range of the assay was evaluated in various

matrices.
Sample Type Range (%) Average Recovery (%)
Serum (n=8) 85-97 91
EDTA plasma (n=8) 88-98 93

B Linearity

Samples were spiked with high concentrations of Human NT-proBNP and
diluted with Reference Standard & Sample Diluent to produce samples with
values within the range of the assay.

Serum (n=5) EDTA plasma (n=5)

19 Range (%) 90-104 90-101
Average (%) 98 95

i Range (%) 87-101 89-101
Average (%) 93 94

- Range (%) 90-104 90-107
Average (%) 97 97

16 Range (%) 90-102 84-98

Average (%) 95 90
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Declaration

1.

2.

Limited by current conditions and scientific technology, we can't condu
ct comprehensive identification and analysis on all the raw material pr
ovided. So there might be some qualitative and technical risks for use
rs using the kit.

This assay is designed to eliminate interference by factors present in
biological samples. Until all factors have been tested in the ELISA
immunoassay, the possibility of interference cannot be excluded.

. The final experimental results will be closely related to the validity of

products, operational skills of the operators, the experimental environments
and so on. We are only responsible for the kit itself, but not for the samples
consumed during the assay. The users should calculate the possible
amount of the samples used in the whole test. Please reserve sufficient
samples in advance.

. To get the best results, please only use the reagents supplied by the

manufacturer and strictly comply with the instructions.

. Incorrect results may occur because of incorrect operations during the

reagents preparation and loading, as well as incorrect parameter settings
of the Micro-plate reader. Please read the instructions carefully and adjust
the instrument prior to the experiment.

. Even the same operator might get different results in two separate

experiments. In order to get reproducible results, the operation of every
step in the assay should be controlled.

. Every kit has strictly passed QC test. However, results from end users might

be inconsistent with our data due to some variables such as transportation
conditions, different lab equipment, and so on. Intra-assay variance among
kits from different batches might arise from the above reasons too.

. Kits from different manufacturers or other methods for testing the same

analyte could bring out inconsistent results, since we haven't compared our
products with those from other manufacturers.

. The kit is designed for research use only, we will not be responsible for any

issues if the kit is applied in clinical diagnosis or any other related
procedures.
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