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ELISAO OO 96TO 80O x 120
Micro ELISA Plate 48TO80Ox 60
24TO 80O x 30
96T*500 50 96T O O
opooood 96TO 2O
Reference Standard 48T/24TO 10
96T*501 100

ooooooono (100x )
Concentrated Biotinylated Detection Ab (100x)

96T 100 120 L
48T/24T0 10 60 L
96T*5050 120 L
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Concentrated HRP Conjugate(100x)

96T 100 120 L
48T/24TO 10 60 L
96T*50 50 120 L

200(0O0)0000600
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Reference Standard & Sample Diluent

96T/48T/24T0 10 20 mL
96T*50 50 20 mL

ooooooooo
Biotinylated Detection Ab Diluent

96T/48T/24T0 10 14 mL
96T*501 500 14 mL

ooooooo
HRP Conjugate Diluent

96T/48T/24T0 10 14 mL
96T*500 50 14 mL

00000 (25 )

Concentrated Wash Buffer (25x)

96T/48T/24T0 10 30 mL
96T*501 500 30 mL

2-80 0000600

OO000(TMB) 96T/48T/24T0 10 10 mL 2-80(C 0O)
Substrate Reagent 96T*501 500 10 mL
ooooo 96T/48T/24TO 10 10 mL 2-80

Stop Solution

96T*500 50 10 mL

ooono 96T/48T/24T0 50
Plate Sealer 96T*50 2501
oooood 10

Manual

ooono 10

Certificate of Analysis

gooobooboooobooboobooobooobooobobooboobobbobooboobooo
gboooboobooboobooboobgoobobboboobo




guoooobood

I e o

000@nmO0000)
O000C0OOEPOOOO0O000O05-10u L, 2-20u L, 20-200p L, 200-1000p L
370000

00000000

ooo

ooo

ogoogoo
(0000000000 O http://www.elabscience.cn/List-detail-241.html)

1.
2.
3.

Uboooboobobboibooezsubgnoez-sdlooox g0 0dnooonoooog
U000D00O0D00ODEDTA-Na20 DD OO0D30bO0de2-8001000x g0 O150 0000000000
ooooboooogees(oiMpH=74000000OO0O0OOODOOOODOODOOODOODOOOO
ooooopB(OOO1O000O0DO0ODOOIgmOOODODOOmLOPBSOOODOODOOODOODOO
ooo0obOOooooooboopBSOODOO0ODOODO)YWDOODOODODODODOODODOODOODODO
00o00obo0obOobDoob0o0obuobobOobDo0obooboobooboe-8gms000x g ds-100000
ooogoo

0o0oobooboobogoopBSO0D0OD0ODOODOODOOODOOI000x gOSOOOOODO0ODOn
000000000000000000PBSO0300010°00 000 0150-200u LPBSO O (0 O O PBS
Oo0oO0oooO00ooOooOoobOooOooeBsODOO0)YWOODOOODODOOUODOOOODOOO2-80
g1500x g 100 00n0ooogn

googobgooboboboobo
gbogbgz-soo1ox g0 0000000 Oo0ooonDooooon
OO0O0O0bO0oO0O0ogooOglx EDTADODO (OO DOE-EL-SROO3))DPMSFO OO DO OO (O OO E-EL-
SR002)0 0.25%0 0 00 0O 0O (O OO EP-CM-L0043)



googn

m 0000

1)
2)

3)
4)
5)
6)

7)
8)

gbooobgoboobobooboobon
googbgooboboboboobgoobobboobooboobooboboobooboobon
gbooobgoooboobo
gbogbooboboboboobuoobobbooboobooboobobooboobOoobon
goooboobobooboobobbooboooboobo
goooboobobboboobooboboboobooboobooboobobooobOoobo
(100x ) OOUDOHRPOOOD@OOx ) OODOODOOODOODOOOODODOODODO
O000D000bOobboOoboog4ser2nmibDO0booooooooDo3sbobbonooongiso
opogono

ooooboobobbobooboobobobooooobooo
oo0ooboePO00000OD00OODO0O0ODOODOOO

goooboobon

m Jgpgoo

1)
2)

3)
4)

5)
6)

gooobooboboobooboobobooobooboooboon
o00dbOO0biDobOo0ooOobOob2800oboobo0ooo0obOobbOoooOoboboboOoon-200@an
gooOo)yoo-soo@uUbboono)yooooobooooobooooboboooooboboooooo
oooobo0obobobobooobon
ooooboobobboboooboobobobobDoobooboobobbooboobooboo
oooobooog

gboobgooboboobgooboobooboobooboobooon
obooobobooobooboooobobooobooboooobOoobogoEeELISAODOOOO
gbogbooboboboboobgooboobooboobooboobo

gooood

gbooboobooboobgooboobooboobooboboboobooboobon

gboooboobooooboobuoobooobon

gooo0oobOooodsp LOO04%p LODO&OOODODOOODOI000000

goiloood b DOODODODOS LOOD%u LODOD&ODOODODODOO20000005 L200000
Uz245p LOO O &I OOODOOODOS000000000 100000

goiliooo000 0 ODODOO0ODOS LOOD1%Su LOUODD& M OODOODOO4000000O5p L400D0O0O
gb0O245p LOD D& UODDOODOOO0DODOOD0OOSs L2000 00000245u LODO O &I ODOO
googscboobohodoeooood O
ooooboooboobulooboobgoboooobobobooboooboooboooo




gooooon:

1. DO00000000000DO0bD0O0O@Es-2s0)obooooobooboobDobboooDoDbooo
gobobooobooobooboobooboooboonbo

2 D00O0oOOoO0oOOobOOoOoOoOooDo@ooboUooOobUoOoO0obOOobOOoUoOOobOobDOooDOoo
goo40b00b0Ob000Ob0o0bOobDboobDooboobon

3 J0bOobobOobboobicceox g Ul ooooboo&iooooImlbO0oobooboobOon
godooobodoo0oooooobo0oo0b0oooooobooDd2uemlO000ObDO@OON
mLOOO&OIODOODOOOO0O-200000000O000DLO0ODODO0OODO0ODOoDODbOODOOobDOOn
oO0)ydoooooooooooooDooooOoDObOoOoO0ODoD20,105,25,1.25063,0310p o/mLO OO0 O0ODO
OO0O0vO0epOO0O0O0OOG0p LOOO&OOOODOO02ng/mLlO0O0O00O0OOOO
500 LOODOOEPOOOOOOWOMemLOOOO0O0OOOO0ODOOOO0ODOODOOODOODOOO
goboboboooooooobooboboooooooooboobobobooooooboboboboboo

500uL 500uL 500uL 500uL 500uL 500uL
= Ve U U U U
Rcference - ) R R _ _ — I
Standard I B N iR B
= |
e‘., cE——
o
20 10 5 2.5 1.25 0.63 0.31 0

4 0000000000 0000000000000(@S50uL/000)0000000000100-200y LO
O000000000000000800x¢g00100000000000000100x 00000000
O00Wx 0000(@O0010pLO00+990p LOOO)0O0OO0O0

5. HRROOOOOOOOHRPOOOOOHRPOODOODOOODOOOOODOOOOOOODO (O 100
pL/O0OD)DODO00000000100-200p LOOOO15000000HRPO OO0 O800x g0 0100 0
000000000100« DOHRPOOOOODOOIx 00000010 LO O O +990
pL0DD)D0oooO



goon

1.

>

0000b000obob0bOobooobooobOobs LODODbOoDbOoboooboos Lhboo&O O
OOoOooooOoO0Osw LOOO0Oo@oooooooooobooooooooooDooogooDooo
Oo0o0oooOo0oOooOo0oUoboooO)§ooooOouoobooouooooOoooosw Looooboooo
g3vbgo400bobogoooobooboboobooboobobooboobooooboo
googobgoobgobwuood

goooboobobooboobuoobobooossop LDOD1IDODbOO0bOobObOOobOoODO
oooooboo0oooOo3yooobooooooboooooboobo0ooo@EoOoOooODbEM-30DOOO
O000020000000000O030p LOO0OSO0O00o0S0)Y0000bobooooobooooon
ooooogon

obooobgoobobiou LOODODOODOOODDO3rTobo3enogon
Oo0ooboobosooobooobag

O00O0D0O0oO(MB)u LOOOOODOODOO3700000OO00000000DO0bO0O0DO0ODO
0000DO0000DOo3p0obo0ooooooooooO(@40b000b00Db00DO0oDOD)Y OoDoDo
goimgooooooogn

ooooods LOODOO0bOobooooobooooboooooobooooboooog
COoOooood4mmbOdoooogooooobd)d



gooon

o, b'o ‘AnaMe Biotin

..‘
\' ‘/ 1. XIRARFLPINNSOpLtFER TIFREE
AfE , SZEPBFLINANSOpLAEFRWIAT

(11 IX] {}Eiﬁ i 37°C§B¥%45ﬁiq:
e @
s . . 2. FHRRRIR | ER3IR
.....l
_Streplauidin
) 3. LI 100pL HRPEEEE S TR ,
37°CHEBE 300 |, FEMRNEE , %iRS
(I 1 X 1] “"T
oze TMB
L " 4. BIINANOULEAR , 37°CHEE15
i
111X
i Stop solution

. 5. BFLAIASOuLERIER

: 6. SZEPTEASOnmiRi< REY | AMEEIR



goog

1. 0bOoboOoOoboobgooobuoboboooboooobbogbooboobooobooboobon

googoogooog
2. gooob0boogoboobuoobobobobooboobobobooboobOooboooo

googn

g0oooboo0ob0o0obOobDOoObELSADODOODOODbObDO
gooooOoboo0ooOfob0oo0ooooobO@UuoobOoooO0obUo0oD0oDOO0bOODOoDOObUOODODO

00)o

ELISAD OO O gooooo

goon
gobooboooboooboobooboboooboobuooboo

20 0.39
10 0.518
5 0.742
25 1.086 > T
125 152 5 .
5 .
0.63 1.948
031 2.298

1
0.1 1 10 100

O 278 Bb concentration(ug/mL)



g

m 00

obooboobooooobooboboooolymoobobzb b
oboooobobooobooboboooo3xooobooozeb b

gooooo gooooo

0o 1 2 3 1 2 3
0o 20 20 20 20 20 20
000 (u g/mL) 4.90 11.50 45.40 5.10 10.60 48.20
ooo 0.30 0.70 2.10 0.30 0.40 2.50
0000 (%) 6.12 6.09 4.63 5.88 3.77 5.19
m 000

gooooooooo0oooooOoOospObOOO0OO0ODOOOOODOOOODODOOOO

oooo oo0ooo (%) Oo0ooo (%)
0 0O (n=8) 87-103 94

0 0O (EDTA)(n=8) 88-102 94

00000 (n=8) 90-107 97

m 00

O0OooOoOBp0OOD0OOOO0O2004008001600000000000000000ODOOOO

00 (n=5) 00 (EDTA) (n=5) O0O0O00(n=5)
Lo 00000 (%) 86-99 96-112 94-108
| 00000 (%) 93 102 102
e 00000 (%) 99-112 91-103 92-104
| 00000 (%) 106 9% 97
18 00000 (%) 100-117 91-105 88-101
| 00000 (%) 107 9% 94
00000 (%) 95-109 91-107 84-100
1:16
00000 (%) 103 98 91




g

1. JboboobooboobobboobooboobobDbooboobobobobooboobooo
oogd

2. 000000O0DOO0O0ODOO/DbOo0DO0DO00DO0DOO0DbOO00DOO0ODOO00ODODODOO0DbODODOOODO0OD
go

 boboooooboboooooboboboobobooooobooboobOobooboobOobboOoDOon
googbgooboboboboobgoobobboobooboobooboboobooboobon
googoogooog

4 OJO00OO0oO0obOoOobOOobObOoOobOoOobOo0obOobbOobOoOobOoobOobOboOobDOoOobOoobOoobo
googo

5. JoooboobooboboobOooboooboboobDooboobobDbOobDoobOoobon
gooon

6. J0O0O0O0oOobOo0obOobooobo0oboobobDooboooboobooDboobDooboobon
oooobooo

7. J000b00o0obo0obobDoobD0o0oboobOobDb0oobDU0ooboobOobDbOobDoobUooboo
oooobooboboooboobooboobooooooboobo

8§ bUoooOooboboooooboooboobobooooboobobooOobOoboooobobobooDOon
googo

9. JboobuooboobobobobooboobooobooboobooboobobbooboobOoobon
gboooobgoobog



Bb(Bilirubin) ELISA Kit
Catalog No : E-EL-0076¢
Size:96T/48T/24T/96T*5

Intended use
This ELISA kit applies to the in vitro quantitative determination of Bb concentrations in serum, plasma and other
biological fluids.

Character
Sensitivity 0.19 ug/mL
Detection Range 0.31-20 pug/mL
Specificity This kit recognizes Bb in samples. No significant cross-reactivity or interference between Bb
and analogues was observed
Repeatability Coefficient of variation is < 10%
Test principle

This ELISA kit uses the Competitive-ELISA principle. The micro ELISA plate provided in this kit has been pre-coated
with Bb. During the reaction, Bb in samples or Standard competes with a fixed amount of Bb on the solid phase supporter
for sites on the Biotinylated Detection Ab specific to Bb. Excess conjugate and unbound sample or standard are washed
from the plate, and Avidin conjugated to Horseradish Peroxidase (HRP) are added to each microplate well and incubated.
Then a TMB substrate solution is added to each well. The enzyme-substrate reaction is terminated by the addition of stop
solution and the color change is measured spectrophotometrically at a wavelength of 4502 nm. The concentration of Bb

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 1 week. If the kit is not supposed to be used within 1 week, store the items
separately according to the following conditions once the kit is received.

Item

Micro ELISA Plate (Dismountable)

Specifications

96T: 8 wells x12 strips
48T: 8 wells x6 strips
24T: 8 wells X3 strips
96T*5: 5 plates, 96T

Reference Standard

96T: 2 vials
48T/24T: 1 vial
96T*5: 10 vials

Concentrated Biotinylated Detection Ab (100x)

96T: 1 vial, 120 uL
48T/24T: 1 vial, 60 uL
96T*5: 5 vials, 120 uL.

Storage

-20°C, 6 months

Concentrated HRP Conjugate (100x)

96T: 1 vial, 120 uL
48T/24T: 1 vial, 60 uL
96T*5: 5 vials, 120 uL

-20°C(shading light), 6 months

Reference Standard & Sample Diluent

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

Biotinylated Detection Ab Diluent

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

HRP Conjugate Diluent

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

Concentrated Wash Buffer (25x%)

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

2-8°C, 6 months

Substrate Reagent

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

2-8°C(shading light)

Stop Solution

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

2-8°C

Plate Sealer

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

Product Description

1 copy

Certificate of Analysis

1 copy

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).




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
(More detailed information please view our website: http://www.elabscience.cn/List— detail-241.html)
Serum: Allow samples to clot for 1 hour at room temperature or overnight at 2-8°C before centrifugation for 20 min at

1000xg at 2-8°C. Collect the supernatant to carry out the assay.

Plasma: Collect plasma using EDTA-Na2 as an anticoagulant. Centrifuge samples for 15 min at 1000xg at 2-8°C within

30 min of collection. Collect the supernatant to carry out the assay.

Tissue homogenates: It is recommended to get detailed references from the literature before analyzing different tissue
types. For general information, hemolyzed blood may affect the results, so the tissues should be minced into small pieces
and rinsed in ice-cold PBS (0.01M, pH=7.4) to remove excess blood thoroughly. Tissue pieces should be weighed and
then homogenized in PBS (tissue weight (g): PBS (mL) volume=1:9) with a glass homogenizer on ice. To further break
down the cells, you can sonicate the suspension with an ultrasonic cell disrupter or subject it to freeze-thaw cycles. The

homogenates are then centrifuged for 5-10 min at 5000xg at 2-8°C to get the supernatant.

Cell lysates: For adherent cells, gently wash the cells with moderate amount of pre-cooled PBS and dissociate the cells
using trypsin. Collect the cell suspension into a centrifuge tube and centrifuge for 5 min at 1000xg. Discard the medium
and wash the cells 3 times with pre-cooled PBS. For each 1x10° cells, add 150-250 uL of pre-cooled PBS to keep the
cells suspended. Repeat the freeze-thaw process several times or use an ultrasonic cell disrupter until the cells are fully
lysed. Centrifuge for 10 min at 1500xg at 2-8°C. Remove the cell fragments, collect the supernatant to carry out the

assay.

Cell culture supernatant or other biological fluids: Centrifuge samples for 20 min at 1000xg at 2-8°C. Collect the

supernatant to carry out the assay.

Recommended reagents for sample preparation: 10xEDTA Anticoagulant (Cat No. E-EL-SR003), PMSF Protease
Inhibitor (Cat No. E-EL-SR002), 0.25% Trypsin Solution (Cat No. EP-CM-L0043).



Note

B 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.

3) 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, biotinylated detection Ab working solution, HRP conjugate working
solution. The unspent undiluted concentrated biotinylated detection Ab (100x) and other stock solutions should be
stored according to the storage conditions in the above table.

5) The microplate reader should be able to be installed with a filter that can detect the wave length at 45012 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.

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

B Note for sample:

1)

2)

3)

4)
5)

6)

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

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



Dilution Method

Please predict the concentration range of the sample in advance. If your test sample needs dilution, please refer to the
dilution method as follows:

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

For 1000 fold dilution: Two-step dilution. Add 5 pL sample to 95 uL. sample diluent to yield 20 fold dilution, then add
5 uL 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 uL sample diluent to yield 40 fold dilution, then
add 5 pL 40 fold diluted sample to 245 pL sample diluent to yield 50 fold dilution, and finally add 5 uL 2000 fold
diluted sample to 245 uL sample diluent, after this, the neat sample has been diluted at 100000 fold successfully.

Reagent preparation

1.

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.

Standard working solution: Centrifuge the standard at 10,000xg for 1 min. Add 1.0 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 20 pg/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: 20, 10, 5, 2.5, 1.25, 0.63, 0.31, 0 ug/mL.

Dilution method: Take 7 EP tubes, add 500uL of Reference Standard & Sample Diluent to each tube. Pipette 500ul
of the 20 ug/mL working solution to the first tube and mix up to produce a 10 ug/mL working solution. Pipette
500uL of the solution from the former tube into the latter one according to this step. The illustration below 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
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Biotinylated Detection Ab working solution: Calculate the required amount before the experiment (50 uL/well). In
preparation, slightly more than calculated should be prepared. Centrifuge the Concentrated Biotinylated Detection Ab
at 800xg for 1 min, then dilute the 100x Concentrated Biotinylated Detection Ab to 1x working solution with
Biotinylated Detection Ab Diluent(Concentrated Biotinylated Detection Ab: Biotinylated Detection Ab Diluent= 1:
99).The working solution should be prepared just before use.

Concentrated HRP Conjugate working solution: HRP Conjugate is HRP conjugated avidin.Calculate the required
amount before the experiment (100 uL/well). In preparation, slightly more than calculated should be prepared.
Centrifuge the Concentrated HRP Conjugate at 800xg for 1 min, then dilute the 100x Concentrated 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.



Assay procedure

1.

Determine wells for diluted standard, blank and sample. Add 50 uL 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 uL of Biotinylated Detection Ab working solution to each well. Cover the
plate with the sealer provided in the kit. Incubate for 45 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 3 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 100 uL of HRP Conjugate working solution to each well. Cover the plate with a new sealer. Incubate for 30
min at 37°C.

Decant the solution from each well, repeat the wash process for 5 times as conducted in step 2.

Add 90 uL 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 uL 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.



Assay Procedure Summary
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Calculation of results

Average the duplicate readings for each standard and samples. 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 under the lowest 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

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.

ug/mL “ Standard Curve
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Bb concentration(ug/mL)



Performance

m Precision

Intra-assay Precision (Precision within an assay): 3 samples with low, mid range and high level Bb were tested 20 times
on one plate, respectively.

Inter-assay Precision (Precision between assays): 3 samples with low, mid range and high level Bb were tested on 3
different plates, 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 4.90 11.50 45.40 5.10 10.60 48.20
Standard deviation 0.30 0.70 2.10 0.30 0.40 2.50
CV (%) 6.12 6.09 4.63 5.88 3.77 5.19
H Recovery

The recovery of Bb 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) 87-103 94

EDTA plasma (n=8) 88-102 94

Cell culture media (n=8) 90-107 97

m Linearity
Samples were spiked with high concentrations of Bb 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)

Cell culture media(n=5)

1o Range (%) 86-99 96-112 94-108
. Average (%) 93 102 102
4 Range (%) 99-112 91-103 92-104
. Average (%) 106 96 97
L8 Range (%) 100-117 91-105 88-101
. Average (%) 107 96 94
Range (%) 95-109 91-107 84-100
1:16
Average (%) 103 98 91




Declaration

1.

Limited by current conditions and scientific technology, we can't conduct comprehensive identification and analysis
on all the raw material provided. So there might be some qualitative and technical risks for users 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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