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Carp Vitellogenin ELISA Kit

Vitellogenin (Vg) is a precurser of egg york and detected female serum near ovulation. Vg is not detected in
male serum, but treated with 17 3 -estradiol, Vg is detectable in male serum.

Carp Vg ELISA kit is constructed as a sandwich ELISA format using anti carp Vg antibodies and titrate serum
carp Vg.
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Detection of Vg by ELISA

Release of Vg into bloodstream

(Principle]

This kit is constructed using the antibodies specific to carp Vg , as both capture and secondary antibodies of
sandwich ELISA format. During the assay, carp Vg in the samples is captured by the antibody, immobilized on
the surface of microplate wells, and simultaneously reacts with the horseradish peroxidase (HRP) labeled

antibody. Quantitation of carp Vg in samples can be made by measurement of HRP activity of the complex,
which is exponential to the quantity of carp Vg.

&' HRP-conjugated anti-Carp Vg antibody
O &- Carp Vg
Y e- Anti-Carp Vg antibody (solid phase)

( Microtiter plate
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(Kit Contents)

(1) Antibody-coated microtiter plate (8wells X 12) 1 plate
(2) The standard, Carp Vg, lyophilized 2 vials
(3) Dilution solution 30 mL
(4) HRP-conjugated anti Carp Vg antibody (X 500) 30 uL
(5) Substrate buffer 15 mL
(6) OPD (o-phenylendiamin) tablets 2 tab.
(7) Wash solution (X 20) 30 mL
(8) Stop solution 6 mL

(Required Apparatuses)
(1) A microplate reader
(2) A micropipet
(3) A microplate washer

(Assay Method)
(1) Preparation of reagents to be used

@ Antibody-coated microtiter plate
The 96 well microplate is coated with antibody to carp Vg, and is ready-to-use add 300uL
/well of
wash solution for 10 to 60 minutes at room temperature

@ Standard Carp Vg
Dissolve standard carp Vg in 300uL of distilled water.
This standard concentration is 1ug/mL. In order to make the standard dilution. 1
g/mL carp Vg solution is diluted two serial dilution from 7.8 ng/mL to 500 ng/mL with
standerd diluent.

@ HRP-conjugated anti Carp Vg antibody
The stock HRP-conjugated anti carp Vg antibody can be prepared for 48 well reaction
upon dilution of 0.01mL stock solution with 5 mL standard diluent just before use.

@ Substrate solution
One OPD tablet is dissolved in 6.5 mL substrate buffer.

(® Standard diluent
Make sure that the solution does not contain any crystalized material, upon reaching
room temperature. Working solution is prepared by dilution of 30mL of the stock wash
solution with distilled deionized water to 570mL. This solution is stable for 14 days when
stored in a refrigerator.

(2) Assay procedure

@D Discard the wash solution from the wells and dispence 100uL standard diluent into zero

blank wells.

@ In the assay each concentration of standard solution and serum sample dispence 100uL
into each well. Incubate at room tempelature for 2 hours.

@ Discard the solution from the wells, and then wash 3 times with 30uL /well of wash
solution.

@ Dispence 100uL HRP labeled anti carp Vg antibody into the wells, and incubate at room
temperature for one hour.

® Discard the solution from the wells, and then wash 5 times with 300pL/well of with wash
solution.

® Dispence100uL of substrate solution into the wells, and incubate at room temperature
for 15 minutes.

(@ Dispence 50uL of stop solution and read absorbance with a microplate reader at 490 or
492nm.
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(3) The standerd curve
The standerd curve of carp Vg is obteined by measurement of the serial dilution of standerd
carp Vg solution with the kit, as is shown in the figure

Standard curve
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Concentration of carp vitellogenin (ng/mL)

Features
(1) Sensitivity
Dynamic range: 7.8-500 ng/mL
(2) Reproducibilities

Intra assay (n=14)

Sample 1 2 3
Mean (ng/mL) 2193 178.0 100.0
SD 75 13.1 04
CV(%) 3.4 7.4 4.2

Inter assay (n=9)

Sample 1 2 3
Mean (ng/mL) 250.6 195.0 118.0
SD 21.0 17.4 11.0
CV(%) 8.4 8.9 9.1

(3) Recovery of exogenous vitellogenin
Plasma Av. 95.6%
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Usage notes

@
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Duplicate assay should be recomended for each sample.
The standard curve should be made during each assay.
Serum is diluted with standerd diluent more than 5 dilutions.

HRP-conjugated anti-Carp Vg antibody is not stable under sun light, so that do not leave it
for long time under sun light.

Dissolved carp standerd Vg should not store at room temperature.
The appalatus for making coloring solution should be clean one.
OPD (o-phenylendiamin) is harmful, so that take good care to it.

The kit is constructed with well-adjusted combination for each lot.
Replase combination among different lots may cause unexpected results.

@ Stop solution, 2N H2SO4, is strong acid, so that take good care to it.

®

@

This kit is only for research use. Do not use for medicine or any other things.
When using the regents, take care to avoid them from touching to skin,mucous membrane,
clothes, and getting into eye.

If the regents happen to get into eye or mouth, wash out them and go to see a doctor if you
need.

After using the kit, wash your hand very carefully.

If you find that the packages of the regents are broken or something trouble,
do not use them.

When you store the regents, make sure to avoid them from vaporizing, falling down.
After using the regents, the packages should be discarded under established rule.

We can not grantee for any other usage of the packages and the accompaniments.

Strage : Keep at 2-8C
Package : 96 well plate
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Standard curve
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Concentration of carp vitellogenin (ng/mL)

(1) B fEAEARREERE : 7.8~500 ng/mL

(2) FELME
H BN (n=14)
Sample 1 2 3
Mean(ng/mlL) 219.3 178.0 100.0
SD 7.5 13.1 0.4
CV(%) 3.4 7.4 4.2

H I HELE (0=9)

Sample 1 2 3

Mean(ng/mlL) 250.6 195.0 118.0

SD 21.0 17.4 11.0

CV(%) 8.4 8.9 9.1
(3) ¥RANMEIIL

a1 - $J95.6%
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