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[Introduction]

PYY is a gastrointestinal peptide hormone consisting of 36
amino acid residues. It is mainly released from endocrine cells
localizing in the intestinal tract after food ingestion, and inhibits
appetite through the vagus nerve and blood. The ELISA kit is
used for the quantitative determination of mouse/rat PYY in
plasma and serum samples.

[Kit Contents]

1. Antibody Coated Plate 1 plate
2. Mouse/Rat PYY Standard 12.5 ng
3. Biotinylated Mouse/Rat PYY 1 vial
4. Anti Mouse/Rat PYY, Rabbit 8.5 mL
5. HRP Labeled Streptavidin Solution 12 mL
6. Enzyme Substrate Solution 12 mL
7. Stopping Solution 12 mL
8. Buffer Solution 25 mL
9. Washing Solution (concentrated) 50 mL
10. Adhesive Foil 3 sheets

[Principle of the assay]

This ELISA kit for determination of PYY in mouse/rat plasma
or serum samples is based on a competitive enzyme immunoas-
say using the combination of an antibody to mouse/rat PYY and
a biotin-streptavidin affinity system. The 96 wells plate is coated
with goat anti rabbit IgG, to which biotin labeled antigen, stan-
dard antigen or samples and rabbit anti mouse/rat PYY antibody
are added for the competitive immunoreaction. After incubation
and plate washing, horse radish peroxidase (HRP) labeled strep-
tavidin (SA) is added to form a HRP labeled SA-biotinylated
antigen-antibody complex on the surface of the wells. Finally,
HRP enzyme activity is determined by 3,3’,5,5’-Tetramethyl-
benzidine (TMB) and the concentration of mouse/rat PYY is
calculated.

[Procedures]
(1) Preparations
1. Preparation of the standards :
Reconstitute the Mouse/Rat PYY Standard (lyophilized
12.5 ng/vial) with 1 mL of Buffer Solution, which affords
a 12.5 ng/mL standard solution. The reconstituted stan-
dard solution (0.1 mL) is diluted with 0.2 mL of Buffer
Solution which yields a 4.17 ng/mL standard solution.
Continue the dilution procedure to prepare a series of one
each of 1.39, 0.46, and 0.15 ng/mL standard solutions.
The Buffer Solution itself is used as 0 ng/mL.
2. Preparation of the labeled antigen solution :
Reconstitute the Biotinylated Mouse/Rat PYY with 7 mL
of Buffer solution.
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3. Preparation of the washing solution :
Dilute 50 mL of the Washing Solution (concentrated) to
950 mL with distilled or deionized water.

4. The other reagents are ready-to-use.

(2) Assay Procedure

1. Bring all the reagents to room temperature (20-30C)
before starting assay.

2. Add 350 pL of washing solution to each well and aspirate
the washing solution in the wells. Repeat this washing
procedure two more times (total 3 times). Finally, invert
the plate and firmly tap it onto an absorbent surface, such
as paper toweling, to ensure blotting free most of the
residual washing solution.

3. Pipette 50 xL of the labeled antigen solution into each
well first, then introduce 25 pL of each of standard solu-
tion (0, 0.15, 0.46, 1.39, 4.17, 12.5 ng/mL) or samples and
finally add 75 pL of Anti Mouse/Rat PYY, Rabbit into
the wells.

4. Cover the plate with adhesive foil and incubate it at 4 C
for 18 hours (=1 hour) without shaking and then 30
minutes more at room temperature with shaking (100-150
rpm).

5. After incubation, take off the adhesive foil, aspirate and
wash the wells 5 times with 350 L of washing solution.
Finally, invert the plate and firmly tap it onto an absor-
bent surface, such as paper toweling, to ensure blotting
free most of the residual washing solution.

6. Add 100 #L of HRP Labeled Streptavidin Solution into
each well.

7. Cover the plate with adhesive foil and incubate it at room
temperature for 1 hour with shaking (100-150 rpm).

8. Take off the adhesive foil, aspirate and wash the wells 5
times with 350 L of washing solution. Finally, invert the
plate and firmly tap it onto an absorbent surface, such as
paper toweling, to ensure blotting free most of the residual
washing solution.

9. Add 100 zL of Enzyme Substrate Solution into each
well ; cover the plate with adhesive foil and keep it for 30
minutes at room temperature in a dark place without
shaking for the color reaction.

10.Add 100 L of Stopping Solution into each well to stop
the color reaction.

11.Shake the plate 5-10 seconds to mix the contents and
immediately read the optical absorbance of the wells at
450 nm.

(3) Standard Curve
The standard curve of PYY is obtained by measurement of
the series dilution of the standard PYY solution with the kit,
as is shown in the figure.
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05 *

0.0
0.1 1 10 100

PYY (ng/mL)

—2/8 —




[Capability]
(1) Dynamic range
0.15 ~ 12.5 ng/mL
(2) Reproducibility
Intra-assay CV (%) 3.1 ~ 9.8
Inter-assay CV (%) 4.2 ~ 14.2
(3) Cross-reactivity
Specific to Mouse, Rat
No cross reactivity to Human PYY

[Notes on use]

1) EDTA-2Na additive blood collection tube is recommended
for the plasma collection. It is recommended that serum or
plasma samples should be tested as soon as possible after
separation. If the sample is tested later, they should be ali-
quoted and frozen below — 30 C (for long term storage, it is
recommended that the sample should be stored ina —70C
deep freezer). Avoid repeated freezing and thawing of
samples. Samples should be kept in an ice bath after thawing
before the assay and used within 60 minutes.

2) Standard and labeled antigen solutions should be prepared
immediately before use. The plate can be used for twice if
separated. In that case, the reconstituted reagents (standard
and labeled antigen solution) should be stored at or below
-30C.

3) During storage of washing solution (concentrated) at 2-8C,
precipitates may be observed occasionally, however they will
be dissolved when diluted.

4) As pipetting operations may affect accuracy and precision of
the assay, pipette solutions especially for standard solutions
or samples precisely into each well of the plate. In addition,
use clean test tubes or vessels in assay and use a new tip for
each sample or standard solution and for each step of prepa-
ration of the standard diluting solution to avoid cross con-
tamination.

5) Perform all the determinations in duplicate.

6) If a high range sample (over than 12.5 ng/mL) will be tested
or predicted, dilute this sample with assay buffer, before
starting the assay procedure.

7) To quantitate accurately, always run a standard curve when
measuring samples.

8) The color reaction should be carried out under light proof
conditions.

9) Read optical absorbance of the reaction solution in wells as
soon as possible after stopping the color reaction.

10) Protect reagents from strong light (e.g. direct sunlight) dur-
ing storage and assay.

[Storage condition]
Keep at 2~10TC

[Shelf life]
18 months after production

[Package size]
96 tests
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FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile +81-6-6201-5964

http://www.wako-chem.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

US.A. Germany

Telephone +1-804-271-7677 Telephone +49-2131-311-0
Facsimile  : +1-804-271-7791 Facsimile +49-2131-311100

http://www.wakousa.com http://www.wako-chemicals.de
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