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Porcine Peptide YY ELISA Kit

Catalogue Number: JYM0390Po

® For research use only.

® For the quantitative in vitro determination of Peptide YY
concentrations in Porcine serum, plasma, culture media or any
biological fluid.

® Expiration date: six months .

® Storage: 2-8°C.

Principle

This ELISA kit uses Sandwich-ELISA as the method. The Microelisa stripplate provided
in this kit has been pre-coated with an antibody specific to Peptide YY. Standards or samples
are added to the appropriate Microelisa stripplate wells and combined to the specific antibody.
Then a Horseradish Peroxidase (HRP)- conjugated antibody specific for Peptide YY is added
to each Microelisa stripplate well and incubated. Free components are washed away. The
TMB substrate solution is added to each well. Only those wells that contain Peptide YY and
HRP conjugated Peptide YY antibody will appear blue in color and then turn yellow after the
addition of the stop solution. The optical density (OD) is measured spectrophotometrically at
a wavelength of 450 nm. The OD value is proportional to the concentration of Peptide YY.
You can calculate the concentration of Peptide YY in the samples by comparing the OD of
the samples to the standard curve.
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Materials provided with the kit
Materials provided with the kit 96 determinations Storage
1 User manual 1 R.T.
2 Closure plate membrane 2 R.T.
3 Sealed bags 1 R.T.
4 Microelisa stripplate 1 2-8C
5 Standard: 450pg/ml 0.5mlx1 bottle 2-8°C
6 Standard diluent 1.5mlx1 bottle 2-8°C
7 HRP-Conjugate reagent 6mlx1 bottle 2-8°C
8 Sample diluent 6mlx1 bottle 2-8°C
9 Chromogen Solution A 6mlx1 bottle 2-8°C
10 Chromogen Solution B 6mlx1 bottle 2-8°C
11 Stop Solution 6mlx1 bottle 2-8C
12 wash solution 20ml(30X) X 1bottle 2-8°C

Sample preparation

1. Serum preparation

After collection of the whole blood, allow the blood to clot by leaving it undisturbed at
room temperature. This usually takes 10-20 minutes. Remove the clot by centrifuging at
2,000-3,000 rpm for 20 minutes. If precipitates appear during reservation, the sample should
be centrifugated again.
2. Plasma preparation

Collect the whole blood into tubes with anticoagulant (EDTA or citrate). After incubated at
room temperature for 10-20 minutes, tubes are centrifugated for 20 min at 2,000-3,000 rpm.
Collect the supernatant carefully as plasma samples. If precipitates appear during reservation,
the sample should be centrifugated again.
3. Urine samples

Collect urine into aseptic tubes. Collect the supernatant carefully after centrifuging for 20
min at 2,000-3,000 rpm. If precipitates appear during reservation, the sample should be
centrifugated again. The preparation procedure of cerebrospinal fluid and pleuroperitoneal
fluid is the same as that of urine sample.
4. Cell samples

If you want to detect the secretions of cells, collect culture supernatant into aseptic tubes.
Collect the supernatant carefully after centrifuging for 20 min at 2,000-3,000 rpm. If you want
to detect intracellular components, dilute the cells to 1X100/ml with PBS (pH 7.2-7.4). The
cells were destroyed to release intracellular components by repeated freezing and thawing.
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Collect the supernatant carefully after centrifuging for 20 min at 2,000-3,000 rpm. If
precipitates appear during reservation, the sample should be centrifugated again.
5. Tissue samples

Tissue samples are cut, weighed, frozen in liquid nitrogen and stored at -80°C for future

use. The tissue samples were homogenized after adding PBS (pH 7.4). Samples should be
operated at 4°C. Collect the supernatant carefully after centrifuging for 20 min at 2,000-3,000
rpm. Aliquot the supernatant for ELISA assay and future use.

Notes:

l.

2.

Sample extraction and ELISA assay should be performed as soon as possible after sample
collection. The samples should be extracted according to the relevant literature. If ELISA
assay can not be performed immediately, samples can be stored at -20 ‘C .Repeated
freeze-thaw cycles should be avoided.

Our kits can not be used for samples with NaN3 which can inhibit the activity of HRP.

Procedure

1.

Dilution of Standards

Ten wells are set for standards in a Microelisa stripplate. In Well 1 and Well 2, 100ul
Standard solution and 50ul Standard Dilution buffer are added and mixed well. In Well 3
and Well 4, 100ul solution from Well 1 and Well 2 are added respectively. Then 50ul
Standard Dilution buffer are added and mixed well. 50ul solution is discarded from Well 3
and Well 4. In Well 5 and Well 6, 50ul solution from Well 3 and Well 4 are added
respectively. Then 50ul Standard Dilution buffer are added and mixed well. In Well 7 and
Well 8, 50ul solution from Well 5 and Well 6 are added respectively. Then 50ul Standard
Dilution buffer are added and mixed well. In Well 9 and Well 10, 50pl solution from Well
7 and Well 8 are added respectively. Then 50ul Standard Dilution buffer are added and
mixed well. 50ul solution is discarded from Well 9 and Well 10. After dilution, the total
volume in all the wells are 50pl and the concentrations are 300pg/ml, 200pg/ml, 100pg/ml,
50pg/ml and 25pg/ml, respectively.
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450pg/ml 300pg/ml  200pg/ml  100pg/ml  50pg/ml 25pg/ml
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2.

In the Microelisa stripplate, leave a well empty as blank control. In sample wells, 40ul
Sample dilution buffer and 10ul sample are added (dilution factor is 5). Samples should be
loaded onto the bottom without touching the well wall. Mix well with gentle shaking.

. Add 50 ul HRP-Conjugate reagent to each well except the blank control well.
. Incubation: incubate 30 min at 37°C after sealed with Closure plate membrane.
. Dilution: dilute the concentrated washing buffer with distilled water (30 times for 96T and

20 times for 48T).

. Washing: carefully peel off Closure plate membrane, aspirate and refill with the wash

solution. Discard the wash  solution after resting for 30 seconds. Repeat the washing
procedure for 5 times.

. Coloring: Add 50 ul Chromogen Solution A and 50 ul Chromogen Solution B to each

well, mix with gently shaking and incubate at 37 °C for 10 minutes. Please avoid light
during coloring.

. Termination: add 50 pl stop solution to each well to terminate the reaction. The color in the

well should change from blue to yellow.

. Read absorbance O.D. at 450nm using a Microtiter Plate Reader. The OD value of the

blank control well is set as zero. Assay should be carried out within 15 minutes after
adding stop solution.

Notes:

1.

Store the kit at 4° C upon receipt.The kit should be equilibrat4ed to room temperature
before the assay. Remove any unneeded strips from Porcine Peptide YY Antibody-Coated
plate, reseal them in zip-lock foil and keep at 4° C.

. Precipitates may appear in concentrated washing buffer. Please heat the buffer to dissolve

all the precipitates, which will not affect the results.

. Accurate pipette should be used to avoid experimental error. Samples should be added to

the Microplate in less than 5 minutes. If a large number of samples are included, multiple
channel pipette is recommended.

. Standard curve should be included in every assay. Replicate wells are recommended. If

the OD value of the sample is greater than the first well of standards, please dilute the
sample (n times) before test. When calculating the original Peptide YY concentration,
please multiply the total dilution factor (XnX5).

. In order to avoid cross-contamination, Microplate sealers are for one-time use only.
. Please keep Substrate away from light.
. All the operation should be accordance with the manufacturer's instructions strictly. The

results determined by the Microtiter Plate Reader.

. All the samples, washing buffer and wastes should be treated as infectious agents.
. Reagents from different lots should not be mixed.
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Calculation of Results

Known concentrations of Porcine Peptide YY *
Standard and its corresponding reading OD is plotted
on the log scale (x-axis) and the log scale (y-axis) .
respectively. The concentration of Porcine Peptide YY
in sample is determined by plotting the sample’s O.D.
on the Y-axis. The original concentration is calculated
by multiplying the dilution factor.

standards concentration (X)

This diagram is for reference only

Kit performance

1. Correlation coefficient (R) of linear regression of the samples is more than 0.92
2. The difference in intra-assay and inter-assay is less than 9% and 15% respectively.

Assay range
5pg/ml -400pg/ml

¥ L RKYY (Peptide YY) BEXA R 4T (ELISA)
RS U
5. JYMO0390Po

o ARFAN BRI

o AWANIEH TS ERRIEME. ¥, AR, MK LR
FEAPIEZIKYY (Peptide YY) I E.

o HFXIM: 61 H

o [REF%&M: 2-8°C
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AR S N XA I 0oyl 58 b A Hp 3% 2 IRYY (Peptide YY) 7K. F4ELISE £
BEYY (Peptide YY) U B AR, Sl R B AHSTIA, S APRRILH R IKINAIE £
EYY (Peptide YY), FE SHRPHRICHIFE Z IKYY (Peptide YY) Fifksh &, TERiiA—Hi )R-
FRPUAE S, WSS IR MBS (4. TMBAEHRPEG (K AL T Ak s 1, It
TERR A F R Al e & 0 AL TR FRE S R R 2 IKYY (Peptide YY) 21EAH
%o FABEFMUAEASONmIE K NI ROGREE (ODE), @i brvE ph £k i1 5 R85 T 3 2 ik
YY (Peptide YY) KEE.

RIS
A G Ak 96 fLACE RAF
1 DALY 1 % RT.
2 Ep i 2 A (96) R.T.
3 aE S R 1 R.T.
4 Bt s 0 AR 1x96 2-8°CIR1F
5 PRk : 450pg/ml 0.5mlx1 i 2-8C A7
6 FrifE SRR 1.5mlx1 i 2-8CIRAT
7 ity b i 71 6 mlx1 Jif 2-8CIRAT
8 FE SRR 6 mlx1 Jil 2-8CIRAF
9 B AW 6 mix1 Jff 2-8°CIR1F
10 B B R 6 mix1 Jff 2-8CIR1F
11 W 6mlix1 i 2-8°CIR1F
12 WRAR VRV (20mlx30 f5) x1 i 2-8CIRAT
FEZA RbBE J BESR

Lo M. ZiR MR E AR EERE 10-20 7080, B0 20 7380 A4 (2000-3000 %% /43D . 414
e BiE, PRAFEREF an B BUTuE, N RE G

2. M. NARPEARA I ERIER: EDTA B BRANTE APUEET], TRE 10-20 o805, &5
O 20 43%P /e 4y (2000-3000 3% /43) . AF4AdE BiG, PRAFE R WA TIE K, M
IR ES Lo

3. KW HATHEBEWE, &0 20 04544 (2000-3000 3 /43). HFHBE EiE, #1757
R UWE VR, BERE L. WK, RS ESET,

4. HEREFE BTG R R A B, R EUREE . E0 20 438 A4 (2000-3000
/550 ATANSEE L3 . R IAnH A B st By, B PBS (PHT. 2-7. 4) FaRe4i il 2
LR IR 2 100 J3/ml Aty o 18I S B VR L, DA 40 MO Al DR I T80 40 B N e o 9
O 20 48P e AT (2000-3000 55 /4930 ATAIUREE BiE . RAFISREF anE PR, N
FE .

5. HZUbRA: DIEFRA G, FRIER. IMA—EEN PBS, PH7.4. HRAIREA IR
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6.

T8 H o AR SR REF 2-8 CHIIRE . I —E &M PBS (PH7.4), HFTH
SIS TRy . B0 20 2Bl A2 A (2000-3000 %% /%3 ). A4l Eig. &
RfE— e, HRAEER.

AR G R B HATIREG, JRBULA K SCERIEAT, $RBUGE MR RBAT IR . & AR
o FATRES, AR ATICT 20 CARAE, AE SRS S 2 R L

7. ABERLIE NaN3 BOFESL, K] NaN3 il s id S b Yl (HRP) &1k

BIES R

1.

PRt b IR S . 7EBR AR CLB AR b BeARvE S fL 10 FL, ESR—. 35 —FLA 43l
PrifEdh 100 w1, SRJETES— BB FLHinAsvE SRR 50 n 1, TBAL; REME—
FL B LA ASE 100 v 1 20BN S0 S8 =LA DU FL, FEAEEE = SEUUFL 2 Bl hnbs
AR B0 w1, VRA); SRIGTESE —FLAEE DAL e & 50 w1 Fds, FSHL 50 11
SAMB AL BNALH, BAES T SRS FLH o BN bRHE SRR 50ul, TRETS
BAEMEETL SRR ZEC S50 v 1 B2 -, )\fLh, BES L. H\FL
o il bR e AR 50 w1, RAIE MG B\ALHa mIE 50 u 1IN E L.
LA, ARSI L BUIARE SRR 50 w1, WA M ILE AL &
B 50u ] Fid, (Rl SFUINEEEHR N 50 w1, WEH 54 300pg/ml,  200pg/ml,
100pg/ml, 50pg/ml, 25pg/ml).

—
s S
450pg/ml 300pg/ml 200pg/ml  100pg/ml  50pg/ml 25pg/ml
2. JNFE: i AL 8 RN LA IR i B ARGR), R EPEAEAED . ARl
FEft AL FEBEAR AR EARRIRE S AL Je OAE o B 40 1 1, SRS FRINARE I A it
10 w1 (FEM IR ARBEIE N 5 A5 o IIFEREFE SN T B bRl LSS, SR EA b J FLEE,
BRI
3. JnEg: BEALIIABEAR A 50ul, = HSLERSL.
4. WRE: HEBEENREE 3TCHRE 30 708,
5. FCVR: 4 30 (48T 1 20 %) F R 4 e b FH 25 17K 30 (48T [ 20 fi5) 5 ke fa #5 FH .
6. VElE: ANVOIEEENE, FEERBE, BT, BN, #E 30 MEFE, W
WEE 5K, 1+
7. Bt BRI R AT ASOul, BN EF] B50ul, BAREGIRS, 37T CHEE
10 7.
8. Z&ib: FALINZKILWE 50ul, ZibN (I B ArFE ).
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IRV AT BE A i biT BRI RTAE 7KV TRV, BRI AN 45 3L
BU IR LA I INRE &%, JRA W RO FAERa T, DAEERiRIe iR 2 . — JOInAE R [a]
BRI S 08N, Wb A SRS, R HAR IR -
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&, WHINE R RSB S (XnX5),

B R BR — PR, DA G 5 4.

JRADIE E I RAT

AR AL MU A BRI EAT 156 45 AH) % 00 20 AREEAR S O HE.

P FEL,  DRERIBORI 25 Tl IR FE 0 #8 L 3% A% e Ak 2
AGGHA FIHE S 2 AR .

0. W15 I TG, LU .

oE

PARRHEVI RO BE ke 2i bR, OD fH AHAERR,

FEARPRAR b2 ARHE T 28, ARAEFE ALK OD .

{E FbR v il 20 A A NI EE s 3 AR B .

E8G BOHAEI IR IZ S OD fETH5 i br *

HEHT 26 (1 ELZL RDAJT RE S, R AR Y OD fH

PNTTRER, TR AIREE, R AR R

G BIOOHE b A SEBR IR

standards concentration (X)

(SRR HEZ)

&R
LAE S 2 PE R0 5 FUUIR LA 8 R B R {E 8 0.92 LA E
2.4tk A S LT RN 70 ) /N T 9% 15%

RS
5pg/ml -400pg/ml
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