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Avian Leukosis Virus P27
Antigen(ALV P27-AG) ELISA Kit

Catalogue Number: JYMO0006Av

® For research use only.

® QOur Avian Leukosis Virus P27 Antigen (ALV P27-AG) ELISA
kit is to assay ALV P27-AG levels in Avian 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 ALV P27-AG. 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 ALV
P27-AG 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 ALV P27-AG and HRP conjugated ALV P27-AG 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 presence of ALV P27-AG is
determined by comparing with the CUTOFF value.
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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 Negative control 0.5mlx1 bottle 2-8°C
6 Positive control 0.5mlx1 bottle 2-8°C
7 HRP-Conjugate reagent 6mlx1 bottle 2-8C
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 2-8°C
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.

Huhk: ERBBL X RHTRE 666 SOLA ALY HiE: 027-88411411
Wik: http://www.jvmbio.com E-mail: jiyinmei027@163.com



http://www.jymbio.com/

W
BLA =

ELISA LAB

REEER SR AT

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.

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:

1. 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.

2. Our kits can not be used for samples with NaN3 which can inhibit the activity of HRP.
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Procedure
1. In the Microelisa stripplate, leave two wells as negative control, two wells as positive

[\
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control and one well empty as as blank control. Number: the sequential number,
corresponding sample of the microporous hole 2 per board should set negative control
and positive control 2 holes, ck 1 hole (ck hole without samples and HRP-Conjugate
reagent, the rest of the same step operation)

. Adding samples: Negative and positive control in a volume of 50ul are added to the
negative and positive control wells respectively. In sample wells, 40ul Sample dilution
buffer and 10ul sample are added. Samples should be loaded onto the bottom without
touching the well wall. Mix well with gentle shaking.

. 3. Add 50 pul 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 (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 pl Chromogen Solution A and 50 pl 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.
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Determine the result

Test effectiveness: the average value of positive control >1.00; the average value of
negative control <0.10.
The critical value (CUT OFF) calculation: critical value = the average value of negative
control + 0.15
Negative judgement: if the OD value< CUT OFF, the sample Is ALV P27-AG negative.

Positive judgement: if the OD value >CUT OFF, the sample is ALV P27-AG positive.

Notes

2.

Store the kit at 4° C upon receipt.The kit should be equilibratded to room temperature
before the assay. Remove any unneeded strips from ALV P27-AG 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.

. In order to avoid cross-contamination, Closure plate membranes 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 Microelisa stripplate Reader.

. All the samples, washing buffer and wastes should be treated as infectious agents.

. Reagents from different lots should not be mixed.

Storage and validity

l.
2.

Storage:  2-8C.

Duration: 6 months
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F A& E MR HRBEP2THLE (ALV P27-AG) BEBE S 4347 (ELISA)
AT &3 A Ui B 5
5. JYMO006AV

o ARFAIBRIFIEA .

o ARFEHFHIEANFAME. m¥. AR, i LERAEER
fREA T MR EEP27THLER (ALV P27-AG) K F.

® HHH: 61N A
o RIFHKM: 2-8°C
SEIG [T,

AARF R XU AR e OBl R S 3% (ELISA) 5 b As b 58 & (A I 76 7 P27 HiJR
(ALV P27-AG). F4ifbir) A I E: P27 HUR TR LR, S E A PE, TS5
WA PP B P27 BUR(ALV P27-AG)FHSS &, Beiklbe 2 R 856 1 i A KAt pl 7 J5
P15 HRP i 9 A M0 8 P27 PURBUARS &, TR UR-PUR-BE bRt iA R &4, &id
MR PRI G MEY) TMB &£, TMB £ HRP BEEAL T 0k (o, JFEBRIER T
AR AR E . FHBEAMUAE 450nm K T IEWRIEE (OD{H), 5 CUTOFF fEAH
Eeise, M3 e b A A I3 5 P27 PLIR(ALV P27-AG)IFES 15 .

AT B k-

R e 2H 96 LI & PRAF

1 DALY 1 RT.

2 HHR 2 Fr (96) RT.

3 EHEAR 1A R.T.

4 b B AR 1x96 2-8 CIRAE
5 IERER O 0.5mlx1 ¥ 2-8 CRAF
6 [SH 2 %+ 0.5mlx1 Iff 2-8 CRAF
7 [sZ N n e 6 mlx1 2-8 CRAE
8 FF it i R UL 6 mlx1 2-8 CHRAF
9 B AW 6 mlx1 2-8 CRAE
10 TEF B W 6 mlx1 Jif 2-8 CIRAF
11 21 6mlx1 i 2-8 CIRAF
12 WRAR VR (20mlx30 £5) x1 jff 2-8 CIRAF
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1. IMyd: =R ESREEE 10-20 28k, B0 20 4380 /24 (2000-3000 F5/43 ). A4
£ EE, RSP BT, MERE .

2. MK: NARPEFR A ERIERE EDTA B RRENTE APLEET], RA 1020 2805, &
O 20 FrEP ey (2000-3000 #/43). AFAREE Bif, PRAFE R W DTE TR, N
Z IR B o

3. R ATHEERE, B0 20 2824 (2000-3000 35/53) . AFAHIEE BiE, R4
FERUA PO, BFIRE L. AR, B RSIESEAT.

4, MRS FE B3 KW R B, R UREE . B0 20 438 A4 (2000-3000

6.

7.

15y ATANIREE BIE . RN N i Rt i, B PBS (PH7.2-7.4) # 4 2,
AR FEIA R 100 Ji/ml oA @t e Z R a, DU S BN i 40 i Y e .
Ly 20 8P EA (2000-3000 3%/75 ). AF4ilEE Bif . (RAFEREFWETOIER, M
RO o

C HEWRA: UIFIhrA S, FRECEE. IIA—E &M PBS, PH7.4. AIREURIEA IR

74 o PRAEL G 3R R FF 2-8°CINIRE . TIA— =1 PBS (PH7.4), HF L
SI BB RR AR LI TE o B0 20 M BHEA (2000-3000 35/43). AFAIUEE BiE. 4
BEJE— R, HRBEHEEH

FRAR KA Ja R BT HREL, $ERGL A OCSCHREEA T, $2HUs MR PR AT 5250 . #5 A RE S
TR, AP RRAS T 20 CARAE,  AE N S S VR .

ANBERTI S NaN3 [FES, K NaN3 #f] SR i E AL B (HRP) 351

BAEPEK:

T RS RALIZ P YRS, BRI B TEXTHR 2 fL FHMEXT IR 2 FL. By
B AL O T RRALAS IR R B AR, HAR B PEAEMRD

TORE: o BIAERA . BRAEXERFL A I N PERT IR L BHEXT BB Sopl. 4R S5 E AR MIAE i £L
S INAE SRR 40pl, SRS FRINARIURE S 10oul. INAEEARE SN T BEbr A FLE e, R
wmAMl A FLEE, BRI,

Tl BEFUMAEEAR AT Soul, 2= EHFLBRSR .

BE: AEREEREE 37CIRE 30 2%

FCy: HF 30 (48T [ 20 %) FREIRAA VLSRN 2818 /K 2 600ml J5 7% H

Pek: ANDIEEEAREE, FFRWE, BT, AL R, BE 30 M ER L, W
WEH 5K, AT

S LI R AT A Soul, FIMARMT B Soul, REEHIRS, 37°Ch
&t 10 7k

22 by FEFLINZIEWE sS0pl, Z&ab N (MR AT T (),

MWE: B EATWE, 450nm FALAK TN ES LRI (OD fH). W RiAEm
ZAbWE 15 43 Eh AN E
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ZRHARE:

RIGARE: FEVEXS IEFLFH5ME>1.00; FIPEXS R #5{5<0.10
If5HE (CUT OFF) & s FHE=F xS B AL-F33E+0.15
FIESIE: FEMh OD i< I FHE (CUT OFF) #F N5 & [ I3 P27 HiE(ALV

P27-AG)MH 14
FEPERE . FESL OD > IGFUE (CUT OFF) # A% & MR P27 FiR(ALV

P27-AG)FH 4

HEEEW

1. AR AR AT, AREGA RS H o AR .

2. RGN A A B NAE IR 15-30 28057 nER, BEAs BRI 5
WA TE, WAENFENE B R PR,

3. WRPLBRE T Re A A T, MR T AE KM IR B, PRk A A5 R

4. BRI R PR — R, DOk ss X5 5.

5. RYIEEDOGIRAE

6. RIS A 2 ABEAR SO, A R , 2% %K A 630nm

7. JTEFE, BRB BN & L SR N AL AL G b B . 20N 2M IRIR, 5T FH IS
DIER 24

RAFFAE KA RN

1. W &R 2-8°C.
2. AR 6 1 H

Huhk: ERBBL X RHTRE 666 SOLA ALY HiE: 027-88411411
Wik: http://www.jvmbio.com E-mail: jiyinmei027@163.com



http://www.jymbio.com/

