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Mouse Growth Differentiation
Factor 9 (GDF9)ELISA Kit

Catalogue Number: JYM1188Mo

® [or research use only.

® For the quantitative in vitro determination of GDF9
concentrations in Mouse serum, plasma, culture media or any
biological fluid.

® Expiration date: six months .

® Storage: 2-8C.

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 GDF9. 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 GDF9 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 GDF9 and HRP
conjugated GDF9 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 GDF9. You can
calculate the concentration of GDF9 in the samples by comparing the OD of the samples to
the standard curve.
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Materials provided with the kit

Materlals:[r;]:)ercl)(\i/tlded with 48 determinations 96 determinations Storage
1 User manual 1 1 R.T.
5 Closure plate ) » RT

membrane

3 Sealed bags 1 1 R.T.
4 Microelisa stripplate 1 1 2-8°C
5 Standard: 108pg/mi 0.5mlx1 bottle 0.5mlx1 bottle 2-8°C
6 Standard diluent 1.5mlx1 bottle 1.5mIx1 bottle 2-8C
7 | HRP-Conjugate reagent 3mlxl bottle 6mixL bottle 2-8C
8 Sample diluent 3mlx1 bottle 6mixL bottle 2-8°C
9 Chromogen Solution A 3mlixl bottle 6mixL bottle 2-8C
10 | Chromogen Solution B 3mlx1 bottle 6mixL bottle 2-8C
11 Stop Solution 3mixl1 bottle 6mlxl bottle 2-8C
12 wash solution 20mI(20X) X 1bottle | 20mI(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.
Hodik: BT L X R RE 666 SO ALY
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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:

1.

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, 100pul
Standard solution and 50l 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 50l
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, 50ul 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 50ul and the concentrations are 72pg/ml, 48pg/ml, 24pg/ml,
12pg/ml and 6pg/ml, respectively.

108pg/mi 72pg/ml 48pg/mi 24pg/ml 12pg/ml 6pg/mi
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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.

3. Add 50 ul HRP-Conjugate reagent to each well except the blank control well.

4. Incubation: incubate 30 min at 37°C after sealed with Closure plate membrane.

5. Dilution: dilute the concentrated washing buffer with distilled water (30 times for 96T and
20 times for 48T).

6. 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.

7. 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.

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

well should change from blue to yellow.

9. 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 Mouse GDF9 Antibody-Coated plate,
reseal them in zip-lock foil and keep at 4° C.

2. Precipitates may appear in concentrated washing buffer. Please heat the buffer to dissolve
all the precipitates, which will not affect the results.

3. 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.

4. 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 GDF9 concentration, please
multiply the total dilution factor (XnXB5).

5. In order to avoid cross-contamination, Microplate sealers are for one-time use only.

6. Please keep Substrate away from light.

7. All the operation should be accordance with the manufacturer's instructions strictly. The
results determined by the Microtiter Plate Reader.

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

9. Reagents from different lots should not be mixed.
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Calculation of Results

Known concentrations of Mouse GDF9 Standard

and its corresponding reading OD is plotted on the log ~

scale (x-axis) and the log scale (y-axis) respectively. *

The concentration of Mouse GDF9 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
1.2pg/ml -80pg/ml

/INR A KA F9 (GDF9) BB G0 4347 (ELISA)

WA & AP
%5 JYM1188Mo

o AiRFI AN AR .

o FBFIEH T e BN/ RILE. MK, A5, 40 L5 RAAXE
PR A A KSR 79 (GDFY) I & & .

o HXM: 641 H

® fRIFFM: 2-8°C
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RIS R

AR TG N FH X AR & OB 58 A A Hh N BRAE K 246 R 79 (GDF9) 7K. F ZiAL 1)/
A IR 79 (GDR) HUAR LB LR, il e AR LA, A A AP AR L AR o
NAEKEF9 (GDF9) , H SHRPARC A K440 R F9 (GDF9) Hidk s &, T iRt
JR-BEAR LA S S0, 2o )R BEis 5 DY) TMB & 2, . TMBYEHRPEG A AL T #E AL (,
FEERRFIMEH N AL I A BB (0. U TR R AR i A A AE K43 AL TR 79 (GDF9) 2 1E
% FBEFRXAE450nmyE K T EROGEE (ODME), it br vtk B2 1T 0RE B o/ BRAE K
AR F9 (GDF9) ¥ £ o

AR
R Bk 48 FLACE 96 fLIEC & TR AT
PILLRE 14y 14y R.T.
S 2 F (48) 2 B (96) R.T.
AR 14 14 R.T.
B £ AR 1>48 1>96 2-8°C {547
FrifEdh: 108pg/ml 0.5mlx1L ¥ 0.5mlx1L i 2-8°C {RA7
P it W R VR 1.5mlxL ¥k 1.5mlxL ¥k 2-8°C {147
it b i 7 3 mix1 i 6 mix1 il 2-8°C{R17
FE i M BT 3 mi=L )i 6 ml=L Jif 2-8°C {717
T AW 3 mi=L Jif 6 mIx1L 2-8°C {717
& EF B 3 mix<L ¥ 6 mix<L Jff 2-8°C {17
2 1w 3mixL emix1 2-8°C {717
WRAR BRI (20mI>20 &) <L i | (20mI>B0 f5) <L i | 2-8'CIR1F
FEAS LT R SR

Lo Ifih: R EREER 10-20 7080, B0 20 58P A4 (2000-3000 #5/73). 474
WEE LG, (R HBIIE, MERE O,

2. M. NARIEARA P ERERE EDTA BT RENVE NPTEET, TRE 10-20 7085, &
O 20 B ZEA (2000-3000 55 /43D ATANIEE 1iE, RAFEFEF WA TR R, M
R E .

3. KW HEHEEWE, B0 20 084 (2000-3000 #/50 ). HHHIEE Fik, 1RAF
AR UETUEE R, MR E . MIEK. RS RET.

4. HREREFE LG Rl e B B, FERE RS . &0 20 48P 24 (2000-3000
/0. ATAMIEE LiE . A IIAHAE N G, PBS (PHT. 2-7. 4) #RR4l i 23,
R LR R 100 J3/ml AiAy o it e SR, DAAHZN MR IR i 4m i o8 ety o B8
O 20 438P A (2000-3000 %5/ ). AFAIUEE B3k . RAAS R I E UK, M
FRE O

5. HAbRA: VIEhaASE, FREERE. IMA—EER PBS, PHT. 4. FRZEREA L7
A5 AR EUIARER 2-8 CIMEE . IMA—E =1 PBS (PH7.4), HF T8
SIS B AR A S T oo B0 20 08P AE A (2000-3000 34/%3). AFEE LG . 7
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6.

7.

Bla—rrtail, HAanvra .

brAs RS o R B AT SR, SRBUS AR SR SCRRZEAT,  $RIUS R RBEAT S8 . 5 ANRE
O EEAT IR, PR AT 20 CORTE, H RIS i 5217 .

ANBERTIN 5 NaN3 IR, PR NaN3 S BRI AL Yl ) (HRPD 3% 1

BIEP B

1.

o O W

9.

FritE b FIRRRE 5 N AE . ZEBEAR A B B dehrdE s AL 10 FL, £E28 —. S =L 2 mlin
PrdEdn 100w 1, SRJGAES —. S L nAniE R 50 u 1, WA RE A —
FLv B AL & 100 v 1 3B S =LAV, FHAESE = 5L m bk
A AR 50 1, YRS ARJEESE =AM AL e BB 50 w1 Ffe, FRSEL50 0]
GBI T HENALF, BT B SFL 2 AR mn AR 50ul, JRAT;
BAEMEETL BN &I 50 w1 A alinzsE -t B\flh, BESR L. 5\
IR s AR 50 w1, VRAIEAEE -G HE\SLH o A 50 w1 InFIEE L.
FALt, BAESIEE ALl nbsE R 50 v 1, RAE M LTS
B 50 w1 . (Rl o AL INEEEHR A 50 u 1, W4 51 72pg/ml, 48pg/ml, 24pg/mll,
12pg/ml , 6pg/mb),

»
108pg/ml 72pg/ml 48pg/ml  24pg/ml  12pg/ml 6pg/ml

ToRE: o3l AL 2 AR IRFLASINRE 5 A B b7, R B P EAEMIED . Rl
P AL TERGAR B AR A DUAE S FL R JE INAE ARV 40 1 1, SRS FEINAS IIAE &
10 w1 CFE R AR N 5 £5) . IR SN T B bR AR FLIECHS s R EA i [ FLEE,
LZL 2SI b

TNl LI BE AR 50ul, 2= EHFLERSE.

nE: HEREEREE 37TCilRE 30 78h.

BCW: K5 30 (48T 19 20 £%) firi 4 Beia i 75 17K 30 (48T 1) 20 £%) £k e Js & o
Vel /NOIERENE, 3R, BT, BN TRERR, FE 30 a2, W
WEE 5K, #HT.

St BB IN R B AS0ul, FRINAE 5 B50ul, BEREHIRS], 37T CHGE
1,10 434,

&b BEFLINZIEW 50ul, &b N (R EA LR ).

M. A AfLAE, 450nm 3 KAK 7 E S FLIREEE (0D ED.  MIE R nZ
1EWE 15 4380 LN BEAT .

HEEREI
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BRI =
RINEREREERAR o
1. AT & VA SR 55 r Y 7 7 20 S 15-30 48PS 7 Al S, B AR AL AR RS
KT, BRI N BB A A
2. WU ATRE A 45 AT, RIS ATE AV IR A, e AN 45 5
3. FABINREI RS B ANKE RS, G H RO v, DA IR AR2E . — VINRE I ) B
TFAIAE 5 22BN, WiksABE L, HEFAE AR .
4. VEENE B FINHEORAE B 28, B E AL AR TR R &R e (BEA oD
ERTFFrE b FLE—FLI OD H), I HIFE SRR — &5 (n %) JFHENE,
TS B 5 R LLB AR5 3 ( XnX5).
5. BB R R — A, DL 45T X5
6. JEMIEROGIRALE .
7. AR ARV P OB AT, RO B 0 DR R O v,
8. FTEFEN, Vel 5 PR -8R B 4 ik Ge A 2
9. ARFUA R B L4 AR
10. ISP T, AT B

HHE

DAARAEDD IR B2 A bR, OD BN HMAE R,
FEAAPRAR b2 tHARAE I 2R, ARHEAE 5 1) OD .
(B R BR v 2 B AN VR RE P sfe AR B .
G SR HEYIRIIR L S OD B TH5 i s .
AEHTZE I B B TTRES, ReFE A 1) OD fH
AT, THEHFE IR, FE R AMRE
B8 RIDORE S R SERR IR

standards concentration (X)

QEASINEH Sy

i
LA AR AR 5 TR BEAR S R B R 1609 0.92 BLE
2 L ST N 53550/ T 9% A1 15%

KPTEHE .
1.2pg/ml -80pg/ml
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