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Mouse Creatine Kinase(CK)
ELISA Kit

Catalogue Number: JYM1332Mo

® [or research use only.

® For the quantitative in vitro determination of Creatine
Kinase(CK) concentrations in  Mouse 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 Creatine Kinase(CK). 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 Creatine
Kinase(CK) 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 Creatine Kinase(CK) and HRP conjugated Creatine Kinase(CK) 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 ofCreatine Kinase(CK). You can calculate the concentration
of Creatine Kinase(CK) 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: 27ng/ml 0.5mlx1 bottle 2-8C
6 Standard diluent 1.5mix1 bottle 2-8C
7 HRP-Conjugate reagent 6mixL bottle 2-8C
8 Sample diluent 6ml>1 bottle 2-8C
9 Chromogen Solution A 6ml>1 bottle 2-8C
10 Chromogen Solution B 6ml>1 bottle 2-8C
11 Stop Solution 6mix1 bottle 2-8C
12 wash solution 20ml(30X) X 1bottle 2-8C

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:

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 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, 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 18ng/ml, 12ng/ml, 6ng/ml,
3ng/ml and 1.5ng/ml, respectively.

27ng/ml 18ng/ml 12ng/ml 6ng/ml 3ng/ml 1.5ng/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.

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 Creatine Kinase(CK)
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 Mouse Creatine
Kinase(CK)  concentration, please multiply the total dilution factor (XnX5).

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 Creatine .
Kinase(CK) 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 Creatine Kinase(CK) 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
0.3ng/ml -20ng/ml

/NRUVER 5 (CK) BEEC . 8E 43-HT (ELISA)

WA & AP
%5 JYM1332Mo

o AiRFI &N AR .

o FBFIEH T e BN/ RILE. MK, A5, 40 L5 RAAXE
PR A /N RAULTERERS (CK) & &

o HXM: 641 H

® fRIFFM: 2-8°C
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W (CK) Uk L, R EA A, A BT AL R O N /N BR LR Bk
B (CK) , Ff SHRPFRIC /N BRVLIR I (CK) Btk s &, THRBik—Hi R B brhiik &9,
COT MR B 5 IR A TMB 5 2 . TMBYEHRPEG [ AL N4 i WS €1, FEAERR MR A T %
Ao B3 2 TR B 8, B PR R RTVRE 5 v 1)/ BRUD LR A (CK) 52 TEAR DG . FH B ARAX £ 450nm
WK T EWR G (ODAED, Mt bR il 28 T SE i b/ SRUVURR S (CK) I
WA A R

S EEEZE N 96 fLACE TRATF
1 P RE] 14y R.T.
2 R 2 i (96) R.T.
3 EaE S 1 R.T.
4 il b B A 196 2-8°C {547
5 Pk 27ng/ml 0.5mlixL 3 2-8°C {17
6 Pt i R R 1.5mix1 il 2-8°C1R17
7 ity b i 71 6 mix1 il 2-8°C{R17
8 FE AR B 6 mix=L Jif 2-8°C {47
9 R A R 6 mixL ¥ 2-8°C {47
10 S F B R 6 mix1L Jff 2-8°C {17
11 2 11 6mix1 i 2-8°C {47
12 WAL R (20mI>B0 fi5) =L 2-8°C {17

FEAS b8 L SR

Lo i : SR EREERE 10-20 7080, B0 20 58P A4 (2000-3000 5/ 73D 474
WA FIE, PRAFEFRER G BLDTE, MO,

2. IM3K: NARIEARA B R IERE EDTA BT IRENVE NPTEET, TRE 10-20 7085, &
O 20 B ZEAT (2000-3000 5 /43 )0 AFANIREE BiE, RAFEFEF WA TR R, M
R L.

3. R FIEHEEWE, B0 20 204t A% (2000-3000 #/50). fF4miese bis, 17
R UETUE R, RS0 . BIEK. MERS T,

4. MMEEFE EE AIWE R , FEEE RS . B0 20 08P A (2000-3000
/5700 TN LiF . AN N BRI, F PBS (PHT. 2-7. 4) FRE4n i 23,
AHAIRFEIR R 100 J3/ml 247 8 S B R, DUEESN BB A s dr B N ity o
O 20 43P A4 (2000-3000 3% /430 AFAIUEE Bk . (RS I E VIR, M
FRIRE O

5. HAbRA: VIEhaANSE, FEER. IMA—EEM PBS, PHT. 4. FRZEIREA LR
5 o PRAAL G R R R 2-8 C R . INA—E = PBS (PH7. 4), FF Ik

Mudik: BT X R RE 666 SR LY
®ik: http://www.jymbio.com

BH1E: 027-88411411
E-mail: jiyinmei027@163.com



http://www.jymbio.com/

W

IS

B R R BHA RAH
SIRBRAR AL o B0 20 238 (2000-3000 /7). AFalisE LG . 2>
R, HARARE .

6. PRACREARSERFRAT I, SREULAR R SCMREEAT, JRIUG MR PEAT SL 50 . 5 A R
T EATRGS, RS AT T 20 CORAE, (HL N 8E G S SR .

7. ASBERTIE NaN3 BUAF i, [A] NaN3 FHBARTL S DG (HRPD 34

BIEPR

L. AR S AR RE SINEE . TEREPR A AR L bR S L 10 FL, 7EZE—. 55 Lo
IibrdER 1000 1, RJEIEE—. B FLHmbrdE SRR 50 11, JBA); S5
—FL. & LA E 100 w1 2r BN =FLAEEIUFL, B = UL Hlinks
1 SRR R 50 w1, YRAT; ARG TESE = FLASE DUFL A e & B 50 w1 3, FEEL 50 1 1
SrAMBI AL S NFLA, BRI SESTLA AR AE SRS 50ul, WA
REENE T HNFLP I 50wl Rlns b, /s, HEFL. B/\4L
W PR AE SRR 50 u 1, YRAIEMEE L. B\ FLH 3 H 50 n 1 InBIZE L. 28
TFLA, FAESEIUEE L AmARHE AR 50 w1, TRATE MR LA LA L
50l FEd. (MR a &FLInEEEH )y 50 w1, KA1 18ng/ml, 12ng/ml, 6ng/ml,
3ng/ml 1 1.5ng/ml).

27ng/ml 18ng/ml 12ng/ml 6ng/ml 3ng/ml 1.5ng/ml

2. MK Rl EAFL B AX LIRS L EERR R, HARSDEEMFED . Frill
FE b FL o TEER AR BB AR ARF AL 5 FLH SR S AR R 40 1 1, AR5 BRI IR & 10 1 1
(FE B AFRREE N 5 %) IIAEKERE S T B bR FLICHS, REAM L FLAE, B2 R
BIRE]

3. INEE: BFLIAEEFRF 50ul, 2= EAFLERSL.

4.0 F: AEREEREE 3TCHRE 30 2%

5. FCHE: B 30 (48T [ 20 %) Fr ik 4 Ve il H 2518 7K 30 (48T 1) 20 £i%5) fis i Jg % H
6. YElk: ANOIEPEERE, FEMAE, BT, ALK, §E 30 BERE, W
WEE 5K, T

7. 80 BAEINE AR ASOul, FIIAE @ B50ul, HEEHRS], 3TCHEE
10 434,
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8. #e1b: AFTLINZILIE 50ul, SLRBT QM TG €36
0. 5 BAZE LI, A50mm KM IR A FLIOTOREE (OD D BSERIAE LI
HR 15 57 BBL AT

R

LR £ A SR B Bt SE7E 38 T 15-30 4805 7 AT, b G P
ARG, BURBI NS R

2.
3.

4.

B2 © oo No o

IRV T RE A S5 ST, FREI ) AE KT8 IR B, Pl AN Es 2R
ARSI RAE R INRESS, AR LR, DL IR 22 . — IR )
IRUFPEHIE S 08N, WA AR 2, R RGN .

ARG ) R I bt 2, Bedif O AL Wb A R ARr Y B 25 Bl & (AR A OD
ERFhrt bt FLSS—FLI OD ED, B e IR AR BEORRE — €5 (n 15D Ja -l
E, RN RS RBARAE (XnX5),

BB IR — R PEAE A, DU 5 S5 G

JRADIE R ORAT o

FEARAZ I U B P IR AT, BRI IR A 20 LA R S O T

P FE G, BRER TR PR ST DB N 1% G b 2

ARG F S H o AR

0. 15 BT R LIS A

HE

DABRAEDD R 2 AL B, OD BN HMAL R
FEARPRAR b2 tHbrAE 28, ARIEHE M 1) OD .
{E HIARHE M 2 A A S AR s PSR AR RS .
3G BUIARHEIR)IRZ 5 OD fHTHE i br .
AEHT 26 (0 LR BT RS, KRR G ) OD fH
PNTTRES, THRHFEARIR I, AR AR RE
3L BIOORE I SEPRIR

standards concentration (X)

(UL Z)

A& MR
1 b 2 R H 5 FUHIR FEE ARG R B R {E M 0.92 DL |
2.4 N S RETE R 5353 7T 9% A1 15%

AR v -
0.3ng/ml -20ng/ml
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