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ARG T AL, 03, 2L BRI R A RO (CER) RO 7 B
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AR G P P e Lol E Hm A o AR I Z (CER) KT o FHAEAL (K A AP 22 B (CER) LA B4
LA, R E AR, AR O TT AL PRI AR 2 BEZ (CER), #5 HRP ARICHIFH A BEZ(CER)
ks &, RRPUA-PUR-BER AR &Y, KRGS R INEY) TMB 2. TMB £ HRP BIHEIL T
AL BRI o, JRAERRIIE I R AL i & RO B . UE TR R A it B A 22 B % (CER) S IEAHSG . HI i
PRAXAE 450nm WA I E RO (OD fB), e A i 2 SR it Hh A % (CER) & &
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RIS LR a8 fLECE 96 LI E R
VR 14 14 H R
BB 2 Ji(48) 2 J7(96) i
ERR 14 14 H

B bR AL AR 1X 48 1X96 2-8C

FRAER: 270pg/mL 0.5mlIX 1 Jifi 0.5mlX 1 ¥k 2-8C
PRt SRRV 1.5mlX 1 Jff 1.5mIX 1 ¥ 2-8C
ANl 3mIX 1 6 miX 1 2-8C
=T 2 3mIX 1l 6 ml X1 2-8C

BA5 AR 3mIX 1 6 mlX 1 2-8C

B3 B W 3mIX1 6 ml X1 2-8C
LB 3mIX 1 6miX 1 i 2-8C

WA BT (20m1X 20 %)X 1 (20mI X 30 %) X 1 K 2-8C
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LB RER

LAy FIR IR SREBER 10-20 08F, B0 20 738 245 (2000-3000 %% /73) o AFARWCAR B, PRAFILRE
AT ILTTIE, BB O

2. MK . PRI bR A 1) BESRI% £ EDTA BT R AN PR APt ), JRE 10-20 70805, &0 20 srdh it
(2000-3000 #%/43) « AFANERE B3, TRAESFEFR WA VER K, MZFREO.

3. R B, B0 20 204 /24 (2000-3000 45 /4)) o A7 24micsE B, A7 b anfa DliE i
PEFFRES Lo FIEIK . WA S IR EAT .

4. RS IR BIE . A i P B R B, HE BB WS . B0 20 238 24 (2000-3000 /53 o AF2H AR
IF . AT GH AR PN e I, B PBS (PHT. 2-7. 4) MR 4B ML B, 4 PRIRFEIA 3] 100 J5/ml Aty . JEId R
SR, DB AR IO 4H I N B . BS540 20 2P A2 45 (2000-3000 F5/4y) o ATANIREE LiE . RAFIS
A TUEE S, B EG.

5. HEWRA: VIEINRA)E, MEES. IMA—EEM PBS, PH7. 4. AW EIREA GRS AR
JEATARAR A 2-8° C IR T . IO —E &) PBS (PHT. 4), HIF LI BGFRA LI K Fe /. B0 20 S3h /2
4 (2000-3000 %5 /4y) o fFamicsE Bk . 3 e — AR, HAAEE.

6. bRACRAR 5 /R EATHEEL,  SREUAR G SCHRIEAT, $REUS RO RBEAT 050 . AR S Bk ilEe, )
BFRATH T -20°CLRAF, (HBL30E e S B R il

7. ASBEAI S NaN3 [RE S, K] NaN3 SR i S AL B 1 (HRP) 31

CRESRINESE)

L ARHE S IR R SR TEBGAR B AR B bt i AL 10 L, 7RSS —. SR FLH o BUnARAE S 1o0ul, SR
JEESE — B ALAIARE SRR soul, VRS SREMNE—FL. AL E 1000 S ) 5 = AL
FEEIUFL, FAES = HIUFL0 BIINFr e SRR soul, VBT SRIGAESE = FLAES PO L 26 % B 50ul 77
P, FEAE soul A BIINBIEE AL, B NILF, HES R BAFLA o BnbsvE SRR soul, RS RS
Ja MBS T SE/NFLH S HL sopl 4 BB . 55 )\FLH, FAESEL. 55\ FLH 2 B Inbs e S R B S0l
RAEMNEE B\ FLH 2 I soul NI L 3 -HoLA, FEESR LSS Lo BN bR SRR R soul,
TRA)JE MU LA & B S0l Fidw . (Wake Ja & FLINEE 409 50ul, WKFE 737 180pg/mL, 120pg/mL,
60pg/mL, 30pg/,L, 15pg/mL).

2. IFE: A3 s s AL (2 O REFLAS IORE it R Bpm iR, R B DA EAR D) o FrllRE AL 7ERR AR
PR AR UAE S FL AP SR IR SRR 401D, SRS FEIDAFIIARE S 10K R S e AWM BEFE N 5 %) o INFEREAE
i I F B AR AL S, R Ak S fLEE, R R3] .

MRE: FEWREEEESE 37TCHRE 30 4.

4. TR : ¥ 30 (48T [ 20 £i5) fs VR 48 e A 28188 7K 30 (48T 1 20 %) R FE fa & H

5. Pedk: ANOIBBIERIE, IR, BT, LIRS, 8 30 ek, WER 5k, M1
6. Inlg: BFLIIABEFRAF 5001, 2 EHFLBRAR.

TRE: BEM 3.

8. Pek: #AEF 5.

9. B RRFLAMA B AT ASORL, PRI R 7 B50R], BARFE GRS, 3TCEEE A 15 4.

10. &b FRFLINZ IR 5001, bR (R i ST # g ) .

11 W52 DA EFLIAE, 450nm K AR 7l & %5 FL AR B (0D 8D « U MR N2 bk fE 15 %P AR
AT .
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SRR

1 GG P SR B i B A = IR T 4T 15-30 0B e 5 w8, BEAR BT B R iR AT 58, Aok b
PNE B PR

2. RV AT RE A AT Y, BRI AT AE AR FROIIR B, DRI AN 45 2R

3. B IFE I I ANFE RS, s o Hukm e, DAB iR 22 . — UCINFEI 8] e 4 42 4 5 70 h
W, WtrAKES, HERE RN

4 VERRCIE IR R AR v 28, SRS R AL AR R A U o 35 i v (REAS OD ALK Tt i FL RS
—fLH OD {H) , 15 56 FIFE A AR BRI B — € (58 (n £59) Ja FR- DN 52, TS B Ja e LSRR (5 K (X nX(5) .
5. BB R IR — RG], DA s 5 4t

6. IRMIE G OR AT o

T PR RO B R AR AT, IR s SR e A LA AR SR HON T

8. A dh . VRERIBURN 2 M IR S ) BN 42 A% Ge A B

9. A F 5 4 7> AR -

10. W5 FSCRM A 7, ST i,

“ite :

LARR DD (034 B2 R AL AR, OD B M ANAL AR, FEARARAR |42
H bR A 2, AR AE K OD AR p s v o 24 725 LR A 9 JEE
PSR UM REAG K BRI R Z S OD B T 5t A of it 26
MELEA R, B E oD AN TR, THE R
WRE, FIRCIFREAE, RIJRE fh ) SEBRIk L

standards concentration (X)
(MLt Z%)

“ RS
1B f 2R 1 (91 V9 5 TR A B AH ¢ R U R B 0.990 L 1
2.5 SHEE R 230N T 9% 1 11%

e
5pg/mL -250pg/mL

 REFEH A
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Human Ceramide(CER)

FOR RESEARCH USE ONLY

““ Drug Names

Generic Name : Human Ceramide(CER)ELISA Kit.

““ Purpose

This kit allows for the determination of CER concentrations in Human serum, blood

plasma, and other biological fluids.

““ Principle of the assay

The kit assay Human CER level in the sample, use Purified Human CER antib
ody to coat microtiter plate wells, make solid-phase antibody, then add CER to well
s, Combined CER antibody which With HRP labeled, become antibody-antigen- enzy

me-antibody complex, after washing Completely, Add TMB substrate solution, TMB s
ubstrate becomes blue color At HRP enzyme-catalyzed, reaction is terminated by th
e addition of a sulphuric acid solution and the color change is measured spectroph
otometrically at a wavelength of 450 nm. The concentration of CER in the samples

is then determined by comparing the O.D. of the samples to the standard curve.
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““ Materials provided with the kit

Materlalsthper(?(\i/;ded with 48determinations 96 determinations Storage
User manual 1 1
Closure plate
2 2
membrane
Sealed bags 1 1
Microelisa stripplate 1 1 2-8C
Standard: 270pg/mL 0.5mIix1 bottle 0.5mIix1 bottle 2-8C
Standard diluent 1.5mIx1 bottle 1.5mIx1 bottle 2-8C
HRP-Conjugate reagent 3mix1 bottle 6mix1 bottle 2-8C
Sample diluent 3mix1 bottle 6mlix1 bottle 2-8C
Chromogen Solution A 3mix1 bottle 6mlix1 bottle 2-8C
Chromogen Solution B 3mix1 bottle 6mlix1 bottle 2-8C
Stop Solution 3mlix1 bottle 6mlix1 bottle 2-8C
, (20mIx20 fold) (20mIx30 fold) )
wash solution x1bottle “1bottle 2-8C

“ Specimen requirements

1. serum- coagulation at room temperature 10-20 mins, centrifugation 20-min at the

speed of 2000-3000 r.p.m. remove supernatant, If precipitation appeared, Centrifugal
again.

2. plasma-use suited EDTA or citrate plasma as an anticoagulantmix 10-20
mins ,centrifugation 20-min at the speed of 2000-3000 r.p.m. remove supernatant, If
precipitation appeared, Centrifugal again.

3. Urine-collect sue a sterile container, centrifugation 20-min at the speed of 2000-3000
r.p.m. remove supernatant, If precipitation appeared, Centrifugal again. The Operation of
Hydrothorax and cerebrospinal fluid Reference to it.

4. cell culture supernatant-detect secretory components, collect sue a sterile container,
centrifugation 20-min at the speed of 2000-3000 r.p.m. remove supernatant,detect the
composition of cells, Dilut cell suspension with PBS(PH7.2-7.4), Cell concentration

reached 1 million / ml, repeated freeze-thaw cycles, damage cells and release of
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intracellular components, centrifugation 20-min at the speed of 2000-3000 r.p.m. remove
supernatant, If precipitation appeared, Centrifugal again.

5. Tissue samples- After cutting samples, check the weight,add PBS(PH7.2-7.4), Rapidly
frozen with liquid nitrogen, maintain samples at 2-8°C after melting,add PBS(PH7.4),
Homogenized by hand or Grinders, centrifugation 20-min at the speed of 2000-3000

r.p.m. remove supernatant.

“* Assay procedure(For reference only)

1.Dilute and add sample to Standard: set 10 Standard wells on the ELISA plates coated,
add Standard 100l to the first and the second well, then add Standard dilution 50ul to the
first and the second well, mix; take out 100ul form the first and the second well then add it
to the third and the forth well separately. then add Standard dilution 50pl to the third and
the forth well ,mix ; then take out 50ul from the third and the forth well discard, add 50ul to
the fifth and the sixth well ,then add Standard dilution 50yl to the fifth and the sixth well,
mix ; take out 50ul from the fifth and the sixth well and add to the seventh and the eighth
well, then add Standard dilution 50ul to the seventh and the eighth well ,mix ; take out 50pl
from the seventh and the eighth well and add to the ninth and the tenth well, add Standard
dilution 50ul to the ninth and the tenth well, mix , take out 50ul from the ninth and the tenth
well discard(add Sample 50ul to each well after Diluting ,(density: 180pg/mL, 120pg/mL ,

60pg/mL, 30pg/mL, 15pg/mL).
2. add sample : Set blank wells separately (blank comparison wells don’t add sample and

HRP-Conjugate reagent, other each step operation is same). testing sample well. add

Sample dilution 40yl to testing sample well, then add testing sample 10ul (sample final

dilution is 5-fold), add sample to wells , don’t touch the well wall as far as possible, and
Gently mix.

3.Incubate: After closing plate with Closure plate membrane ,incubate for 30 min at 37°C.

4.Configurate liquid: 30-fold (or 20-fold)wash solution diluted 30-fold (or 20-fold) with

distilled water and reserve.
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5. washing: Uncover Closure plate membrane, discard Liquid, dry by swing, add washing
buffer to every well, still for 30s then drain, repeat 5 times, dry by pat.

6. add enzyme: Add HRP-Conjugate reagent 50pul to each well, except blank well.

7. incubate: Operation with 3.

8. washing: Operation with 5.

9. color: Add Chromogen Solution A 50ul and Chromogen Solution B to each well, evade
the light preservation for 15 min at 37°C.

10. Stop the reaction: Add Stop Solution50pl to each well, Stop the reaction(the blue color
change to yellow color).

11. assay: take blank well as zero , Read absorbance at 450nm after Adding Stop Solution

and within 15min.

““ Important notes

1.The kit takes out from the refrigeration environment should be balanced 15-30 minutes
in the room temperature, ELISA plates coated if has not use up after opened, the plate
should be stored in Sealed bag.

2.washing buffer will Crystallization separation, it can be heated the water helps dissolve
when dilute . Washing does not affect the result.

3.add Sample with sampler Each step, And proofread its accuracy frequently, avoids the
experimental error. add sample within 5 mins, if the number of sample is much ,
recommend to use Volley .

4.if the testing material content is excessively higher (The sample OD is bigger than the
first standard well ),please dilute Sample (n-fold), Please diluente and multiplied by the
dilution factor.(xnx5).

5.Closure plate membrane only limits the disposable use, to avoid cross-contamination.
6.The substrate evade the light preservation.

7.Please according to use instruction strictly, The test result determination must take the
microtiter plate reader as a standard.

All samples, washing buffer and each kind of reject should according to infective material
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8.process.

9.Do not mix reagents with those from other lots.

“C Calculate

Take the standard density as the horizontal, the OD

value for the vertical ,draw the standard curve on graph

paper, Find out the corresponding density according to .

the sample OD value by the Sample curve, multiplied by

the dilution multiple, or calculate the straight line

regression equation of the standard curve with the

standard density and the OD value ,with the sample OD

value in the equation, calculate the sample density, +

standards concentration (X)

multiplied by the dilution factor, the result is the sample

actual density. This chartis for reference

““ Assay range

5pg/mL-250pg/mL

“¢ Storage and validity
1. Storage : 2-8TC.
2. validity : six months.
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