*{‘?g SRR A R
o English name

A CRNMER GBS EESITERE RN &E

AAGAHER . TS SR ML . MRS AR 57 B ISR CRP IR EE . B BT VEAF 40 R 3 U B e 4 4
BB, WA ORI RS, WERRIE—D A 2 WA BT,

CRP f&j4}:

C B (CRP) RANENMBMERME A, TEAEGEPHRNHEENNFY, BT FERFHENEA. CRP EAMRIARENZ
224 BRIEMIER E, BFAIK) CRP 47 206 MBRIERRREE, B AL 256 1007 S il LR AR R AR S

Tl RIE G R AR RGN E R 2ORE . AR SEAEME R, A A4y o ) CRP B IR FE R SR iy o FEIRIY,  JRGE SN S IR BE
o, NS CRP R FITE 24748 /N Y R 20 51T 8 B 1E H /KT 1000 £i% .

AE V2 Tl 40 R RN 2L B R T FR A B R 22 CRP 2R 1 FRICAAS,  CRP ST 145 & R 4Kt Ca2+if). CRP AT 524 4Nk R . SRAE I M A AN
WAL & . — 52 4k45 4, CRP A2 A3l Cla, MM 51— RIS, CRP & [ 23 57 WAL TE Fey RI Al Fey
RIT &6, T JE B0 2 A 200 PR 5 T S

CRP FEAEMF N4, IL-6 /S 4ufa ™4 CRP 8 A I 2S5, Sbdh IL-1 FOWE B B /2 CRP &R A 7 AR 215 2400

o 0 JER 2 -

AT G R R4 e D ELTSARAS PR A R CRPIFIMAFE o CRP AP CIELE T REARAR b, IMAFRARE S g, HA ICRP& 5
WRPUAL &, e B MR B R RN R % . NS W= PUACRPHUAJS, B ACRPHIA SCRPEES, TR0 M E R
A, TR M R Ve O R R 2 . BINCGER ZEBIIRP A &Y, MR SHEMEL S, HE R o Pk i R
x, BIEMANROTHN, EREARTEAECRPES LR AR E &Y, HH QRS AL E M BT AT OB, EIALILRS 25
o GRS EEAR ORI, 52 3450nmALfIODME, CRPIKE 50Dl 2 [ R IEH, i8S 2% MAHIARHE LR, X BRI A ODME, BIWI5EHibR
2 FICRPYJE .

N R CRP & B 23 Hr Bk S B As U ol 1) 4 Al

A Bk (967/48T)
N ERCRPFRAL AR 12%k/6%

AR SRR 10m1/5m1

N T BCRPERAE 43/23 (FF)
L FEAG I PICRPY LA 10m1/5ml

SR FEFEHRP S, & 10m1/5ml
IRAFTETR 20X 30ml1/15ml
TMBJECH 10m1/5ml
Hb 5ml/3ml

B AR 3/28k

LLRE 143

AR :

L AR ASHIWCARIE % T IR EAT 1R 4

A dlIHE B3RS bR AR O R R BTV E I

B. M FRA LA B AREER 5, BRI, 8 S e v o e I o
C. M3Ehras, HEFEFHEDTARI 7S R RE A AN BE S I,
D. AR AR G 70 4, WRAFT —20°C, R T URRL

E#HE R PR A R/ 7] www.chuangiubio.com



*{‘?} SRR A R

English na

2. 375 b A S AT AT 577 15 79 7
3. R HOEY, K AT A BRI ROEIE B O 5 B
4 VBRI, LIS SRTS AT AR, 75005 S A B
A MBS ATE I Fn i b BRI R 5 TR, AR LU 5] 09200-45001%

EREN:

CREIFRAFAE2~8C .

IRV AEAR IR T T REA 455, V7RI In B (o 425 o s 4 T A G ) T
RERE IR S, RARESEEF.

RS 2 B AL IR

CIBERE, U R ek, 8RR X

FEAR TR AN IRt B S A

- O IRAIRHRAE SN G R IR BB, LIS D L S DL RIE IR AT
BRI, R E25~28°C .

PRI R R R EE, AR T T RIS EE R RER K.

10. 3058 Hh v AR AR RGN e 2 WU FL

L IR o e ol S P A

12, ME RO SEAR AR ARSI, AT B 7 5 I i R 2 K

[

© 0 N > U s W N

R AT TAE:

L3R & B KA I S BB E R (25~28°C) P20 R3Okl i R ARG BN T2 ~8 C IR AF

2. R IRV T XU ZK B 2 T /KB (L L9643 7K)

3. G XY SRR, TR T i B XA K B2 B T KA RE (L In47K)

4 bR HERRAE SRR NARHE S B RV S VA CRP 28Uk A B 10000pe/ml, ZEIR RS, 1 A% EHITE 256~28°C, ##E 10715 -85
BRI CERUGRMR L R AR, BRI fh AR A LR SRR R AR I AR I FL P o (AR BRZRHEA A5, eI 2 10000pg/ml,

250u 250u1 250m1 250u1 250p) ——

ot TR L A B 0 RS
ek

B BB e : LR 300ul, VN 5T HA 18] K8 15-30%0 « YEARGIK o 5 Ja — IR B 58 B R AR (8141136 78 JE oK 4% B 3m T

SRR T B & AR
1. LA MR AL O K
2. kI

3. BB

4. BT AR

BRI
LB A — R SEIG T TR AR A, B BT AR S B AERE L Y, TR TS BB 46 I B4R da 48 & ), (RAF T4°C.
0. T E AR ETL, B 7L, BT ML TR SR et 300, 57 500 34075 S e o WO B 25

E#HE R PR A R/ 7] www.chuangiubio.com



KON EBtEREMRARAR

3. 53 NG HR A SN ) AR (100ul /L) INAARRZFLHT, P I BRARARS (2 RMAL, S (25~28°C) MFE 12045 F o 4n L2 ML i L SR A,
REREATR LI —HE, —BIEEAE2074500%, WNAMIRTERE, HUNI00f5MR, WIRREAWRE R, MITRNTEE, #&inArmREi
J& FFTAREA I .

4 WERRE IR, B e — K B AR BT

5. IMNAED) 3 LA AR (100ul /FL) o AR AR S RifL, ZIR (25~28°C) WFH604 4.

6. PekR5, HIRJE— I BB LT

7. MASERIZGERNRP TAEWR (100ul/FL) o IR AR F SORifL, =R (25~28°C) WEE20404h.

8. BEARSIK, HffE—kEERKAK LT,

9. AR EFTMBIOOUL/FL, BEEEHIR (25~28°C) WH 2054,

10. I IEBE50ul/FL, W51 S B I #O0D45014 .

P SAL R

L R SLHMEAE20% ) 22 5 JE N G5 R A B 2, EALRE TR A il 2 e .

2. BRI iy R AN A ODAEL ik 25 A e A IE FLARJODAE .«

3. T LehlbrEth 2k . DAARHES IR BEAERIAAER, OD(EMENALNR, AT ZRaE 5 & brvhe i AU AR Ao BT AR AR AOODAE W AR v il 28 25 Hh G
W

4. FRRA OD s T ARk LR, OS2 ARE e 0, TS R B3 CARG R A

HABENSE LK
WEpg/ml | #7MODMEL | #MOD(E2 ODF¥1H
0 0. 0845 0.1143 0. 0994
312.5 0. 2661 0.2951 0. 2806
625 0. 4296 0. 467 0. 4483
1250 0. 7635 0. 7835 0.7735
2500 1.2203 1. 2399 1.2301
5000 1. 7987 1.8315 1.8151
10000 2. 7075 2. 6207 2. 6641
AR BCRPSE brift i 28
N HICRPZ % At h 42

OD{E

0 312. 5 625 1250 2500 5000 10000
NFJCRPIREE (pg/ml)

ER: AENHESE, NOAFRRREA R R Tt i T AR AR
R, FREMER N

L REGE: ZREREREY, MRS 4pg/nl.
2. EEVE: WN, WIS REII<A0%,

E#HE R PR A R/ 7] www.chuangiubio.com



*{‘?} SRR A R
4 English name

nglist

%300k :

1. Johnson HL et al; Applications of acute phase reactants in infectious diseases J.Microbiol. Immunol. Infect. 1999, 32: 73

2. Helgeson N et al; C - Reactive Protein : Laboratory Medicine, Vol. 2 (Race G. J., Ed.),Harper & Row, Hagerstown, chapter 29 (1973).
3. Gewurz H et al; C-Reactive Protein and the Acute Phase Response. Adv in Int Med, 1982,27: 345

4. Frank, R. and R. Hargreaves (2003) Nat. Rev. Drug Disc. 2:566.

E¥E LRk A R A BR A H] www.chuangiubio.com



\:" -di

SR LM ARA A

ELISA Kit for the Quantitative Analysis of Human high sensitive CRP

The human CRP ELISA (enzyme-linked immunosorbent assay) kit is used for detection of human CRP in cell culture
supernatants,human serum and plasma.THE ELISA KIT IS FOR RESEARCH USE ONLY. Please read this instruction manual carefully
and check out the material provided before use, and you can contact with our company if any questions. You can enter our website or call

us for other aim.

Introduction

C-Reactive Protein (CRP) is the prototypical acute phase protein in humans and is an important mediator of immune host defense (1,
2) of the pentraxin family (4-6).. Human CRP precursor is a 224 amino acids protein.The mature human CRP protein has 206 amino
acids that are noncovalently linked to form the homo pentameric ring structure .

Serum concentration of CRP increases significantly in cases of both infectious and noninfectious inflammation, of tissue damage and
necrosis and in the presence of malignant tumors. In response to infection, inflammation or tissue damage, the level of CRP in human
serum can increase 1,000 fold within 24~48 hours.

CRP exhibits Ca2+ dependent binding to ligands. Phosphocholine (PCh), a constituent of many bacterial and fungal walls, is a
principal ligand of CRP. CRP also binds to the membrane of injured cells, membrane and nuclear components of necrotic and apoptotic
cells. Upon binding with the ligands, CRP is recognized by C1q and initiates the activation of complement cascade. Ligand bound CRP
also binds to Fcy Rl and Fcy Rlla on phagocytes and activates phogocytotic responses.CRP produced exclusively in the liver.

Interleukin-6 is the mediator for the synthesis by the hepatocytes . IL-6,IL-1 and glucocorticoids are the major inducer of the CRP gene.

Principles of the Test

The kits is a solid sandwich enzyme-linked immunosorbent assay for detection of human CRP. An anti-human CRP monoclonal
antibody has been absorbed onto the wells of the microtiter strips provided. Samples including specimens or standards were pipetted into
wells. The human CRP in specimens or standards would be captured by the coated antibody and the free others were removed by
washing. The human CRP biotin-conjugated antibody were added and binds to human CRP captured by the first antibody, which formed
a sandwich. Streptavidin-HRP would be added and binds to the biotin conjugated antibody, then free Streptavidin-HRP would be
removed during a wash step. After this, subtrate solution would be added and catalyzed by the HRP, and a coloured product is formed.

The intensity of the colored product is used to calculate in proportion to the amount of human CRP in the original.

Materials provided with the kits:

reagent 96/48Test Kit
Human high sensitive CRP Antibody-Coated Wells 12 strips/6 strips
Standard Diluent 10 ml/5ml
Human high sensitive CRP Standard 4/2vial(s)
Human high sensitive CRP biotinylated Antibody 10ml/5ml
Streptavidin conjugated HRP 10ml/5ml
Wash Buffer Concentrate 20x 30ml/15ml
TMB 10ml/5 ml
Stop Solution 5ml/3 ml
Plate Covers 3/2
Complete Instruction Manual 1
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Specimen Collection

1.Collecting specimen as following:

A.The particulate of the cell culture supernatants should be removed before use.
B.Serum was obtained from clot at room temperature.

C.Please collect plasma with EDTA.

D.Assay immediately or store samples at —20°C. Avoid free-thaw cycles.
2.Antiseptic and anticoagulant should not appear in Serum samples.

3.Any particulate should be removed from samples before use.

4. Do not use grossly hemolyzed or lipemic samples.

Note: Strongly recommend that the serum and plasma samples should be diluent as doubling dilution before use.

Precautions for use:

1.Please storage the Kit at 2~8C.

2. Washing buffer concentrate may have crystal in low temperature, and you can melt its in water-bath before use.

3. Please discard the dissolved standard after 3 days for use.

4. Avoid contact of substrate solution with oxidizing agents and metal.

5. Usage of disposable pipette tips avoid microbial contamination or cross-contamination of reagents or specimens.
6. Do not mix or substitute reagents with those from other lots or other sources.

7. To ensure the adequate mixure of added reagents, please tap gently the plate after the wells were filled with liquid.
8. Incubation temperature should be 25~28C.

9. Wash step was crucial for whole assay process.

10. Duplicate wells of the same sample were recommended in assay process.

11. Avoid the foam while pour the liquid into wells.

12. For serum or plasma samples ,the biotin-conjugated antibody should be incubate for at least 90 minutes.

Reagent Preparation
1.The reagents should be warmed up to room temperature before use. The remanent reagents must reseal and put into refrigeratory

again as soon as possible.
2. Dilute 1ml of wash buffer Concentrate into 19ml deionized or distilled water to work.

3. If you have a 5x standard diluent, please dilute it with double steaming water or deionized water.
4. Add standard dilution solution to the bottle according to the volume of the label and wait15 minutes for complete dissolution. And in turn

add the half concentration diluent by standard diluent .

Wash step:

Automated microplate washer or operating by pipette: Each well should be pour into300ul wash buffer and soak 15 or 30 seconds,then
be aspirated, five times process were repeated. After the last wash, remove remaining wash buffer by aspirating.Invert the plate and blot

it against clean paper towels.

Materials Required But Not Provided

1. pipettes and pipette tips

2. Microwell strip reader capable of reading at 450 nm (540 nm as optional reference wave length)
3. automated microplate washer

4.Glass-distilled or deionized water
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Assay procedure

1.The needed strips were putted into the frame, the remains were returned into foil pouch and resealed.

2.Blank well were recommended, which only color reagent and stop solution be added. It is suggested that each testing with gradient
density of standard for standard curve.

3.Add 100ul of standard or sample. then cover with the Plate Covers provided.Incubate for 120 minutes at room temperature. If is plasma
serum samples, different sample dilution ratio is different, generally range in 20 ~ 450 times, if there is no definite scope, advice from 100
times dilution, if the sample concentration is too high, more than test scope, please increase after diluted times dilution test again. 4.Five
times wash process were repeated.

5.Add 100ul of detetion antibody. Cover with the Plate Covers provided.Incubate for 1 hour at room temperature.

6.Five times wash process were repeated.

7.Add 100ul of Streptavidin-HRP. Cover with the Plate Covers provided. Lucifugal incubation for 20 minutes at room temperature.
8.Five times wash process were repeated.

9.Add 100ul of TMB, Lucifugal incubation for 20 minutes at room temperature.

10.Add 50ul of stop solution to each well, determine the optica density of each well within 10 minutes.

Calculation of Results

1.Duplicates should be within 20 per cent of the mean. Average absorbance values for each set of duplicate samples were used as
detection results.

2.The blank absorbance values of subtract should be deducted.

3.Drawing a best fit curve through the points of graph. Draw the standard curve by plotting assayed OD valure (on the Y axis) vs.
concentration (on the X axis). The sample concentration was obtained based on its OD value founding in the standard concentration
curve.

4.1f the values obtained are not within the expected range of the standard, Samples should be dilute and assay again.

Typical Data and Standard Curve

concentration Typical data1 | Typical data 2 | Average
(pg/ml)

0 0. 0845 0.1143 0. 0994
31.25 0. 2661 0.2951 0. 2806
62.5 0. 4296 0. 467 0. 4483

125 0. 7635 0. 7835 0. 7735
250 1. 2203 1.2399 1. 2301
500 1. 7987 1.8315 1.8151
10000 2.7075 2. 6207 2.6641

Human high sensitive CRP standard curve
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Human high sensitive CRP Standard Curve
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Sensitivity, Specificity, Repeatability
Sensitivity: repeated assays were evaluated and the minimum detectable dose was 18. 4pg/ml.

Repeatability: The coefficient of variation between wells or plates is less than 10 per cent.
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