*{‘?} SRR A R
o English name

RRBEAHEANR 10 EEIHTEHER LB N R &

AR GBI . TR BRI R . M sk an s 7% R A TL-10 9Kk . 8 B35 40 DS Ut B B 3R BN
HA BB, WA AR B SRR, AR — A IR IEA

IL-10 f&j4r:

KEEA 10 1) cDNA Zifid 178 MAFERR RIS 1, @ D) B 18 AME -5 IR UM KR A 10 W& E, KE AN 10 (IL—10)
RN ZRER MR T, AEMHIEER Thl 400, NK 4RIk EVR g8/~ IL-1, GM-CSF, TNF, IL-6, IL-8, IL-12 F1 IFN-y %
YT A PN T A S 1 o [0S ) e 2 T 5 5 P e R B 0 A A DK AR T 200 e P 384 B RN 3 A 5 TR SR B A F - B4R TL-10
WAHRIR 2, EFEREN Th 400, ZDRERIMIBRATRL . SR/ EVEAA . fAb 2. B 20 M0 R0 20 0 o 40l 25

R

AR R LGS ELTSAVEAT I A T R B TL-10RIREE . K TL- 104 TR SR BT BEbat L, BINASR A S it
HA R RIL- 102 SRR &, FEWnsm s md Bk rd fE gk 2. MBI R LRI RIL- 105045, HURRIL-105iE
KRIL-10824, HRICORIREE G, FEles s md ek i gk 2. MR MABIE S BEiRC G R . EMRERE
RS S, RAREENENS 5O R SWETGER, HElrm K B ek gt % . REMARGR, HAp
FAEIL- 10K TR RS B B, BGE ARG 2 HEALTE () S (R AL B (5T, AE N 26 L3 53 O o SEd A (3CAGHI , 132 H:450nm
AREIODE, KBRIL-10¥KE 50D B2 [ R IEEL, il S5 G R HIARAER 2R, X HORAREA HODME,  BI TS bR AR IL-LOIKR

KR IL-105E 853 Hr BEER S BEAS U A1 & 2 A

Hoy FRG (96T/48T)
KEIL-10 T H A% 12%k/6%%

FEA G T 2 i 5ml/3ml

Bt it AR 10m1/5ml

KE L1085 7 i 232/13 ()
KERIL-104P Rtk 10m1/5ml

1 IR 4 I HRP il 10m1/5ml
IRAEVEERIR 20X 30m1/15ml
TMBJEE ) 10m1/5ml
Hk 5ml/3ml

B AR 3/28K

ULIRY 14
PRAUEE :

L bR I T SR AT A
A AN LR AR 0 K B B R T

T RR A AR B, o e AR L
CHhRAR, R FEDTARG 75 I

HERRREARRE IR, ARAMCR A, T —20C, BRI

- MR A R ST 3 6 U B

AT RIEHGE Y, KIRTREA i BB B 0 2
IR, RS SRR AR, 7 A AT

FE: KM B SRAE AT AR AR AT G B LU R = Tl

s S W N O O W

<

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



*{‘?} SRR A R

English na

HEEEI:

LGB (RAFAE 2~8C

2. IR PRAINTEAR TR B P RS S50, 1 /KB AVt 45 0 58 A TS P I ) T/ o
3 ARMERMBEINFES, BIRHMHE L.

4. JRIE BRI SR

5. IOFEI, i RN B Ak, A X5 Y.

6. IR AR FIHL S FR S S AL

7. SO IRSIRHRAIE S N 45 R MHE MR BB, IS 5 B R D i G LRI IR 2T .
8. FIMR R, AL 256~28°C.

9. PRI TR R ERETN, WEAAT SR TRIESBES R RER .

10. TR P bR S RRE A AN SR U E AL

L1 st e m i <R 7 A

12, MRS AR A RIS DU, A 470 A 1 57 77 ) RS M B K

FEL I AT e 2 AR

L3R & B oK I 5 R B R (25~28°C) 7 20 20 A R I /S R R AR S T 2~8 CIRAE

2. RS ARV I XK B2 T /KB (L 1963 7K)

3. WA SXVEE SRR, TR TR AR B TR (L 4K)

4. FRHE R FRRAE S IR BRI ARAE R RV B A A TL- 102K BEIA £14000pg /1, S50 SBL, 1M I 7E25~28°C, #HEL107 155081 G4
RS GEUIRILIO FAIIIERR, P ARIE SRR I LOBR BEMRE G AR VOIS AL . ChRAEIIZRIC-EAS 5, R iEIR I 94000pg/m1,
FRAE SRR EL BN AAE MO, )

2501 ) 250n1 250m1 25041 250u1 —-

by e Y

B BDERAHL I T et : S FLBEE A 300ul, VN ST H 18] RE 15-30%0 » YEARGIK o 5 Ja — IR BER 8 B R AR 814056 78 JE oK 248 B 03T

LRI ET 5 ZHIARL
L. AN TERURS (R INREAR A L A 3k 5
2. BEEFRAY

3. H BNV

4. FEF KK

BEPR:

L T R R — UM SO BT T AR R B, BGHH BT R AR SR U AERESE 1, I P AN BB B T 4R S S8 %, fRAET4°C.

2. W E AR IETL, BIE AL, BB 7oL RN TVB B i i by 0 SI26 24) 7 S v o o 8 0 v 2

3. 5 BPRE R AR B R FE AR i (100Ul /L) IO REAL A, PSR AREH R BiAL, =il (25~28°C) W 12043h o %t T (i sl f e bn4s,
IS0 ulBEARD TG 50 ulbsA, WRREEK, WISFEAR SRS EMRE RN, A 25 HARE SRR 7 2 100ul
4. BRIRBIK, BE — KB ERKAL LT

5. MAEWZHACHUAR TAER (100ul/9L) « FISRIRAG A R FAL, =il (256~28°C) FH605-41.

6. PRSI, EIE— K B ERKAL T

7. INNSERZR B (MHRPEE TAEMR (100ul/9L) o FHIARURAREME SN AL, BEaEiR (25~28C) WEE 20504,

8. VEMRSIR, HAJa— IR EFEHKAR LT

9. I EAFITMBLOOUL /FL, #EFEIR (25~28°C) W E 20440

10. ANAZ1EH50ul /FL, WA S5 BRI ZIW EEODsofE -

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



AN LBEREMEHR AR

4 R

L ZSLIELE20% R G N AR A A 2, ZALIMETIE TRl & A .

2. BEHRIE iy SR AN R ODAEL I 25 AR e A IE FLARJODAE .«
3. FLetlbrufithzk . DAPRHESHIREEAEREAATR, ODMEAEIALDR, LAT- S ZE R 2% bRt it O AR o B AR A HOODE P FE A i il 2% B2 Hh L

I
A FERRARODME F TARE-IZE FPR, ROE ARG I, TR R SR LUR R 550
HBPENSE Lk
WEpg/ml | #AIODE1 | MAIODIE2 | ODV¥fH
0 0.2531 0.0873 0. 1702
125 0. 3928 0. 3492 0.371
250 0.4129 0.5117 0. 4623
500 0. 8004 0. 7544 0.7774
1000 1. 1251 1. 0853 1. 1052
2000 1. 4623 1. 5241 1. 4932
4000 2.1302 2. 1088 2.1195
KRIL-10SHFriE i 2%
KA TL-10 hruEdh2k
2.5 ¢
2
fm 1.5 |
= 1+
0.5 }
0

0 125

250

500

1000
KE IL-10 ¥#E (pg/ml)

2000 4000

ER: FENHSSE, MURKREAMERratrE i & EinA &8,

R, FREMER N

L REJE: ZREFLERIY], HHE828pg/ml.
2. Bp . 5GDNF, GM-CSF, TFN-y , Il-la , IL-1@ , TL-2 , TL-4, TL-6, PDGF-BB, TNF-a , human TL-10, mouse IL-10

RS TIT
3CEEME: WA, RINAR R REI<10%.

SE MR :

N o o0~ WDN P

. Liu, Y. et al. (1994) J. Immunol. 152:1821.

. Fiorentino, D.F. et al. (1989) J. Exp. Med. 170:2081.

. Marconi, M. et al. (1998) Clin. Exp. Immunol. 112:528.
. Olikowsky, T. et al. (1997) Immunology 91:104.

. Panuska, J.R. et al. (1995) J. Clin. Invest. 96:2445.

. Sato, T. et al. (1996) Clin. Cancer Res. 2:1383.

. Capsoni, F. et al. (1998) Cell. Immunol. 189:51.

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



\:" -di

SR LM ARA A

ELISA Kit for the Quantitative Analysis of Rat IL-10

The rat IL-10 ELISA (enzyme-linked immunosorbent assay) kit is used for detection of rat IL-10 in cell culture supernatants,rat 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

Rat IL-10 cDNA encodes a 178 amino acid residue precursor protein that contains an 18 amino acid signal sequence and a 160
amino acid mature protein. Rat interleukin-10 is a pleiotropic cytokine playing an important role by activated Th1l cells, NK cells, and
monocytes/macrophages which be inhibited the production of a number of cytokines (including IL-1, GM-CSF, TNF, IL-6, IL-8, IL-12 and
IFN- ). IL-10 has also been shown to inhibit macrophage cytotoxic activity and to stimulate the proliferation and differentiation of B cells,
mast cells, and thymic T cells. Rat IL-10 is produced by a wide variety of cells, including activated Th2 cells, fetal thymocytes,
monocytes/macrophages, keratinocytes, B cells, and glial cells.

Principles of the Test

The kits is a solid sandwich enzyme-linked immunosorbent assay for detection of rat IL-10. An anti-rat IL-10 monoclonal antibody has
been absorbed onto the wells of the microtiter strips provided. Samples including specimens or standards were pipetted into wells. The
rat IL-10 in specimens or standards would be captured by the coated antibody and the free others were removed by washing. The rat
IL-10 biotin-conjugated antibody were added and binds to rat IL-10 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 rat IL-10 in the original specimen.

Materials provided with the kits:

reagent 96/48Test Kit
Rat IL-10 Antibody-Coated Wells 12 strips/6 strips
Assay Buffer 5ml/3ml
Standard Diluent 10ml/sml
Rat IL-10 Standard 8/4vial(s)

Rat IL-10 Detetion Antibody 10ml/5ml
Streptavidin-HRP 10ml/5ml
Wash Buffer Concentrate 20x 30ml/15ml
TMB 10ml/5ml
Stop Solution 5ml/3ml
Plate Covers 3/2
Complete Instruction Manual 1

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

. Please discard the remains after use of the dissolved standard.

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

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

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

. 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.
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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 diluent to the bottle according to the volume of the label and wait 15 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 into 300ul 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

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.Cover with the Plate Covers provided.Incubate for 2 hours at room temperature If assay the serum
sample,you should add 50u | assay buffer with 50u | sample into the wells,if the protein concentration is higher than the range of the Kit,
add the same quantitys assay buffer with the sample, the deficiency should be complemented with sample diluent to 100u | per well.
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 optical 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.
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Typical Data and Standard Curve

concentration | Typical data 1 | Typical data 2 Average
(pg/ml)
0 0. 2531 0.0873 0.1702
125 0. 3928 0. 3492 0.371
250 0.4129 0.5117 0. 4623
500 0. 8004 0. 7544 0. 7774
1000 1. 1251 1. 0853 1. 1052
2000 1. 4623 1.5241 1. 4932
4000 2.1302 2. 1088 2. 1195
Rat IL-10 standard curve
Rat IL-10 Standard Curve
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Sensitivity, Specificity, Repeatability

Sensitivity: repeated assays were evaluated and the minimum detectable dose was 28pg/ml.

Specificity: No significant cross-reactivity or interference with Mouse GDNF,GM-CSF,IFN-y ,IL-1a ,IL-1
B ,IL-2,IL-4,IL-6,PDGF-BB,TNF-a ,human IL-10, mouse IL-10
Repeatability: The coefficient of variation between wells or plates is less than 10 per cent.
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