*{‘?} SRR A R
o English name

N EWR 4 HLIE B 1| B 7 & B B ER S B A i AT &

AUAGAHER . TS SR ML . RS AR 57 ISR MIF IR EE . B B VE A 40 S UL A P BRI 4
BB, WA ORI R, HEREIE— A BRI

AMIFfi 4

RGBT R I T (MIF) A2 —Fh i 22 R SO S N A B bR R B R ORI R 1o N BOMIFEE BRI 4 B 115N, 7r B2
S FEN12.5 kDa B IR A

MIFE 7SI BRI MLT RS, IEAEVF 2 AW R A R BE R, S s R 70 WA RO R 4 R SR S T 43 B LA A €

MIF G e R A%/ ELVR A . TARIAMIBARNG . W i Mo 2B S5 0, to i) o e SR AR e LB M A T 51 B g
BBk . BRIE IR FER B, MIFAT REAENS 1 SO e 6 IR (0 31 k2 Ik R AR I I 2057

T R

A &R F RUPLAR I ELTSAVE R IR A M F MR BE o MIFS SR PR LI EL s TREbA IR, AR ARESH RI, H P MIF &
Sk S, HEREIBEE RS R L SN EMRLIOTAMIE Hiik)E, FUAMIE Bk 5MIF 84, TR0 %
HEEY, HEHB RS B R R 2. A B IC iR &R, VMRS RERIRIES S, REeRERN
fitpmt 2= 5 IGO0 M 5 G WER R HB s (R B Pe i M R R & o OB NN R AR, HFEARREEMIF KSR E S,
PR ST AN B AR SRS G, EMALILRE B G, BB RO, 32H450nmib (9ODME, MIF ¥R 50D fH
Z I RIEN, il MA TR, AR AFEARODE, BIRIE HFRARRMIF B .

A MIF 5 857 BBk S pets 7 S 40 AR

AR :

Hoy A% (96T/48T)
AMIFTREL AR 125%/6%
REAR ST HT 2 T R 5ml/3ml
5 X it it ARV 10m1/5ml
AMIFARHE i 8/43C (%)
JMIFA M hifk 10m1/5ml
SF 3% HEHE U HRP 10m1/5ml
IRV 20X 30m1/15ml
TMBJEA 10m1/5ml
Hkl 5ml/3ml
BRI AR 3/23k
VL 14

L ARA WS R # T SRR AT $Ee

A Al B3RS bR AR O R R B R I

B. MIEFRA LA B AREE 5, B, 8 S v o o I o s

C. MRHRA, HEF HIEDTARI 5 RIS s

D. EFFIMFEARARE KA, bR 4, WRAFET—20°C, B ITIRRD.
2. M BRAAS BLER AL AT 73 J% 77 B Aot

3. BRARIERUE W], RS AT R AR h A B R RO O 2R

A AE VRN, TR S5 A FRIRR AN, 5 DI SR ARl o

e A IME BRI A A 18 PR S AR VUM RE J5 SOl

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



-~ »

‘{*; MR A RA S
Y2 English name

HEEEI:

LR &1 IR AT AE2~8C

2. WRAE VR TENGIR T AT B 45 5, /KIS IV 45 ) 52 A IR 5 T ) AR
3 ARESSIE IS, RIRE G E T

4. JRAE e S A IR 82

5. INFERT, i BT Bk, B RAE X5 Y.

6. MEAEVR A AN RS AR A S 2

7. RIS RIE S 45 R AR BB, 76 I v e i N T 2 DAORAIE TR 5T
8. TSN, TR P E25~28°C .

9. Peikid AR BOCTEE, VRFA R R E TR S 8 RRERCR .

10. 2058 Hh b it FIRE ARSI B 2 A R AL o

L1 e s P v S <R = A

12, ML A AR AR AR RTINS, AU e s P % 8 i 1) I 2 S

o U B 2% A -

LR & B KA R BB S (25~28°C) SPT204 Bl AR S R A5 K N T2 ~8 C R F

2. PR AR BRI R K B2 B8 /K R R (LB 1983 K) -

3. UG SXUE SRR, TR TR B A K B 2 B KA R (LA In47K)

4. bRUES : FARE I RRUIIN IX FRdE SRR V58 MIF 49K IA F 2000pg/ml, IR, 1M HI7E 25~28°C, HRE 15720 404k
JE AR IR A CRBUMIR I LO RV AR, FAR A SRR B IR LR EEAVRE IS AR ORI FL R o Chyt 2R B AN 2, Sk Dy 2000 pg/ml,
PR SRR BRI S 0 ¥R

250u | 250u1 250m1 250m1 250p] —-

ek
AL A T 3eb0: LB 3000 1, FE AL (IR 15-308D, BEAREV. I — kb e AR 4 A 4TI 12 A -
F.

SRR B & RAEL:
L. AN TR RURS (R INRE AR A L A3k 5
2. BEARAY;

3. HENEAR AL

4. KBS F KB ;

BIEDR:

LB TR IR R — RV SRR R TR AR 255, BUH T AR S B AEAELE Y, TR Rl AN B 1 4R PR A8 &), fRAFT4°C

2. B B AR IETL, B4 AFL, % B 712 9% L RN TMB B ol R b o 4 % S8 350 75 A vEE it v T8 O ) He bl 4%

3. 3 BRERRA SR IV BERRME ) (100uL/7L) IOAMIREAL T, FIEPRRIGARE (AL, S0 (25~28°C) WER 120 4. f0 RS ML R
A, REFEAFRELLBIA—FE, —BFEETE 520 %, WTEHAREE, SN 10 (54, IEERRE UL R : AL INEEAR 2 BT 22 il 50ul,
FEONA 1 X brdE A REORERE 5 £5 5 MIFEAS, InAER Dy 50ul.

4. YRS, FLEE VB A

5. DA A TR (100u1/90) o FIEHRBARE (ERIAL, %R (25~28°C) BEF605h6h.

6. YeHis YK, LR VB A L F

7. DN ZE R FOHRPIS T {63 (100ul /3L) o FREBUBAREHERRIL, B3R (25~281C) BER20/ 4.

8. YetsIK, Hija—IREERAKL BT

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



\J

*{‘yg LR AR A RA A

1\;.}

9. M EAAFTMBI00ul /5L, BEEEIR (25~28°C) HFHE 2054,
10. I 1B 50ul /L, 18ET 5 B Z10 20045014 -

75 AW

L R LB AE20% ) 22 5 JE N G5 R A 2, BALRE T R Al il E e .
2. B FRAE i SR AR BRIODAEL 298k 25 A JEE AL IE AL ODAA
3. PLetlbrufEth 2k ASRHE S IREEAEREAAER, ODMEAEIALDR, DTS EE R 2% bRt i RO AR o B AR A HOODE P AE A i il 2% R 2T Hh L

WEE
4. FEARAODIE B TARME IR L BR, ROE RS T, TSR B T 3 3 AR R £ 50
HLARVBAE S5 i 2%
W E pg/ml HAIODIAL HAIODIE2 ODT#{H
0 0. 0657 0. 0853 0.0755
62.5 0. 2609 0.2017 0.2313
125 0. 494 0. 4598 0. 4769
250 0. 8105 0. 7649 0. 7877
500 1. 0826 1. 0224 1. 0525
1000 1. 5565 1. 4939 1. 5252
2000 2.1103 2.0427 2.0765
AMIFS vk £
AMIFZ 2 by il 28
2.

62.5 125 250
W (pg/ml)

500

1000 2000

ER: FENHSE, NMURKREAMERS et & Eins &8,

R, FREMER N

L RIBUE: ZRELSEREY, KM EA18pg/nl.

2. ¥k 5 AMIIL-1. IL-6. IL-8, ICAM. SDF-la .

3CEEME: WA, RINAR R REI<0%.

SE MR :

1. Noels, H. et al. (2009) Trends Cardiovasc. Med. 19:76.

2. Zernecke, A. et al. (2008) Circulation 117:1594.

3. Weiser, W.Y. et al. (1989) Proc. Natl. Acad. Sci. USA 86:7522.
4. Schwartz, V. et al. (2009) FEBS Lett. 583:2749.

5. Bacher, M. et al. (1996) Proc. Natl. Acad. Sci. USA

SDF-1B T J/NERMIFTEAE X STk

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



\:" -di

SR LM ARA A

ELISA Kit for the Quantitative Analysis of Human MIF

The human MIF ELISA (enzyme-linked immunosorbent assay) kit is used for detection of human MIF 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

macrophage migration inhibitory factor( MIF) is a proinflammatory cytokine involved in many inflammatory reactions and disorders.
The human MIF gene encodes a 115 amino acid, 12.5 kDa secreted non-glycosylated protein (6).
Besides inhibits migration of macrophages , MIF plays many roles in biological processes such as catalytic activity, immunity,

endocrine regulationand inflammation.
MIF is expressed by cells of the immune system, including monocytes/macrophages, T and B cells, neutrophils (3, 4, ).it also

expressed other types cell such as malignant cells including lung, liver, breast, colon, and prostate tumors. Recently work suggested that

MIF might serve as a molecular link between chronic inflammation and cancer.

Principles of the Test

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

Materials provided with the kits:

reagent 96/48Test Kit
Human MIF Antibody-Coated Wells 12 strips/6 strips
Assay Buffer 5ml/3ml

5 X Standard Diluent 10ml/5ml
Human MIF Standard 8/4vial(s)
Human MIF Detetion Antibody 10ml/sml
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.
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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 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 remains after use of the dissolved standard.

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 the standard dilution solution to the bottle according to the volume of the label and wait15 minutes for complete dissolution.
Incubation temperature should be 25~28°C . 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

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, fthe serum levels of
plasma samples, different sample dilution ratio is different, generally range in 5 ~ 20 times, if there is no definite scope, advice from 10
times, add sample dilution shows as follows: Each hole add buffer 50 ul sample analysis, add in 1 x standard sample after 5 times diluent
dilution, and sample amount to 50 ul.

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
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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 data 1 Typical data 2 Average
(pg/ml)

0 0. 0657 0. 0853 0. 0755
62.5 0. 2609 0.2017 0.2313
125 0.494 0. 4598 0.4769
250 0. 8105 0. 7649 0. 7877
500 1. 0826 1. 0224 1. 0525
1000 1. 5565 1. 4939 1.5252
2000 2.1103 2. 0427 2. 0765

Human MIF standard curve

Human MIF Standard Cruve

Optical Density

62.5 125 250 500
Concentration (pg/ml)

1000 2000

Sensitivity,Specificity, Repeatability
Sensitivity: repeated assays were evaluated and the minimum detectable dose was 18pg/ml.
Specificity : No significant cross-reactivity or interference with human IL-1. IL-6. IL-8, ICAM. SDF-1a . SDF-18 and Mouse MIF.
Repeatability: The coefficient of variation between wells or plates is less than 10 percent.
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