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Human Apoptosis Inhibitor of Macrophage

(hAIM) ELISA kit

INTRODUCTION

AIM (Apoptosis Inhibitor of Macrophage), a protein produced by macrophage and present in the blood,
interacts with both adipose cells and macrophages™. By inducing neutral fat breakdown in adipose cells
and inhibiting cellular death of macrophage, AIM shows a strong association with various lifestyle-related
diseases such as obesity, arteriosclerosis, and diabetes®™. In recent years, it is indicated that AIM plays
a role in the pathogenesis of autoimmune disease associated with obesity ®. As seen above, amount of
AIM in the blood is related to pathological condition of many diseases problematic in modern society,
and the measurement of AIM is suggested to be effective for diagnostic and therapeutic research of the
lifestyle-related diseases. Precise measurement may be difficult depending on the antibody character
since AIM binds to IgM in the blood, however the antibody used in this kit is unaffected by IgM, which
enables accurate measurement of AIM amount”.

MEASUREMENT PRINCPLE

This assay kit employs sandwich ELISA method utilizing mouse monoclonal antibody specific for
human AIM (hAIM) protein. hAIM-specific antibody is pre-coated on the microplate.

hAIM in standard or specimen (biological sample such as cell culture supernatant and serum) binds
specifically to antibody attached on each well of microplate. Then, biotinylated hAIM-specific antibody
and HRP-labeled Avidin are added. Finally, colorimetric substrate (TMB) is added and reacted, which
produces a color in proportion to the amount of hAIM in the sample. After stopping the enzyme reaction
by adding sulfuric acid, the microwell absorbances are measured for the dominant wavelength at 450 nm
(reference wavelength: around 630 nm) utilizing microplate reader. Plot the calibration curve using hAIM
Standard, and hAIM concentration in the specimen is determined by finding the absorbance value on the

calibration curve.

KIT COMPONENT

o Antibody Coated Wells --- 1 (6 strips)

o Biotinylated Antibody (30x) ---1 (200 pL)

o HRP-labeld Avidin (30x) --- 1 (200 pL)

o Enzyme Diluent --1(12 mL)

o Standard/Sample Diluent ---1 (30 mL)

o Wash Concentrate (20x) ---1 (30 mL)

o TMB Substrate Reagent --1(12 mL)

o Stop Solution (sulfuric acid) --1(12mL)

o hAIM Standard (freeze dried) --- 1 (add 250 pL distilled water just before use)
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MATERIALS REQUIRED BUT NOT PROVIDED

o Microplate reader capable of measurement at 450 nm [reference wavelength at around 630 nm]

o Precision pipettes or multichannel pipettes to deliver 10 yL -1000 pL volumes, and disposable tips
o Tubes with low-protein adsorbent to prepare standard dilutions

o Measuring cylinder or beaker (500 mL) to prepare wash solution

o Distilled water

OPERATING PRECAUTIONS

o Do not mix reagents from different kit lots.

o Diluted reagents should not be stored for more than 24 hours.

o Do not discontinue the operation during the experimentation. Also, do not leave the microplate
dehydrated during operation.

o Use microplate lid to prevent drying during operation if needed.

o All standards and samples are recommended to be run in duplicate.

SPECIMEN PREPARATION

Biological samples such as cell culture supernatant and serum should be diluted with
Standard/Sample Diluent.

Recommended dilution ratio of serum is 1/500~1000.

REAGENT PREPARATION
o Biotinylated Antibody solution

Add 180 pL of 30xBiotinylated Antibody to 5220 pL Standard/Sample Diluent to prepare 5.4 mL
solution.
o HRP-labeled Avidin solution

Add 180 pL of 30xHRP-labeled Avidin to 5220 uL Standard/Sample Diluent to prepare 5.4 mL
solution.
o Wash Buffer

Add 25 mL of Wash Concentrate to 475 mL of distilled water to prepare 500 mL solution.
o hAIM Standard

Reconstitute hAIM Standard with 250 pL of distilled water to prepare a 200 ng/mL stock standard. Add
120 pL Standard/Sample Diluent to 8 tubes, respectively. Perform serial doubling dilutions by adding
120 uL of each standard to the next tube to create concentrations as described below.

#1;100 ng/mL, #2;50.0 ng/mL, #3;25.0 ng/mL, #4;12.5ng/mL, #5; 6.25 ng/mL, #6; 3.125 ng/mL,
#7; 1.5625 ng/mL, #8; 0 ng/mL
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Figure: Serial Dilution of hAIM standard
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Concentration (ng/mL) 100 50.0 25.0 12,5 6.25 3.125 1.56 0

120 yL Standard

ASSAY PROCEDURE

1. Pipette 300 pL of Wash Buffer to each well, and soak at 25°C for 20 minutes. (See Flowchart
indicated below)

2. Wash wells by filling with 300 uL/well Wash buffer, and tap the plate to remove any residual buffer.
Repeat wash 3 times.

Pipette 50 pL of each standard or sample into antibody coated wells, and incubate for 1 hour at 37°C.
Wash wells as in Step 2.

Pipette 50 uL of Biotinylated Antibody solution into each well, and incubate for 1 hour at 37°C

Wash wells as in Step 2.

Add 50 uL of HRP-labeled Avidin solution into each well, and incubate for 1 hour at 37°C.

Wash wells as in Step 2.

© ©® N o o bk w

Add 100 uL of TMB Substrate Reagent to each well. Incubate for 10 minutes at room temperature
(25°C) in the dark.

10.Add 100 pL of Stop Solution to each well.

11.Read absorbance at 450 nm (reference wavelength at 630 nm) utilizing microplate reader.

3/6


99129
コスモバイオロゴ


AERZDRT FHEREA

JRENAABKRKEH
o0
("’TI"OHS Geniclinc. Code No. KK901
Figure: Flowchart
Test Sample
Test Sample Standard Reagent Blank
Blank
Diluted Standard/Sample
Standard/Sample
Test sample Standard Diluent
Reagents Diluent
50 uL (Tube-1~-7) (Tube-8)
50 yL
50 uL 50 pL
Incubation for 1 hour at 37°C with plate lid
Washing 3 times
Biotinylated
50 yL 50 yL 50 yL -
Antibody
Incubation for 1 hour at 37°C with plate lid
Washing 3 times
HRP-labeled
50 yL 50 yL 50 yL -
Avidin
Incubation for 1 hour at 37°C with plate lid
Washing 3 times
Chromogen 100 pL 100 L 100 L 100 yL
Incubation for 10 minutes at room temperature (shielded)
Stop
100 pL 100 pL 100 pL 100 pL
solution
Read the plate at 450 nm -630 nm
within 30 minutes after application of Stop solution
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STANDARD CURVE

OD(450-630)

1 10 100

hATIM cone. (ng/m1)

REPRODUCIBILITY

Domain of standard curve:1.56~100 ng/mL

Minimum measurement value for detection:3.13 ng/mL

Minimum dilution rate of the serum sample: 500 fold

Within-run (n=10, 3 concentration) : CV(%) =12.4, 3.19, 3.94

Between-run (n=10, 3 concentration) : CV(%) =12.4, 5.07. 8.43

Recovery test : In the recovery study, recoveries within the range of 91.8-116.9% were obtained
when hAIM in known concentration (30 ng/mL, 7 ng/mL) were added into 500 times dilutions of the
sample serum.

STORAGE INFORMATION
Store kit at 2-8°C.
Expiration date is indicated on the outside of the package.

WARNINGS AND PRECAUTIONS
o Store kit at 2-8°C.
This kit is intended for research use, not for clinical diagnostic use.

O

O

Please handle the reagent with care. Especially, avoid contact of skin, clothing, eyes, or mouth with
sulfuric acid or Substrate Reagents.

O

Handle biological samples with extreme caution to prevent infection.

@)

Store kit in defined condition, and use before the expiration date.

@)

Comply with the local regulations for disposal of used plates, tubes, and waste solution.

REFERENCES
1) Miyazaki. T. et al. (1999) J. Exp. Med 189: 413-422.
2) Arai, S. et al. (2005) Cell Metab. 1: 201-213.
3) Kurokawa, J. et al. (2010) Cell Metab. 11: 479-492.
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4) Kurokawa, J. et al. (2011) Proc. Natl. Acad. Sci. USA. 108: 12072-12077.
5) Miyazaki, T. et al. (2011) Cir. J. 75: 2522-2531.

6) Arai, S., etal. (2013) Cell Rep., 3: 1187-98.

7) Oba, M. et al. (2012) Seikagaku 84: 588-591.

f Manufacturer \
(9 Trans GenicInc.

7-1-14 Minatojimaminami-machi, Chuo-ku, Kobe, Japan 650-0047
Telephone: +81-78-306-0295  FAX:+81-78-306-0296
URL:http://www.transgenic.co.jp techstaff@transgenic.co.jp
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MREARE

Human Apoptosis Inhibitor of Macrophage

(hAIM) il 5E FA ELISA vk

Fri&

AIM (apoptosis inhibitor of macrophage)ld. ¥IAIT7—UMNSELESINMAPIZFELET B4 /\ V& T, I8k
o< 07— BEGEIERALET V. AM (&, iBIARRICER L - BT 2. < /nT7—
DOHfREZEZIIH T HIENMoNTEY . B, BIARIEIL ., BRRGERRGETE BRDBEICELEEE
ARBHONFET 7 BFE T, BBICHESIBCREREDRERRICE AIM BB o TLSIENBHLAI
SINTVFET % ZO LI, I AM EFRAH L THBELLG>TLSELDEBDRELEELTEY. £
DAENEFBERDZH - BREDHARICERATHAICENTRESNTNEY . AIM XM TIgM EFEEL
T30, UKRIZE > TITEHEG AM ENBIETELGWMEELHYFET M. KX vbTHULSHEIL, M D
EEEZTHIENL, BT AM EZAIETHENHEFT 7,

HE R

AKEuklE, Eb AIMOAIMZU NV BZR/HEMICRB T HEYVRE/VO0—F LikZzRANV =Y UMy TF
ELISA JRICKBBIESRTLTT . ¥4 UBTL—MZIEZBRIC hAIM B BIANERIESh TLET,

Fr)TL—2—RU BAEIREDOIEE EFOMEGTE D EREE) b D hAIM X, 74787 — D%
D)VIZERIESN - IRASBEMICHEELE T LT EAFUEZEBSIN - hAIMBFERA, S5ITHRPE
BTEDUERIGSEET . ZEZIC. RBEER(TMB)ERMLRIGSESIET, B HD hAIM EIZIELT -
HENBONFET . METERRCEFELIEZ06, —BHLGTL—MN—F—ZRAVTERE 450 nmEl
HE 630 nm D) TRAEFBINLET ., Fr)IL—2—2AVTREBZEERL, RHOBIERALEER
ERICRATHILICEST HBFD hAIM REERODIIENTEFET,

FyhOER &

O WAEMEIETL—+ — 1% (6 RRYYT)

O EFFUZHEMME (3013 -—— 12 (200 ¢« L)

O HRPIZEFHTE DY (30 %) -—— 17 (200uL)

O MR FRR — 1K (12mL)

O YoTILFERR -— 17 (30 mL)

O Eiffasti#ik (20 1) — 17K (30 mL)

O TMB £& & — 1K (12ml)

O RInELE (FEk) — 1K (12ml)

O hAIM iR# & (KRR — 1R ((ERAERIHEEIK 250 ¢ L ZF0)
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BEICRELGLD
T4 9ATL—h)—45— GBIE KK 450 nm [BliE & 630 nm {if])
ERVEHDNE, TILFFroRILERYREFHIMETTF VT (10-1000 1 L ASRIVERNDED)
FFIRMEADOESR (FU I\ VEREM)
EFRBRREADAR)E—HBHNE E—H—(500 mL BE)
FERIK

OO0OO0OO0O0

BELoIE

O #DAVFDHAREEZESGLTHEALLGLTTSL,

O AMFARLIHAEL, HEHRICTHEAESN

O BEZEPTHHLAWTTSL, Tz, BEPDVILEHBRESEFERELGL TSN,
O HZEITLY., RIEFDEIREEC BMTIL—MN—ZHAEIZEL,

O RUBIVREMDAEIL. —EREEHELFTT,

HSUTILDEEfE
Mk OEE EFPMELREDERZRHF. FEOEREITHUTILEFRETHERLET,
mEFDFRDEZRIL. 500~1000 {5TY,

HEOE(F
O EFFUIZH KK
180 4 L DEAFUAZHINAZE 5220 4 L DRAFH IR THRL. 54 mLiBRELET
O HRPZHTED VAR
1804 L D HRPZHBTE D% 5220 4 L DMAFH IR THIRL. 54 mLiFRELET
O %k&®&
25 mL DiRMEHFREHAAIKTHIRL. 500 mL ELFET,
O hAIM Fv!)TL—43—
hAIM R % 250 4 L DFERKTERITEMRLET . COBFERD hAIM RE I 200 ng/mL EEYFET,
FRAF1—TE 8 KAEL. TNENAYUTILEHERBE 1204 LT OHFMLET . 55 T RKOF21—T%
FALT.hAIM EZE R D 2 EEREFRETVD. UTOX V) ITL—2—FERLET,
#1; 100 ng/mL, #2; 50.0 ng/mL, #3; 25.0 ng/mL, #4; 12.5 ng/mL, #5; 6.25 ng/mL, #6; 3.125 ng/mL,
#7; 1.5625 ng/mL, #8; 0 ng/mL

;AR AR

120 uL 1245

AYAYAYAVAVAVAY
|| | S| S| S

@
HREE (ng/mL) 100 50.0 25.0 12.5 6.25 3125 1.56 0
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BEAHE

1. 300 4L MikiFREDTIVIZHEML, FiB(25°C)T 20 77/ RELET . (LU, B Flowchart SH8)

2. 300y L DFEFHRTIME, VTILERFL RENELSLEVNKITAVELTLET,

3. 50U LT DODFr)ITL—2—RU BAERABEBETL—bODTILIZEHEML, 37°CT 1 B Fa~
—kLET,

4. DIILDEEEEE. 2.ERARITITVET .

5. 504 L DEFFUAZRBMAZRZEZDTILIZHEML,37°CT 1 MM FaX—kFET,

6. TTILDEFRREET. 2.ERARITITVET S

7. 50uL M HRP ZHT7E S UARKREDTILISHML,37°CT 1 B4/ FaR—kLFET,

8. VIILDiKFREE. 2.EERICITVET,

9. 100uL ® TMB EE&RZVT/LIZHMER. EHL.

10. 100 4 L D RISELEFZEDTILISHEMLET

1. FL—h)—F—ZALTHEE 450 nm (EIEE 630 nm)THRIFELET,

#IR(25°C)T10 pEA > Fa~R—kLET,

:Flowchart

Test Sample
Test Sample Standard Reagent Blank
Blank
Diluted Standard Sample buffer
Test sample Sample buffer
Reagents (Tube-1~-7) (Tube-8)
50 pL 50 pL
50 pL 50 pL
Incubation for 1 hour at 37°C with plate lid
Washing 3 times
Biotinylated
50 pL 50 pL 50 pL -
Antibody
Incubation for 1 hour at 37°C with plate lid
Washing 3 times
HRP-labeled
50 pL 50 pL 50 pL -
Avidin
Incubation for 1 hour at 37°C with plate lid
Washing 3 times
Chromogen 100 pL 100 puL 100 puL 100 pL
Incubation for 10 minutes at room temperature (shielded)
Stop solution 100 pL 100 puL 100 puL 100 pL
Read the plate at J450nm -630nm
within 30 minutes after application of Stop solution
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RaEdhiR
350
200
250
% 2,00
L
00
-
0-00 1 10 100
hAIM conc. (ng/ml)
FubDtERE

E#Eph R 5818 - 1.56~ 100 ng/mL

EIEEHE:3.13 ng/mL

RIEMFRRUEE 500 {5

BRBEIRME (n=10, 3 RE) :CV(%)=124, 3.19, 3.94

BEEIRM (n=10, 3 RE) :CV(%)=12.4, 5.07. 8.43

ANNEURELER : x 500 1EF MiFIEEAIRE D hAIM (30 ng/mL, 7 ng/mL)ZEHRMLI=5E : 91.8-116.9%LLA

ik
R ESX 2-8°CIRER T,
FyrDEHEARENFEICRRLTHYET,

FRLDEE

O 2-8°CTHRAFELTLIZELY,

O KRIMRARETT  EBRLEDZHLGELEDBEMICIXSHERIZENEE A,

O HEOEYEZWIZIF+AREDIT TSN, HIZ, MBS LUEERIE. REPEKXRIIDON:Y BYO
[SABIRLESICLTLIEELY,

O AFHMOBYEDICE, BREFICHSEELTZEL,

O FYMIEOON-EHET TEYIZEEL. AVHABRRICSFEALLELY,

O FHRRODBRFSLVRRIT. EEBAROREITR->TRELTTEL,

B35 30
1) Miyazaki. T. et a/. (1999) J. Exp. Med 189: 413-422.
2) Arai, S. et al. (2005) Cell Metab. 1: 201-213.
3) Kurokawa, J. et a/ (2010) Cell Metab. 11: 479-492.
4) Kurokawa, J. et al. (2011) Proc. Natl. Acad. Sci. USA. 108: 12072-12077.
5) Miyazaki, T. et al (2011) Cir. J. 75: 2522-2531.
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6) Arai, S., et a/. (2013) Cell Rep., 3: 1187-98.
7) Oba, M. et a/ (2012) Seikagaku 84: 588-591.
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TEL: 078-306-0295 FAX:078-306-0296
URL: http://www.transgenic.cojp techstaff@transgenic.cojp
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