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Introduction 
 
Obesity is a well-known risk factor of type 2 diabetes mellitus and is strongly 
associated with insulin resistance. Resistin (also called FIZZ3/ADSF) is an 
adipocyte-derived peptide first identified during a search for targets of 
thiazolidinediones. Steppan et al. reported that serum concentrations of resistin 
are markedly increased in obese mice and are decreased by treatment with 
thiazolidinediones (1). It was also found that administration of an antiresistin 
antibody increases insulin-stimulated glucose uptake in obese mice and that 
treatment of normal mice with recombinant resistin impairs insulin action. Thus, 
resistin might link obesity with insulin resistance and diabetes in mice models. 
However, subsequent studies in rodent models (2-4) have produced disparate 
findings on the role of resistin in obesity and insulin resistance. In humans, 
while the expression of resistin in human adipocytes is very low compared with 
that seen in rodents and does not differ between normal, insulin-resistant or type 
2 diabetic individuals, a more recent study using a large size of case suggests 
that the plasma resistin levels are increased in type 2 diabetes (5-8). Genetic 
case-control studies have demonstrated that genetic variations in the resistin 
gene are associated with insulin resistance and obesity (9-10). More recently it 
has been shown that resistin acts on liver and antagonizes insulin signaling, 
thereby increasing gluconeogenesis and hepatic glucose output (11). This is the 
first study showing of the role of resistin in modulating physiological glucose 
metabolism. Therefore determination of the plasma resistin levels may be 
important for understanding onsets of metabolic diseases such as type 2 diabetes 
or obesity. 
  

Test Principle 
 
This kit is enzyme-linked immunosorbent assay (ELISA) for quantitative 
determination of Resistin in mouse serum. 
 
Monoclonal antibody specific for mouse Resistin has been precoated onto 96-
well microplate. Standards and samples are pipetted into the wells and any 
resistin present is bound by immobilized antibody. Bound resistin is captured by 
biotinylated anti-mouse resistin polyclonal antibody. HRP conjugated 
streptavidin is added. After washing, a substrate solution is added. The colors 
develop in proportion to the bound resistin quantity. The color development is 
stopped and the intensity of color is measured. 
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Application 

The Millipore Mouse Resistin ELISA Kit is designed to measure the amount of 
resistin in serum samples of mouse origin.  There are enough reagents included 
in this kit for one 96-well immunoassay plate.  Running duplicate wells for 
samples and standards is recommended. 
 
 
For Research Use Only; Not for use in diagnostic procedures 
 

Analytical Sensitivity and Detection Limits 

Sensitivity:  100 pg/mL. 
 
Intra-assay Variation: + 6.32 % (8.37 μg/mL) 
Inter-assay Variation: + 9.10 % (8.33 μg/mL) 
 
Recovery:   90.8 ~109.1% for spiked samples 
 
Cross-reactivity: No cross-reactivity with human and rat sera. 38 % 

reactivity detected with 30 ng/mL of rat resistin. No 
reactivity detected with 30 ng/mL of human resistin. 
No reactivity detected with 100 ng/mL of mouse 
adiponectin, RELM-α, RELM-β, Leptin, or rat 
RELM-α. 

 

Kit Components 
 
1. 96-Well Plate: - (Catalog No. CYT292a) 12x8 well strips coated with 

absorbed monoclonal antibody against mouse resistin. 
 
2. Wash Concentrate: - (Catalog No. CYT292b) One 100 mL (5X) bottle. 
 
3. Assay Diluent: - (Catalog No. CYT292c) One 50 mL (5X) bottle. 
 
4. Secondary Antibody: - (Catalog No. CYT292d) Anti-Mouse Resistin 

Biotinylated Polyclonal Antibody, 12 mL. 
 
5. QC Sample: - (Catalog No. CYT292e) Positive control, mouse serum (see 

vial label for value). 
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6. Detector: - (Catalog No. CYT292f) One 150 μL (100X) bottle of HRP 
conjugated Streptavidin. 

 
7. Resistin Standard (Recombinant Mouse): - (Catalog No. CYT292g) One 

60.0 ng/mL vial (Lyophilized). 
 
8. Substrate I: - (Catalog No. CYT292h) One 6 mL bottle. 
 
9. Substrate II: - (Catalog No. CYT292i) One 6 mL bottle. 
 
10. Stop Solution: - (Catalog No. CYT292j) One 12 mL bottle. 
 

Materials Not Supplied 
 
1. Precision single and multi-channel pipettes. 
2. Disposable pipette tips. 
3. Microtubes or equivalent for preparing dilutions. 
4. Disposable plastic containers for preparing working detector antibody 

and substrate. 
5. Reagent reservoirs. 
6. Microwell or microstrip plate reader 450 nm. 
7. Deionized water. 
 

Preparation of Reagents 
 
1. Allow all samples and kit components to equilibrate to room temperature 

(20 to 25°C). 
 
2. Plan the plate configuration and create a plate map. Calculate the amount of 

working reagents to use (See table below). It is recommended that standards 
and samples be run in duplicate. 

 
3. Wash Solution (1X) 
 

Dilute 5X Wash Concentrate 1:5 with deionized water (1 part 5X Wash 
Concentrate with 4 parts deionized water). The diluted 1X Wash Solution is 
stable for one month at room temperature. 
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4. Diluent (1X) 

Dilute 5X Diluent 1:5 with deionized water (1 part 5X Diluent with 4 parts 
deionized water). 

5. Detector (1X) 

Dilute 100X Detector 1:100 with 1X Diluent (1 part 100X Detector with 99 
parts 1X Diluent). Use the 1X Detector within one hour of preparation. 

6. Substrate Solution 

Freshly prepare just before use the by adding one part Substrate I to one 
part Substrate II. 

7. Resistin Standard 

Prepare working aliquots of the Standard as follows: 

Briefly centrifuge the Standard vial. When opening the lyophilized 
Standard, remove cap gently as the lyophilizate may have become dislodged 
during shipping. Add 1 ml of deionized water to the Standard vial to make a 
stock concentration of 60 ng/ml. Mix well. 

A recommended dilution scheme is as follows: 

a. Label 8 microcentrifuge tubes #0-7. Add 300 µL and 300 μL of the 1X 
Diluent to the microcentrifuge tubes # 1-7 and #0, respectively. 

b. Add 300 µL of the stock Standard solution to tube # 7 and vortex. This 
is Standard tube # 7 with a concentration of 30 ng/mL. 

c. Standards # 6 to 1 are then prepared by performing a 1:2 dilution of the 
preceding standard. Do not add any standard to the tube # 0. 

 

 
 
8.   QC Sample 

Reconstitute QC sample in 1 mL of deionized water. 
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Serum Collection and Storage 
 
Blood samples for measurement of serum resistin are collected in vacutainer 
tube and all tubes are centrifuged at 4°C for collection of serum. These are 
stored at -80°C until analyses. 
 

Storage 
 
Reagents must be stored at 2º to 8°C when not in use. Reagents must be brought 
to room temperature before use. Do not expose reagents to temperatures greater 
than 25°C. Diluted wash solution may be stored at room temperature for up to 
one month. 
 

Preparation of Samples 
 
1. Dilute serum 1:2 with 1X Diluent (example, 100 µL serum plus 100 µL 1X 

Diluent; dilution factor=2) and mix well. 
 

2. Use 100 µl of the final diluted serum for ELISA. 
 
* If samples fall the outside range of assay, a lower or higher dilution may be 
required. 
 
Do not dilute the QC Sample included in the kit. 
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Assay Instructions 
 
1. Remove the appropriate number of microwell strips from the sealed foil 

pouch. 
 

2. Pipette 100 µL of standard 0 to 7, the reconstituted QC sample and diluted 
serum sample into the antibody-coated plate according to the plate 
configuration. Use a new pipette tip for each standard or sample. 

 
3. Incubate at 37°C for 1 hour. 
 
4. Remove the solution and wash 3 times with 250 µL of 1X Wash Solution to 

each well.  
 
5. Add 100 µL Secondary Antibody to each well. 
 
6. Incubate at 37°C for 1 hour.  
 
7. Remove the solution and wash 3 times with 250 µL of 1X Wash Solution to 

each well. 
 
8. Add 100 µL 1X Detector to each well. 
 
9. Incubate at 37°C for 1 hour. 
 
10. Remove the solution and wash 5 times with 250 µL of 1X Wash Solution to 

each well. 
 
11. Add 100 µL of the Substrate Solution to each well. 
 
12. Incubate at room temperature for 20 min. * Protect from light.  
 
13. Using the multi-channel pipette, add 100 µL Stop Solution to each well. 
 
14. Read at 450 nm. 
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Calculation of Results 
 
1. Subtract the absorbance of the blank from the readings for each standard 

and sample.  
 
2. Construct the standard curve by plotting the known concentration (X) of 

standard versus the absorbance (Y) of standard.  
 
 

 
Sample Graph 

 
3. Calculate the resistin concentrations of samples by interpolation of the 

regression curve formula. 
 
4. The resistin concentrations calculated for the unknown samples and QC 

sample must be multiplied by the dilution factor [see Preparation of 
Samples] to obtain the concentrations of the undiluted samples. 
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Warranty 
Millipore Corporation (“Millipore”) warrants its products will meet 
their applicable published specifications when used in accordance with 
their applicable instructions for a period of one year from shipment of the 
products.  MILLIPORE MAKES NO OTHER WARRANTY, 
EXPRESSED OR IMPLIED.  THERE IS NO WARRANTY OF 
MERCHANTABILITY OR FITNESS FOR A PARTICULAR 
PURPOSE.  The warranty provided herein and the data, specifications 
and descriptions of Millipore products appearing in Millipore’s published 
catalogues and product literature may not be altered except by express 
written agreement signed by an officer of Millipore.  Representations, 
oral or written, which are inconsistent with this warranty or such 
publications are not authorized and if given, should not be relied upon. 

 

In the event of a breach of the foregoing warranty, Millipore’s sole 
obligation shall be to repair or replace, at its option, the applicable 
product or part thereof, provided the customer notifies Millipore 
promptly of any such breach.  If after exercising reasonable efforts, 
Millipore is unable to repair or replace the product or part, then Millipore 
shall refund to the Company all monies paid for such applicable Product.  
MILLIPORE SHALL NOT BE LIABLE FOR CONSEQUENTIAL, 
INCIDENTAL, SPECIAL OR ANY OTHER DAMAGES 
RESULTING FROM ECONOMIC LOSS OR PROPERTY 
DAMAGE SUSTAINED BY ANY COMPANY CUSTOMER FROM 
THE USE OF ITS PRODUCTS. 

(c) 2007: Millipore Corporation. All rights reserved. No part of these 
works may be reproduced in any form without permission in writing 
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