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�  contains normal mouse serum and casein, which may trigger allergic responses; avoid 
contact with skin. 
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Troubleshooting Guide 
This troubleshooting guide may be helpful in solving any problems that may arise. For more information, 
see also the Technical Information provided at: www.QuantiFERON.com. For contact information, see page 26 
and the back cover. 

ELISA troubleshooting  

Low optical density readings for standards 

Possible cause Solution 

a) Standard dilution error Ensure dilutions of the Kit Standard are prepared correctly as per the Package 
Insert. 

b) Pipetting error Ensure pipets are calibrated and used according to manufacturer’s instructions. 

c) Incubation temperature too 
low 

Incubation of ELISA should be performed at room temperature (17°C to 27°C). 

d) Incubation time too short Incubation of the plate with the conjugate, standards and samples should be for  
120 ± 5 minutes. The Enzyme Substrate Solution is incubated on the plate for 30 
minutes. 

e) Incorrect plate reader filter 
used 

Plate should be read at 450 nm with a reference filter between 620 and 650 nm. 

f) Reagents are too cold All reagents, with the exception of the Conjugate 100X Concentrate, must be 
brought to room temperature prior to commencing the assay. This takes 
approximately 1 hour. 

g) Kit/components have expired Ensure that the kit is used before the expiry date. Ensure reconstituted Standard and 
Conjugate 100X Concentrate are used within 3 months of the reconstitution date.  

Non-specific color development / high background 

Possible cause Solution 

a) Incomplete washing of the 
plate 

Wash the plate at least 6 times with 400 μl/well of wash buffer. More than 6 
washing cycles may be required depending on the washer being used. A soak time 
of at least 5 seconds between cycles should be used. 

b) Incubation temperature too 
high 

Incubation of the ELISA should be performed at room temperature (17°C to 27°C). 

c) Kit/components have expired Ensure that the kit is used before the expiry date. Ensure reconstituted Standard and 
Conjugate 100X Concentrate are used within three months of the reconstitution 
date. 

d) Enzyme Substrate Solution is 
contaminated 

Discard substrate if blue coloration exists. Ensure clean reagent reservoirs are used. 

e) Mixing of plasma in centrifuge 
tubes before harvesting 

Ensure that plasma samples are carefully harvested from above gel without 
pipetting up and down, taking care not to disturb material on the surface of the gel. 
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Technical Service 

 

 

 

www.QuantiFERON.com 

Asia-Pacific � techservice-ap@qiagen.com 

Europe � techserviceQFT-eu@qiagen.com 

Middle East/Africa � techserviceQFT-eu@qiagen.com 

USA/Canada � techservice-na@qiagen.com 

Latin America (not including Brazil or Mexico) � techservice-latam@qiagen.com 

Mexico � techservice-MX@qiagen.com 

Brazil � techsebr@qiagen.com 

 

1075110rev001QuantiFERON-CMV PI_042013_Fin3.pdf   271075110rev001QuantiFERON-CMV PI_042013_Fin3.pdf   27 5/2/2013   3:21:50 PM5/2/2013   3:21:50 PM



28 QuantiFERON-CMV Package Insert   12/2012 

1075110rev001QuantiFERON-CMV PI_042013_Fin3.pdf   281075110rev001QuantiFERON-CMV PI_042013_Fin3.pdf   28 5/2/2013   3:21:50 PM5/2/2013   3:21:50 PM



 

QuantiFERON-CMV Package Insert   12/2012 29 

1075110rev001QuantiFERON-CMV PI_042013_Fin3.pdf   291075110rev001QuantiFERON-CMV PI_042013_Fin3.pdf   29 5/2/2013   3:21:50 PM5/2/2013   3:21:50 PM



30 QuantiFERON-CMV Package Insert   12/2012 

  

Stage 1 — blood incubation 
1. Collect patient blood into blood 

collection tubes and mix by shaking 
them ten (10) times just firmly 
enough to ensure that the entire 
inner surface of the tube has been 
coated with blood, to dissolve 
antigens on tube walls. 

 

2. Incubate tubes upright at 37°C ± 
1°C for 16 to 24 hours. 

 
3. Following incubation, centrifuge 

tubes for 15 minutes at 2000 to 
3000 RCF (g) to separate the 
plasma and the red cells.  

4. After centrifugation, avoid pipetting 
up and down or mixing the plasma 
by any means prior to harvesting. At 
all times, take care not to disturb the 
material on the surface of the gel. 

 
 
 
 
 
 
 
 
 
 

 

 

Stage 2 — IFN–γ ELISA 
1. Equilibrate ELISA components, 

with the exception of the 
Conjugate 100X Concentrate, to 
room temperature for at least 60 
minutes. 

 

2. Reconstitute the Kit Standard to 
8.0 IU/ml with distilled or 
deionized water. Prepare four (4) 
standard dilutions. 

 3. Reconstitute freeze-dried 
Conjugate 100X Concentrate with 
distilled or deionized water. 

4. Prepare working strength 
conjugate in Green Diluent and 
add 50 μl to all wells.  

5. Add 50 μl of test plasma samples 
and 50 μl standards to 
appropriate wells. Mix using 
shaker.  

6. Incubate for 120 minutes at room 
temperature. 

 
7. Wash wells at least 6 times with 

400 μl/well of Wash Buffer. 

 
8. Add 100 μl Enzyme Substrate 

Solution to wells. Mix using 
shaker. 

 
9. Incubate for 30 minutes at room 

temperature. 
 

10. Add 50 μl Enzyme Stopping 
Solution to all wells. Mix using 
shaker.  

11. Read results at 450 nm with a 
620 to 650 nm reference filter. 

 
12. Analyze results. 

 
 

1075110rev001QuantiFERON-CMV PI_042013_Fin3.pdf   301075110rev001QuantiFERON-CMV PI_042013_Fin3.pdf   30 5/2/2013   3:21:50 PM5/2/2013   3:21:50 PM



 

 

Trademarks: QIAGEN®, QuantiFERON® (QIAGEN Group); Microsoft®, Excel® (Microsoft). 

Limited License Agreement for QuantiFERON-CMV ELISA Kit 

Use of this product signifies the agreement of any purchaser or user of the product to the following terms: 

1. The product may be used solely in accordance with the protocols provided with the product and this handbook and for use with components contained in the kit only. 
QIAGEN grants no license under any of its intellectual property to use or incorporate the enclosed components of this kit with any components not included within this kit 
except as described in the protocols provided with the product, this handbook, and additional protocols available at www.qiagen.com. Some of these additional protocols 
have been provided by QIAGEN users for QIAGEN users. These protocols have not been thoroughly tested or optimized by QIAGEN. QIAGEN neither guarantees them nor 
warrants that they do not infringe the rights of third-parties.  

2. Other than expressly stated licenses, QIAGEN makes no warranty that this kit and/or its use(s) do not infringe the rights of third-parties. 

3. This kit and its components are licensed for one-time use and may not be reused, refurbished, or resold. 

4. QIAGEN specifically disclaims any other licenses, expressed or implied other than those expressly stated. 

5. The purchaser and user of the kit agree not to take or permit anyone else to take any steps that could lead to or facilitate any acts prohibited above. QIAGEN may enforce 
the prohibitions of this Limited License Agreement in any Court, and shall recover all its investigative and Court costs, including attorney fees, in any action to enforce this 
Limited License Agreement or any of its intellectual property rights relating to the kit and/or its components. 

For updated license terms, see www.qiagen.com. 

 

© 2012 Cellestis, a QIAGEN Company, all rights reserved. 
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Phone: (Australia) +613- 9840-9800, (Europe) +49-2103-29-12000, (USA) 1-800-362-7737 

E-mail: QuantiFERON@qiagen.com 
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