
 
Dolfinin Code:              Dolfinin Q-fever IFA2 bulk 
Product Name:               Bulk antigen for diagnosing Q-fever by IFA 2 
………………………………………………………………………………………………….…….. 
 
 
Specifications:                          A white suspension of highly purified Coxiella burnetii cells in phase I in phosphate-buffered   
                                                        saline with thiomersal as a preservative. A sediment is formed after a longer period of storage.  
                                                        The sediment can easily be resuspended by shaking.  

  
 
Indication: The antigen is used for the detection of antibodies against C. burnetii in the blood serum 

samples of humans and animals by the indirect immunofluorescent assay (IFA). It is especially 
applied for the detection of elevated levels of C. burnetii phase I IgG and IgA antibodies and 
thus, useful for both confirmation and therapeutic follow-up of the chronic Q fever in humans. 

 
 
 
Fixation of the antigen 
on a slide:                                        -Clean the slides with ethanol-acetone mixture (1:1, v/v).   

- Shake the antigen well before use or homogenize with an insulin syringe. 
- Prepare 3% suspension of egg yolk sac in phosphate buffered saline (EYS-PBS). 
- Prepare 1 + 4 dilution of the antigen with EYS-PBS. 
- Place a drop of it onto each well of a slide and allow to dry at room temperature for 30 min. 
- Fix the slides in acetone for 15 min. 
 

 
 
Procedure for IgG 
testing:                                             - Bring all reagents to a room temperature before use. 

- Prepare 1/25 dilution of serum samples by adding 10 μl of serum to 240 μl of PBS and make  
  twofold dilutions (1/50-1/3200) using equal volumes of 1/25 serum and PBS. Dilute the  
  control sera in a similar way. 
- Add 20 μl of the serum dilutions to each slide well. Do the same with the positive and  
   negative controls. 
- Place the slides in a humid chamber and incubate at 37 ˚C for 30 min. 
- Remove the slides from the humid chamber and immerse them twice in PBS for 5 min. 
- Dip slides briefly in deionized water and air dry. 
- Prepare a solution 50 μl of Evans blue in 5 ml of PBS and dilute the respective IgG FITC 
  conjugate (1/200). 
 - Add 20 μl of diluted IgG FITC conjugate to each well. 
 - Place the slides in a humid chamber and incubate at 37 ˚C for 30 min. 
 - Remove the slides from the humid chamber and immerse them twice in PBS for 5 min. 
 - Dip slides briefly in deionized water and air dry. 
 -Mount cover slips over 1 drop of mounting medium. View the slides as soon as possible at  
  400 x total magnification with a fluorescent microscope. 
 

 
 
Procedure for IgM 
and IgA testing:                                  - Bring all reagents to a room temperature before use. 

- Mix 5 μl of serum sample with 5 μl of PBS and 10 μl of IgG sorbent (RF Absorbent, Dade  
  Behring, resuspended in 1.5 ml of deionized water). 
- Incubate with agitation at room temperature for 15 min. 
- Add  20 μl of RF Absorbent and incubate with agitation at room temperature for 15 min. 
- Add 85 μl of PBS to a final dilution 1/25 and centrifuge the mixture at 12000-15000 rpm  
  for  9 min. 
- Prepare 1/1 dilutions of sorbent-treated serum samples by adding 65 μl of  serum sample to  

                                                                65 μl of PBS. Make twofold dilutions to 1/200. 
                                                              - Positive and negative controls are sorbent-treated and worked-up as the serum samples. 

    - Add 20 μl of the serum dilutions to each slide well. Do the same with the positive and 
       negative controls. 
    - Place the slides in a humid chamber and incubate at 37 ˚C for IgA and IgM for 30 and 90 
      min., respectively. 



                                                          - Remove the slides from the humid chamber and immerse them twice in PBS for 5 min . 
- Dip slides briefly in deionized water and air dry. 
- Prepare a solution  50 μl of Evans blue in 5 ml of PBS and dilute the respective IgM and IgA 

                                                            FITC conjugate (1/100). 
 - Add 20 μl of diluted IgM or IgA FITC conjugate to each well. 
 - Place the slides in a humid chamber and incubate at 37 ˚C for 30 min. 
 - Remove the slides from the humid chamber and immerse them twice in PBS for 5 min. 
 - Dip slides briefly in deionized water and air dry. 
 -Mount cover slips over 1 drop of mounting medium. View the slides as soon as possible at  
   400 x total magnification with a fluorescent microscope. 
 

                                                             Standard negative and positive sera are used as controls. 
 

 
 
Test  evaluation:      Positive serum samples give a typical fluorescent image in the microscope. 
 
 
 
Storage:                               Store the antigen in a dark and dry place at temperature of 2 – 8 °C. 
 
 
 
Expiration date:                One year from the date of manufacture. 
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