
 

        Anti-Fyb Test  
 

For in -vitro diagnostic use only 
 

                Store at 2° to 8°C  
 

Introduction:  
The Fy

a
 and Fy

b
 antigens were reported in 1950 and 1951 

respectively. Anti-Fyb has been implicated in immediate and 
delayed Haemolytic Transfusion Reactions and Haemolytic 
Disease of the Newborn. 
 
Anti-Fy

a
 Anti-Fy

b
 Phenotype Caucasians % Afro-Americans 

% + 0 Fy(a+b-) 17 9 

0 + Fy(a-b+) 34 22 

+ + Fy(a+b+) 49 1 

0 0 Fy(a-b-) Very Rare 68 

 
Atlas Anti-Fyb blood grouping reagent is prepared from 
human serum diluted in a sodium chloride solution 
containing macromolecular potentiators and bovine albumin. 

 PRINCIPLE 
The reagent will cause indirect agglutination (clumping) of 
test red cells, that carry the corresponding Duffy b antigen, in 
the antiglobulin phase of testing. No agglutination generally 
indicates the absence of the corresponding Duffy b antigen 
(see Limitations). 
 

 MATERIALS 
 MATERIALS PROVIDED 

 Anti- Fyb Reagent. 
 

MATERIALS NEEDED BUT NOT PROVIDED 

 Atlas Anti-human globulin  

 Glass test tubes (10 x 75 mm or 12 x 75 mm). 

 Phosphate Buffered Saline (PBS): NaCl 0.9%, pH 7.0 ± 0.2 at 
22°C ± 1°C 

 Positive (ideally heterozygous) and negative control red cells. 

 Volumetric pipettes. 

 Water bath or dry heat incubator equilibrated to 37°C ± 2°C. 
 
 
 

STORAGE CONDITIONS 

 The reagent should be stored refrigerated between 2 - 8°C.  

 Never Freeze or expose to elevated temperature. 

 The reagent is stable until the expiry date stated on the 
product label. Do not use the reagents past the expiry date. 

 
REAGENT PREPRATION 

 The reagents are intended for use as a supplied, no prior 
preparation or dilution of the reagent is required 

 All reagents should be brought to room temperature before 
use. 

 
SAMPLE COLLECTION AND PREPARATION 

 Blood collected with or without anticoagulant can be used 
for Antigen typing. 

 The specimens should be tested as soon as possible after 
collection. If testing is delayed, the specimens should be 
stored at 2- 8 ºC, Sample must be retained to room 
temperature prior to analysis. (Testing should be carried out 
within five days of collections).   

 Insure that there is no sign of hemolysis. 

 Samples collected into ACD, CPD or CPDA-1 may be tested 
up to 35 days from the date of withdrawal. 

 All blood samples should be washed at least twice with PBS 
or Isotonic saline before being tested. 

 Blood collection is to be done with great care. 
 
PRECAUTIONS 

 The reagents are intended for in vitro diagnostic use only. 

 The test is for well trained professional healthy user not for 
lay user.  

 These reagents are derived from animal and human sources, 
thus, appropriate care must be taken in the use and disposal 
of these reagents, as there are no known test methods that 
can guarantee absence of infectious agents. 

 Do not use reagents if it is turbid or contain particles as this 
may indicate reagent deterioration or contamination. 

 Protective clothing should be worn when handling the 
reagents.  

 The reagents contain 0.1% Sodium Azide which is toxic and 
can be absorbed through the skin. When drained, the drains 
should be thoroughly flushed with water. 

 The reagents should be used as supplied and in accordance 
to the procedure mentioned below. Don’t use beyond 
expiration date. 

 Avoid cross contamination of reagents or specimens. 

 Visible signs of microbial growth in any reagent may indicate 
degradation and the use of such reagent should be 
discontinued.   

 Don’t use these reagents if the label is not available or 
damaged. 

 Don’t use the kit if damaged or the glass vials are broken or 
leaking and discard the contents immediately. 

 Test materials and samples should be discarded properly in a 
biohazard container. 

 Wash hands and the test table top with water and soap once 
the testing is done.  

 Heamolysed blood sample should not be used for testing. 

 The test should be performed at room temperature in a well 
let area with very good visibility. 

 Failure to follow the procedure in this package insert may 
give false results or safety hazard. 

 Close the vial tightly after each test. 

 The reagent is considered toxic, so don’t drink or eat beside 
it. 

 If spillage of reagent occur clean with disinfectant 
(disinfectant used could be irritable so handle with care). 

CONTROLS AND ADVICE  
1. It is recommended a positive control (ideally heterozygous 

cells) and a negative control be tested in parallel with each 
batch of tests. Tests must be considered invalid if controls. 
do not show expected results. 

2. The antiglobulin techniques can only be considered valid 
if all negative tests react positively with IgG sensitized red 
cells. 

3. This reagent contains macromolecular potentiators which 
may cause false positive reactions with IgG sensitized cells. 
It is therefore recommended that the patient

'
s cells are 

tested with the patient
'
s plasma to test for false positive 

reactions. 
4. Most proteolytlic enzymes destroy Fy

a
 and Fy

b
 reactivity. 

5. In the Tube Technique one volume is approximately 50 µl 
when using the vial dropper provided. 

6. The use of the reagents and the interpretation of results 
must be carried out by properly trained and qualified 
personnel in accordance with the requirements of the 
country where the reagents are in use. 

7. User must determine suitability of the reagents for use in 
other techniques. 

 PROCEDURES 

Indirect  Antiglobulin Technique (IAT) 



1. Prepare a 2-3% suspension of washed test red cells in PBS. 
2. Place in a labeled test tube: 1 volume of Atlas reagent and 

1 volume of test red cell suspension. 
3. Mix thoroughly and incubate at 37°C for 15 minutes. 
4. Wash test red cells 1 time with PBS, taking care to decant 

saline after the wash. 
5. Add 2 volumes of anti-human globulin or anti-IgG to each 

dry cell button. 
6. Mix thoroughly and centrifuge all tubes for 20 seconds at 

1000 rcf or for a suitable alternative time and force. 
7. Gently resuspend red cell button and read macroscopically 

for agglutination. 
8. Confirm validity of all negative reactions with IgG sensitized 

red cells. 

READING THE RESULT 
POSITIVE: If Agglutination appears. 
NEGATIVE: If no agglutination is observed. 
 

 STABILITY OF THE REACTIONS  

1. Washing steps should be completed without interruption 
and tests centrifuged and read immediately after addition 
of the reagent. Delays may result in dissociation of 
antigen-antibody complexes, causing false negative or 
weak positive results. 

2. Caution should be exercised in the interpretation of results 
of tests performed at temperatures other than those 
recommended. 

 
LIMITATIONS 

1. Red cells that have a positive DAT due to a coating of 
IgG cannot be typed by the Indirect Antiglobulin 
Technique. 

2. Suppressed or diminished expression of certain blood 
group antigens may conversely give rise to false 
negative results and so caution should always be 
exercised when assigning genotypes on the basis of test 
results. 

3. False positive or false negative results may also occur 
due to: 

 Contamination of test materials 

 Improper storage, cell concentration, incubation time 
or temperature 

 Improper or excessive centrifugation 

 Deviation from the recommended techniques. 
 
 

SPECIFIC PERFORMANCE CHARACTERISTICS 
1. The reagents have been characterized by the procedures 

mentioned in the Recommended Techniques. 
2. Prior to release, each lot of Atlas Anti-Fy

b
 reagent is 

tested by the Recommended Technique against a panel 
of antigen-positive red cells to ensure suitable reactivity. 

3. Specificity of source monoclonal antibodies is 
demonstrated using a panel of antigen-negative cells. 

4. The Quality Control of the reagents was performed 
using red cells that had been washed twice with PBS or 
isotonic saline prior to use. 
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