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• Reagent Preparation & Stability 

 All reagents are ready for use and stable up to the expiry date given on label when 

stored at 2–80C. Do not use the reagents after the expiration date.  

Do not freeze or expose to elevated temperatures.  

Prolonged storage outside the recommended temperature range may result 

in accelerated loss of reagent reactivity.  

This product should be clear. Turbidity may indicate microbial contamination. 

Do not use the reagents if a precipitate is present. 

• Material required but not provided 

• Pipettes 

• Isotonic saline 

• Glass tubes 10 x 75mm or 12 x 75mm  

• Serological centrifuge  

• Interval timer  

• Markers 

 

Fresh samples of clotted or EDTA anticoagulated whole blood can be used 

for the indirect antiglobulin test. EDTA or citrate anticoagulated whole blood 

samples must be used for the direct antiglobulin test, weak D test or 

crossmatch. Samples collected following standard blood sampling guidelines 

are acceptable. The specimen should be tested as soon as possible after 

collection. If testing is delayed, EDTA and clotted specimens should be stored 

at 2 to 8°C, citrated specimens (donor segments) at 1 to 6°C. Serum or plasma 

may be separated from the red blood cells and frozen. Stored samples should 

be allowed to reach room temperature prior to testing. Use of samples older 

than ten days should be avoided unless there is no other alternative since 

antibody reactivity has been shown to decrease in older samples. Blood 

specimens exhibiting gross hemolysis or contamination should not be used.  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Test Procedure 
1. Indirect Antiglobulin Test (IAT) 

If an enhancement medium (albumin, LISS) is used, please refer to the 

respective instructions for use. 

1. Prepare a 3 to 5 % suspension of red blood cells in isotonic saline. 

2. Place 1 drop (approx. 40 to 50 µL) of red blood cell suspension in an 

appropriately marked tube and add two drops of serum to be tested (or 

as directed for test reagent). 

3. Incubate at 36 to 38°C for 30 to 60 minutes or as appropriate to the 

enhancement reagent used. 

4. Wash the red blood cells 3 times with isotonic saline. Decant supernatant 

saline completely. 

5. Add 2 drops of Anti-Human Globulin Anti-IgG to the packed red blood 

cells and mix. 

6. Centrifuge for:  

a. 20 seconds at 800 to 1000 x g or 

b. at a time and speed appropriate for the centrifuge calibration. 

 

5. Gently dislodge the red blood cell button and observe for macroscopic 

agglutination. Negative reactions may be examined with an agglutination 

viewer, however, microscopic examination is not recommended. 

6. Record results. 

7. To control all negative antiglobulin tests, add red blood cells sensitized 

with IgG antibody. 

2. Direct Antiglobulin Test (DAT) 
1. Prepare a 3 to 5 % suspension of the red blood cells in isotonic saline. 

2. Wash one drop (approx. 40 to 50 µL) of this red blood cell suspension 3 

times, with isotonic saline. Completely decant the supernatant. 

3. Add 2 drops of Anti-Human Globulin Anti-IgG to the packed red blood cells 

and mix. 

4. Centrifuge for:  

c. 20 seconds at 800 to 1000 x g or 

d. at a time and speed appropriate for the centrifuge calibration. 

5. Gently dislodge the red blood cell button and observe for macroscopic 

agglutination. Negative reactions may be examined with an agglutination 

viewer, however, microscopic examination is not recommended. 

6. Record results. 

7. To control all negative antiglobulin tests, add red blood cells sensitized with 

IgG antibody. 

 

 

 

 

Anti-Human 
Globulin 

Rabbit anti-human IgG. Murine Monoclonal anti-human 
C3d. Stabilized buffer. Sodium azide  

REAGENTS 

SPECIMEN 

PROCEDURE 

Anti-human globulin 

(Polyspecific) 

INTENDED USE 

PERFORMANCE CHARACTERISTICS 

 

METHOD 
 Anti-Human Globulin reagents are intended for the the direct 

and indirect antiglobulin test. This reagent is intended for 

professional use only. 

The test method is based on the principle of 

hemagglutination. 

Anti-Human Globulin (AHG) is prepared from serum of rabbits immunized with purified human IgG to provide the Anti-IgG. Non-specific activity in the rabbit serum 

is absorbed and removed. The anti-IgG is then blended with anti-C3d (BRIC 8) which is an IgM antibody derived from spleen cells of an immunized mouse. The 

blend is maintained in a bovine albumin based buffered solution producing the clear version. Green AHG is made by adding erioglaucine and naphthol yellow S to 

the blend.  

 ASSAY PRINCIPLE 

 The test procedure is based on the agglutination principle, where human immunoglobulins and/or complement attached to the red cell surface agglutinates in the 

presence of the polyspecific AHG indicating a positive result. The test is considered negative when no agglutination appears indicating the presence of only 

unsensitized cells. In order to get rid of unbounded globulins, the red cells are washed thoroughly with buffer salines during the test. The test is mainly intended for 

use in tube antiglobulin tests. There are two methods of testing. The direct method, which is used to demonstrate in-vivo sensitization of cells from patients or donors. 

The indirect method is used to demonstrate in-vitro sensitization of cells, tests include antibody detection and identification, compatibility testing, the Du test and 

other antigen detection tests. The indirect method is characterized by the incubation phase before the addition of antiglobulin. Red cells shown to be positive with 

the direct method should not be used in the indirect method. Both methods are outlined below. 
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Anti-Human Globulin polyspecific human IgG/C3d reagent has been tested by 

each of the recommended techniques with donor, clinical and neonatal 

specimens collected in either EDTA or citrate anticoagulants. The total 

number of tests (n) and the sensitivity and specificity was calculated for each 

technique and is displayed below: 

Each lot of Vitro Scient Anti-Human Globulin, Anti-IgG (Murine Monoclonal), 

Green or Uncolored, contains an appropriate level of anti-IgG to meet ICSH 

potency requirements. Potency is determined by parallel titration with the Anti-

IgG reference preparation supplied by the Food and Drug Administration. 

Block titration against red blood cells coated with anti-D and with anti-Fya 

assures that anti-IgG potency at least equals that of the reference preparation. 

Each lot is further tested against red blood cells coated with a variety of 

representative antibodies from different blood group systems, in order to 

assure adequate reactivity in use. The absence of anti-human species 

antibodies is proved by testing against uncoated red blood cells of all ABO 

groups. The product contains no anti-IgM, anti-IgA, anti-C3 or anti-C4 

reactivity. The performance of this product is dependent on adhering to the 

recommended methods found in this insert.  

Testing is performed in accordance with ICSH recommended methods. The 

final release testing is performed according to the product specific SOPs. Each 

lot of Biotest Anti- Human Globulin reagent is tested in the Quality control by 

package insert method against IgG and complement coated red blood cells to 

insure suitable reactivity. The products meet FDA potency requirements. The 

specificity testing for the presence of contaminating antibodies is performed 

according to the product specific SOPs. For the product performance it is 

necessary to adhere to the recommended method in the instructions for use. 

 

 

  The reactivity of all reagents should be confirmed by testing with known 

positive and negative red blood cells on each day of use. To confirm the 

reactivity or specificity of Vitro Scient Anti-Human Globulin Anti-IgG, -C3d; 

Polyspecific, the reagent should be tested with IgG coated (and if possible, 

complement coated) and non-coated red blood cells respectively. The reagent 

is satisfactory for use if it reacts only with the IgG (and complement) coated 

red blood cells. Negative results in an antiglobulin test should be verified with 

IgG coated red blood cells: Add 1 drop of IgG coated red blood cells, mix and 

centrifuge for 20 seconds at 800 - 1000 x g. Positive result: The negative 

reaction in the indirect antiglobulin test is valid, reactive Anti-Human globulin 

is present. Negative result: A technical error was made and the test must be 

repeated. It is recommended that a positive and a negative control be 

performed in parallel with testing. If results are out of control, contact Vitro 

Technical Services. 

 
▪ Low frequency antigens may not always be present on reagent red 

blood cells and a double dose of antigen may be required to detect very 

weakly reacting antibodies. Therefore, negative reactions with the 

screening red blood cells do not always indicate the absence of 

unexpected antibodies.  

▪ Insufficient or inappropriate washing can lead to false negative or false 

positive reactions. Small amounts of residual patient sera/plasma can 

neutralize the Anti-Human Globulin Anti-IgG, -C3d: Polyspecific.  

▪ Some conditions that may cause false positive results are:  

o Contamination of sample or reagents  

o Autoantibodies  

o Improper storage or preparation of red blood cells  

o Antibodies to antibiotics or other reagents  

o Cold Antibodies  

▪ Positive reactions may be seen from individuals who have received Rh 

Immunoglobulin.  

▪ Do not use frozen/deglycerolized and enzyme treated red blood 

cells  

 

 Each facility should verify the optimum spin time for the specific 

centrifuge in use. Manual techniques are to be performed according to 

the manufacturer’s instructions. Each deviation from these instructions is 

the sole responsibility of the user. Used tests must be discarded as 

hazardous material. Manage waste according to national regulations. 
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REF         SIZE 

20601 10 x 10 ml 
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13485:2016 
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In vitro diagnostic medical device 
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