
 

 

 
How are the specificities of new typing sera, primers and probes (whether local or 
commercial) verified, e.g., by parallel testing with known cells or DNA? 
 
How does the laboratory report HLA typings performed by serology and DNA (i.e., 
follow the W.H.O. nomenclature list)?  Are antigens and alleles reported appropriately? 
 
D5747 
(Rev. 166, Issued: 02-03-17, Effective: 03-03-17, Implementation: 03-03-17) 
 
§493.1278 Standard:  Histocompatibility 
 
(b)(5)(iv) The assignment of HLA antigens. 
 
Interpretive Guidelines §493.1278(b)(5)(iv) 
 
Criteria for antigen and/or allele assignment must take into account basic principles of 
genetic inheritance. 
 
Examples 
 

1.  No more than 2 antigens or alleles per HLA-A, B, and DR locus can be 
assigned to any patient; e.g., antigens HLA-A2, A24; B46, B61; DR8, 14; alleles 
HLA-A*02XX, 24XX; B*4002, 4601; DRB1*0803, 1401.  Public specificities 
may be observed; i.e. for HLA-B, additional specificities of Bw4 and/or Bw6 are 
reported, for Class II antigens, additional gene products of DR51, DR52 and/or 
DR53 are reported. 
 
2.  When family studies are performed, typing interpretations should be in 
accordance with genetic relationships (i.e., haplotype assignments, determination 
of homozygosity at a particular locus). 

 
Verify that the laboratory has established acceptability criteria for assignment of HLA 
antigens and/or alleles.  Examples for alleles include signal intensity, band clarity and 
migration, specificity, and procedures to resolve ambiguous alternative combinations. 
 
Determine if testing personnel follow the scoring and reporting system defined in the 
procedure manual.  Two independent interpretations are recommended for each DNA 
analysis.  Determine if the laboratory has validated computer software for the analysis of 
antigens and/or alleles.  
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§493.1278 Standard:  Histocompatibility 
 



 

 

(b)(5)(v) When antigen redefinition and retyping are required. 
 
Interpretive Guidelines §493.1278(b)(5)(v) 
 
Verify that the laboratory has policies and procedures for antigen and/or allele 
redefinition and retyping.  Records should indicate that results from redefinition and 
retyping are evaluated and that patient typings are updated accordingly.  Discrepancies 
identified as the result of this activity should be documented and resolved.  Use D5775. 
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§493.1278 Standard:  Histocompatibility 
 
(b)(6) Check each HLA typing by testing, at a minimum the following: 
 

(b)(6)(i) A positive control material. 
 
(b)(6)(ii) A negative control material in which, if applicable to the technique 
performed, cell viability at the end of incubation is sufficient to permit 
accurate interpretation of results.  In assays in which cell viability is not 
required, the negative control result must be sufficiently different from the 
positive control result to permit accurate interpretation of results. 
 
(b)(6)(iii) Positive control materials for specific cell types when applicable 
(that is, T cells, B cells, and monocytes). 

 
Interpretive Guidelines §493.1278(b)(6) 
 
Each HLA-A, B, C or supplemental Class I typing tray must include at least one positive 
control serum, previously shown to react with all lymphocytes, and one negative control 
serum which has been demonstrated to be non-cytotoxic.  HLA-DR and DQ typing trays 
must include a positive control serum, previously shown to react with only B cells, and 
one negative control serum which has been demonstrated to be non-cytotoxic. 
 
Cell controls must be tested with each batch/lot/shipment of typing trays.  Typing results 
are invalid if controls fail to react as expected.  The negative control should either be one 
previously shown to lack antibody or should be from a healthy male with no history of 
blood transfusion.  Cell viability in the negative control well at the end of the incubation 
must be sufficient to permit accurate interpretation of results.  For most techniques, 
viability should exceed 80%.  However, when less than optimal specimens, such as 
cadaver and mailed specimens, this threshold may not be met. 
 
For DNA typing, negative control wells or wells with no DNA should not give a positive 
result (the presence of a band), however, internal controls should give a positive result.  
DNA reference material must be tested with each lot of typing reagents.  Primers and/or 


