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Queried and Failed QC Metrics

OBIJECTIVES

To determine NGS performance in a clinical transplantation laboratory in a
formal quality assurance project.

Multiple parameters were considered a QC metric (Fig 4 top) and many
QC flags can be attributed to an inherent genetic property of the HLA
alleles (Fig 4 bottom).

Discerning the Rationale for Confirmatory Testing
Each confirmatory test was analyzed to identify the rationale for additional testing.
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solid organ or bone marrow transplant are routinely sequenced in the lab.

Low coverage

Sequencing
* DNA was extracted from blood or saliva.

* Omixon HLA Holotype Kit version 3 was used to prepare libraries of the
11 HLA genes: HLA-A, -B, -C, -DRB1, -DRB3, -DRB4, -DRB5, -DQA1-, -
DQB1, -DPA1, -DPB1

All genes had at least one
* Libraries were sequenced on the lllumina MiSeq.

confirmatory test.

Fig 4. Top: Reasons for queried/failed QC metric. Bottom: Screenshot of HLA Twin genome

* Sequencmg data were analyzed on HLA Twin to check QC metrics and viewer of intron 2 of DRB3 that is difficult to in sequence due to a homopolymer rich region .

generate genotypes. * Genes that required the most

confirmatory testing in
descending order: DRB4, DPB1,
DRB1, DQB1, A, B, DQA1, DPA1,
DRB3, DRB5, C.

CONCLUSION

* This data supports NGS as a clinical tool to produce desired genotypes
with a minimal and predictable error rate.

Data Retrieval
From the HistoTrac database, the following data were retrieved:

* List of samples sequenced by NGS with run data. * Further advancements include multiplex PCR that will reduce risk of
error, facilitate a streamlined workflow, and reduce turn around times

which will enable significant improvement in HLA genotyping.
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