Validation of BK virus R-gene™ assay on iQ5
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BKV may cause nephropathy in renal transplant recipients receiving immunosuppressive therapy, resulting in renal
dysfunction and, possibly, graft loss. According to KDIGO clinical practise guideline reduction in Immunosuppressive’s
dose should be accomplished if BKV In plasma is repetitively >10 000 copies/ml. The aim of this work was to validate
the use of BK virus R-geneTM quantification assay (Argene) on iQ5 Real-Time PCR Detection System (Biorad).
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Method trueness was validated using the 2010 QCMD
JC&BK virus EQA panel, comparing observed with
expected results. 0.5 log was the maximum difference
accepted.

Between-run and within-run imprecision were determined
on repetitive detection of high and low positive samples.
Detection limit was calculated by probit analysis using
replicates of dilutions of standards. :
Linearity was calculated using dilutions of a high positive -500000
patient’s sample.

Cross reactivity was investigated using EQA samples
positive for viruses genetically or clinically related to BKV

3000000 -

Ion

2200000 A
2000000 A

1200000 -

y=1,0001x - 2870,1

1000000 + R?= 0.9999

Measured concentrat

200000+

1000000 2000000 3000000 4000000

Expected concentration

(EBV, CMV, Adenovirus, HPV, JCV). All QCMD-samples were identified and quantified
Finally, 21 positive and 9 negative Cllplcal samples were correctly. Within-run CV’s for the high and low positive
compared to an external method making no samples were 0.25% and 1.09% respectively. Between-
differentiation between BKV and JCV viruses. Results run CV'’s for the high and low positive samples were

below clinical cut-off (10000 copies/ml) for one method 2 759, and 3.85% respectively. Limit of detection was
had to be below cut-off using the other method and vice 136 copies/ml, compared to a detection limit of 65

versa. In case of discrepancies, a third method (in-house copies/ml stated in the kit manual. The linearity
PCR for BKV) was performed in Université Catholique de experiment resulted in a perfectly linear curve
Louvain and JCV was detected by JC virus R-gene™ (R?=0.9999). No cross reactivity was observed.

(Argene). Method comparison gave equal results for negative
samples. For the positive samples, 8/21 (38%) gave
discrepant results in relation to clinical cut-off. All but one
of the discrepant results were confirmed by third method
as concordant with BK virus R-gene™ results. The
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The BK Virus R- gene™ assay shows performant characteristics if performed on the iQ5 Real-Time PCR Detection
System. One should consider the specificity of the BKV assay, especially regarding simultaneous detection of JCV.



