 Supplemental Figure S1
[image: ]A. 
* Sequence also used in Capoferri et al., 2025 [24]
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Fig. S1: Analysis of conservation among the B and CRF02/06 subtypes of primers and probes used in previous studies. The conservation of each primer and probe position used in (A) Zapata et al. 2017 [15] and (B) Kobayashi-Ishihara et al. 2012 [17] was assessed using the 2021 HIV Compendium among 1,504 B and 133 CRF-02+CRF-06 sequences. Positions with a degree of variability lower than 80% are indicated in red.
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Fig. S2: Intra-assay variability of the two RTqPCR. 
Intra-assay variability was assessed by 10 parallel quantifications in duplicates of the same dilutions of the dsDNA corresponding to the sense or antisense amplicons. The right tables show the mean Ct values as well as the standard deviation and coefficients of variation for each number of copies.
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RT primer

C A T G T G G C A G A A A G T A G G

B 91% 90% 72% 91% 99% 100% 100% 99% 99% 88% 13% 87% 95% 98% 98% 97% 99% 99%

CRF02+06 3% 95% 99% 99% 98% 100% 99% 99% 99% 92% 2% 28% 88% 96% 97% 91% 100% 97%

qPCR primer*

T C A G T G G A C A A A T T A G A T G T T C A T C A

B 99% 84% 75% 60% 15% 99% 99% 96% 74% 62% 84% 97% 99% 95% 95% 57% 57% 99% 99% 86% 74% 82% 95% 99% 100% 97%

CRF02+06 98% 79% 13% 16% 2% 99% 100% 96% 1% 46% 80% 94% 98% 12% 95% 66% 20% 100% 100% 97% 2% 7% 56% 98% 100% 96%

qPCR probe

C C C A A T G T A T G C C C C T C C C A

B 97% 97% 100% 96% 99% 99% 99% 99% 100% 97% 99% 99% 95% 99% 99% 99% 99% 100% 91% 98%

CRF02+06 0% 1% 98% 99% 99% 99% 80% 100% 100% 100% 100% 99% 96% 98% 98% 98% 100% 100% 86% 100%
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RT primer

C T C A G G A G G G G A C C C A G A

B 89% 89% 98% 96% 99% 99% 96% 100% 99% 88% 99% 99% 89% 95% 86% 97% 98% 99%

CRF02+06 85% 86% 97% 96% 99% 100% 98% 100% 100% 89% 100% 100% 14% 8% 1% 98% 99% 81%

qPCR primer (9418r)

A G A A C T G C T G A C A T C G A G C T T G

B 86% 48% 29% 83% 81% 72% 72% 66% 79% 76% 78% 61% 26% 16% 25% 20% 21% 21% 12% 19% 20% 3%

CRF02+06 65% 4% 4% 69% 65% 68% 68% 68% 68% 71% 68% 59% 63% 1% 1% 1% 25% 14% 3% 54% 45% 38%

qPCR primer (7443r)

G A A G G G T C A A A T A A C A C T G A A G G

B 24% 34% 18% 23% 25% 21% 11% 25% 23% 57% 43% 51% 55% 42% 14% 50% 29% 32% 30% 30% 17% 19% 12%

CRF02+06 13% 44% 16% 19% 20% 8% 14% 25% 12% 32% 25% 20% 32% 22% 18% 26% 15% 15% 10% 19% 7% 5% 6%
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A. Sense PCR: Intra-assay variability
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B. Antisense PCR: Intra-assay variability
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Copies MeanCt SD CV

0 1 2 3 4

Log copy number

10000000 14,9 |0,21)1,39%
1000000| 18,61 |0,22|1,19%
100000 21,83 |0,18|0,81%
10000| 22,95 |0,16|0,68%
1000| 26,44 |0,30|1,12%
100| 29,77 |0,26| 0,88%
10| 31,84 |1,01)3,18%
1] 33,59 |0,83]2,48%
Mix only 25 0 0%
(n=8)
Copies Mean Ct cv
10000000| 10,7 0,16 | 1,49%
1000000| 14,3 0,11 | 0,78%
100000 17,7 0,16 | 0,92%
10000| 21,0 0,12 | 0,59%
1000| 25,1 0,10 | 0,40%
100] 27,9 0,23 | 0,83%
10| 31,2 0,13 | 0,41%
1] 343 0,64 | 1,86%
Mix only 25 0 0%
(n=8)





