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Table 2. HCV VL LOD Estimates with Probit Regression and 95% Upper and Lower Confidence Intervals for
HCV Genotype 1 Specimens in Plasma and Serum per Kit Lot

LoD 95% 95% CI
Specimen Lot (lu/mL) (IU/mL)
1 33 24-42
WHO
2 40 27-52
(Plasma)
3 40 28-52
1 6.1 42-79
WHO 2 26 19-33
(Serum) - B
3 23 18-29

HCV & F14] 1 2.6 IU/mL I+ 724 47 5 >95%88 77 *+ 43
% 3. EDTAx 3]{' ® HCV A 714 14& 48 «7HCV VL& B S 14 1 RH& 'L

Table 3. HCV VL LOD for HCV Genotype 1 in EDTA Plasma and Serum

Concentration No. Positivity

Specimen (IW/mL) Replicates No. Positives Rate (%)
0.5% 49 24 49
1 72 47 65
2 72 61 85
WHO 3 72 69 96
(Plasma) 4 72 67 93
6 72 71 99
8 73 73 100
10 72 72 100
052 53 pal 40
1 73 47 64
2 73 64 88
WHO 3 72 69 96
(Serum) 4 73 71 97
6 72 71 99
8 72 70 97
10 72 72 100

a. 0.5 IWmL was added day 2 due to the high positivity rate observed at 1 IU/mL after day 1
ad ST ARIE I TU/MLELE P § B > #7120 %22 4 » 051U/ mL
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Table 4. HCV VL LOD Hit Rate Analysis for HCV Genotype 1 — € Specimens in EDTA Plasma
Lowest
Concentration
Level > 95% Hit
Genotype Rate (IU/mL) Hit Rate (%)
1a 10 100
2b 4 100
3a 6 100
4a 4 100
5a 2 96
6a 4 96
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Table 5. HCV VL TAE Analysis for Determination of LOQ

Concentration TAE®
(Logqg IU/mL) Absolute | TAEP
Specimen Bias + | 2xSQRT
(Study) DLLot | N Bias | Total SD | 2xSD (2)xSD
Expected Observed

A e DL1 72 1.40 1.3 0.09 0.15 0.38 041
Crometnix DL2 72 1.40 129 0.1 0.14 040 041

(Precision)
DL3 72 140 124 0.16 0.12 041 035
DL1 72 1.00 092 0.08 0.22 0.52 0.62

Acrometrix
DL2 72 1.00 082 0.18 0.18 054 051

(Precision)
DL3 72 1.00 075 025 0.19 063 0.54
DL1 24 1.00 091 0.09 021 051 059

'WHO, Plasma
(LoD) DL2 24 1.00 0.82 0.18 0.30 078 0.86
DL3 24 1.00 0.86 0.14 0.17 048 048
DL1 24 1.00 0.96 0.04 0.13 030 037
WHO, Serum

(LoD) DL2 24 1.00 0.88 0.12 0.23 0.58 0.66
DL3 24 1.00 0.80 020 0.18 0.57 052
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Table 6. HCV VL Precision per Lot

Expected HCV Total Precision per Lot

.':"A on Lot 1 Lot2 Lot3

logsq IU/ML sD oV sD cv sD 2%
10 023 | 558% | 018 | 442% | 020 | 481%
14 015 | 351% | 015 358% | 013 | 296%
27 009 | 207% | 009 | 206% | 009 | 202%
12 007 | 164% | 008 189% | 007 | 153%
54 012 | 283% | 009 | 199% | 007 | 162%
69 013 | 318% | 009 209% | 007 | 17.0%
82 010 | 227% | 010 237%| 008| 178%

a. “CV"is lognormal CV, as obtained using the formula:
CV{of the lognormaldist) = v 1000sc* — 1

HCV VL# Bl enf mite 2 nested ANOVAA 474 !éé/éit% FLEL S X SR IELAF TR AR o
B Lo B R og,, HCVEE - ek B (7328 (L47) -
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Table 7. Standard Deviation and ge of Vari; for Each Term and Total Precision
HCV RNA
Concentration CGontribution to Total Variance SD (CV%) Total Precision
logyp IU/ML
. Operator/ Within-
Sitelnst Lot Dpay P R Total
Lower | Upper
Expected | Actual N sD | (%) | sD =) sD | (%P | sD | %) | sD ({08 sD cl cl o
0 083 | 216 | 003 | 16% | 0.08 | 15.2% | 004 | 5.5% | 0.00 | 00% | 0.19 | B16% | 021 | 018 | 025 | 517%
14 126 [ 216 | 0.00 | 0.0% | 0.04 | 7% | 0.00 [ 0.0% | 000 | 0.0% | 0.4 | 20% [ 044 | 043 | 016 | 344%
27 266 [ 216 [ 0.00 [ 0.0% | 004 [ 17.2% [ 0.00 [00% | 002 | 32% [ 008 [795% [ 000 [ 008 | o [221%
42 418 | 215 [ 0.00 [ 0.0% | 0.05 | 309% | 001 | 2.6% | 000 | 0.0% | 007 | 665% | 008 | 007 | 012 | 206%
54 542 [ 216 | 000 | 0.0% | 006 [ 265% | 0.00 [ 0.0% | 001 | 13% [ 009 [ 722% [on [ oo | 014 [ 258%
69 686 | 216 | 000 | 0.0% | 0.07 | 34.0% | 002 [ 34% | 000 | 0o% [ 010 [ e25% 013 [ o0 | 07 [2e8%
82 811 [ 216 | 000 | 0.0% | 0.00 [ 47.9% | 000 [00% | 002 | 26% [ 000 [ 405% [ 043 [ 00 | o0is [ m05%

a. (%) s contribution of variance component to overall lognormal CV
b. “CV"is lognormal CV, as oblained using the formula:

CV(of the lognormal dist) = v 10}(100* _ 1
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Table 8. Analytical Specificity Organisms

Human Immunedeficiency virus 1

Human Immunedeficiency virus 2

Human T-cell iymphotropic virus |
Human T-cell lymphetropic virus I
Candida albicans

Cytomegalovirus
Epstein-Barr virus

Hepatitis A virus

Hepatitis B virus

Herpes simplex virus 1
Herpes simplex virus 2
Human hempes virus 6
Human hempes virus 8

Varicella Zoster virus

BK Human polyoma virus

Banzi virus

lIheus virus
West Nile virus

Zika virus

Human papilloma virus 16

Human papilloma virus 18

Staphylococcus epidermidis

Staphylococcus aureus
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Substance Tested Concentration

Albumin 9 gldL

Bilirubin 20 mg/dL

Hemoglobin 500 mg/dL

Human DNA 0.4 mg/dL

Triglycerides 3000 mg/dL
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Table 10. Drug Pools Tested

Pool Drugs

Confrol | N/IA

1 Zidovudine, Saquinavir, Ritonavir, Interferon alfa-2b, Clarithromycin

2 Abacavir sulfate, Fosamperavir Calcium, Peginterferon 2b, Ribavirin

3 Tenofovir disoproxil fumarate, Lamivudine (3TC), Indinavir sulfate, Ganciclovir,

Valganciclovir HCI, Acyclovir
Stavudine (d4T), Efavirenz, Lopinavir, Enfuvirtide (T-20), Ciprofioxacin

3 Nevirapine, Nelfinavir mesylate, Azithromycin, Valacyclovir HCI
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Figure 11. Scatterplot of Log IU/mL PPT-EDTA versus Log IU/mL EDTA
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Figure 12. Scatterplot of Log IU/imL Serum versus Log IU/mL EDTA Plasma
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