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Diagnosis of HCV Infection

. Anti-HCV antibodies are the first line diagnostic test for
HCV infection
(recommendation A1)

. In the case of suspected acute hepatitis C or in

immunocompromised patients, HCV RNA testing should
be part of the initial evaluation

(recommendation A1)

. If anti-HCV antibodies are detected, HCV RNA should
be determined by a sensitive molecular method
(recommendation A1)

. Anti-HCV positive, HCV RNA negative individuals
should be retested for HCV RNA 3 months later to
confirm a recovered infection
(recommendation A1)

European Association for the Study of the Liver.
EASL Clinical Practice Guidelines: Management of hepatitis C virus infection.
Journal of Hepatology 2014 60:392-420.



PCR for HCV

HCV RNA detection and guantification should be made
by a sensitive assay

(lower limit of detection of <15 1U/ml)
(recommendation A1)

The HCV genotype must be assessed prior to
treatment initiation and will determine the choice of
therapy, the dose of ribavirin and treatment duration
(recommendation A1)

European Association for the Study of the Liver.
EASL Clinical Practice Guidelines: Management of hepatitis C virus infection.
Journal of Hepatology 2014 60:392-420.



PCR for Monitoring Treatment of HCV

HCV
RNA
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European Association for the Study of the Liver.

EASL Clinical Practice Guidelines: Management of hepatitis C virus infection.

Journal of Hepatology 2014 60:392-420.
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Expectation from HCV PCR @

e Detection of 2 log reduction in HCV Viremia
— 100,000 to <1,000 IU/ml
— 1000,000 to <10,000 IU/ml

e HCV Viremia <1000 IU/ml
e HCV Viremia <15 IU/ml
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Cost of HCV PCR in Pakistan @®

Quality Cost per test Patient pays

Best 1000-2000 10,000-20,000
Good 500-1000 5000-10,000
Average <500 3000-5000

None ? Any price
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Endpoint Fluorometry @
A cheap alternate for Q-PCR
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Low-Cost DNA Thermal Cycler for Q-PCR




Endpoint PCR Reader

| ® Genetic Technology Instrumentation
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New Open Save Repoils

Capture and Analysis | Hepolls|

Click here to acquire image from
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Endpoint PCR Reader

& Genetic Technology Instrumentation
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Mew Heports

Open Save

Capture and Analysis | Reports

Mo. Green Reading ¥Yalue Result ]
.- 193 [ 0 [ Megative
2_- 411 [ 218 [ Positive
3_- 177 [ 16 [ Negative
4_- 179 [ 14 [ Megative
5_- 493 [ 300 [ Positive
E_- 475 [ 282 [ Positive
?_- 174 [ 19 [ Negative
3_- 297 [ 104 [ Positive
3_- 260 | 67 | Positive
T- 194 [ 1 [ Negative
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Save

Click here to acquire image from
Hew Open Reports Huorometer

Capture and Analysis Reports

H S 5 -
IMain Repotk |
End Point Analysis Report

Batch Name HCV-233-240
Threshold 20
Date 6612014
Sample No GreenReading Green Value GreenResult
1 193 u] Megative
2 411 218 Positive
3 177 -16 Megative
4 179 -14 Meyative
8 493 300 Positive
B 475 282 Positive
7 174 -19 Megative
8 297 104 Positive
9 260 67 Positive
10 194 1 Megative




Real time Vs Endpoint Fluorometry

Dil 1/1 1/10 1/100 1/1000 Neg

Conc | 1000,000 100,000 10,000 1000 0

IU/ml IU/ml IU/ml IU/ml IU/ml IU/ml
1 22.3 247 25.1 200 28.1 138 314 63 0 4
2 22.1 248 25.3 182 28.1 134 30.9 68 0 8
3 22.1 252 25.2 190 28.1 138 30.7 74 0 1
4 22.7 252 24.8 205 27.8 128 31 79 0 1
5 22.1 261 25 196 27.4 140 31 76 0 5
6 22.3 248 24.8 197 27.5 134 30.1 74 0 1
7 22.1 247 24.8 196 27.3 138 30.1 80 0 2
8 22.2 254 24.9 186 27.6 132 29.9 79 0 4
9 22.5 258 24.7 198 27 133 31.7 61 0 2
10 22.2 249 25 203 27.6 137 30.6 84 0 1

4.84
1.92

0.78

7.29
3.73

0.37
1.36

3.65
2.70

1.90

10.26

0.00




Endpoint fluorescence (EPF) versus Cycle threshold (Ct)
(Correlation coefficient (r): 0.998)
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Real time Vs Endpoint Fluorometry
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Real time Vs Endpoint Fluorometry
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Capture and Analysis | Reports |

No. Reading Yalue Result Mo. Green Reading Yalue Result

1 211 M Positive

2 210 | 160 Poszitive

3 159 | 109 Positive

4 Fi'] 28 Positive

5 a0 0 Hegative

I 1 4 3 & 5 & 7+ ¥ 8 10 1 Q1 KB lbll."l‘ﬂ 1;1‘01‘11".‘]‘3I‘lJIS1‘52‘?1‘1!1‘-'—'3")3‘15".‘3‘!3‘43‘55‘53‘75‘33‘1’-‘454‘14‘14‘3434‘5
Cycle number




Endpoint Fluorometry for Q-PCR

e Detection of 2 log reduction in HCV Viremia
— 100,000 to <1,000 IU/ml
— 1000,000 to <10,000 IU/ml

e HCV Viremia <1000 IU/ml
e HCV Viremia <15 IU/ml




