Circulating HBV RNA correlates with intrahepatic covalently closed circular DNA
(cccDNA) levels and activity in untreated chronic hepatitis B (CHB) patients
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Table 1. Patients’ clinical characteristics Figure 2. cirB RNA and intrahepatic viral markers
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HBeAg(-) chronic infection (Cl) and 61 HBeAg(-) CH, were
analyzed for serum HBV DNA, quantitative (q)HBsAg, HBcrAg
and alanine aminotransferase (ALT) levels. Liver cccDNA and
3.5Kb RNA were assessed by gPCR and RT-gqPCR, respectively,
and cccDNA transcriptional activity was calculated as 3.5Kb

Investissements d’Avenir program (CirB-RNA project — ANR-17-
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Figure 1a. cirB RNA distribution across CHB phases... I - - transcriptional activity and of increased liver damage.
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In HBeAg(-) patients, cirB-RNA significantly correlated with serum HBV DNA,
HBcrAg, intrahepatic 3.5Kb RNA and cccDNA transcriptional activity, but not
with HBsAg and cccDNA levels. Spearman’s correlation test, a threshold=0.5.
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Figure 4. Two groups of HBeAg(-) CH patients can be

RNA/cccDNA ratio. Liver histology scores were also available.

Circulating HBV RNA was quantified by real-time PCR using
the Roche HBV RNA investigational assay (IA) for use on the
cobas® 6800/8800 Systems (Roche Diagnostics, Pleasanton,
CA, USA). The HBV RNA assay is a quantitative nucleic acid
test (LLOQ 10 cp/ml; linearity range 10 to 10°cp/ml on
armored RNA template) to enable the detection and
guantification of HBV RNA in EDTA plasma or serum of HBV-
infected patients. All tests were performed by trained
operators in accordance with the manufacturers’
specifications. Runs were considered valid if internal
controls were valid and no protocol deviations or incidents
occurred that might affect the validity of the data. If a run
was considered invalid, all samples included in that run were
retested wherever possible.

While all HBeAg(+) CH were cirB-RNA(+), 57% of HBeAg(-) CH and only 14%
of HBeAg(-) Cl patients had quantifiable cirB-RNA. cirB-RNA was higher in
HBeAg(+) vs HBeAg(-) patients. Mann-Whitney test, a threshold=0.5.
CH=chronic hepatitis;
Cl=chronic infection; Q=quantifiable; DNQ=detectable not quantifiable.

*1<0.05;

**p<0.01;***p<0.001;

*kkkn<0.0001.

Figure 1b. ...and according to liver disease markers
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cirB RNA were higher in patients with ALT>2N (5.1 vs 2 log copies/ml) and in
those with necroinflammatory activity score (3 vs 1.4 log copies/ml) or
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In HBeAg(-) CH group, a cirB-RNA cut-off >3 logl0 copies/ml identified a
population of patients with higher intrahepatic 3.5Kb RNA/cccDNA ratio and
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