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FIG2 Correlation between CAP/CTM-RNA and core Aglevels as quantified by five commercial kits. Data for core Aglevels were converted to log fmol/liter prior
to analysis. In each plot, the lower limit of detection of the respective core Ag assay is indicated by a dotted line. Data for samples below the lower detection limit
of each assay are indicated by shaded circles labeled with the respective sample designations.

specifically an Arg-to-Gly substitution at aa 47. We suspected that
these polymorphisms altered the antigenicity of the core protein,
thereby reducing detected core Ag levels and leading to underes-
timation of values by the core Ag quantification kits. To assess the
correlation of these polymorphisms with the underestimation of
core Ag values, strains containing polymorphisms in this region
(at aa 47 to 49 [Fig. 4]) were identified in Bland-Altman plots of
HCV RNA and core Ag (Fig. 3; also, see Fig. S2 in the supplemental
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material). A total of 12 strains exhibited polymorphisms at these
positions, including 2 strains of genotype 1b, 8 of genotype 2a, and
2 of genotype 2b (Table 1). In the Bland-Altman plot of CAP/
CTM-RNA and Architect-Ag, 4 of 12 values (for samples C-01,
C-16, C-73, and C-74) were located under the line of the lower
95% limit of agreement (Fig. 3A). Likewise, in the plot of CAP/
CTM-RNA and Lumipulse-Ag, 3 of 12 values (those for samples
C-01, C-67, and C-73) were located under the line of the lower
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FIG 3 Bland-Altman plot analysis of CAP/CTM-RNA and core Ag levels as quantified by five commercial kits. These plots show the difference between the values
of HCV RNA and core Ag as a function of the average of these two values. Data for core Ag levels were converted to log fmol/liter prior to analysis. The bias and
95% limits of agreements are indicated by solid and dashed lines, respectively. Data for samples with polymorphisms at amino acid residues 47 to 49 are indicated
by solid circles. Data points outside the 95% limits are indicated by arrows labeled with the sample designations.

95% limit of agreement (Fig. 3B). In these plots, underestimation
for samples that lacked these polymorphisms (at aa 47 to 49) was
not detected. In the plot of CAP/CTM-RNA and Lumispot-Ag,
only 1 sample (C-01) was located under the line of the lower 95%
limit of agreement, but this sample exhibited the most discordant

TABLE 1 Number of reference panel strains with polymorphisms at
amino acid residues 47 to 49 of the HCV core region

No. (%) of strains

Genotype Total With polymorphisms
la 1 0

1b 35 2(5.7)

2a 26 8(30.8)

2b 18 2(11.8)

Total 80 12 (15.0)

1946 jcm.asm.org

value (Fig. 3C). In the plot of CAP/CTM-RNA and ELISA-Ag, no
correlation between polymorphisms at these positions and under-
estimation was observed (Fig. 3D). In the plot of CAP/CTM-RNA
and IRMA-Ag, sample C-73 was located under the line of the
lower 95% limit of agreement, as were other samples that lacked
polymorphisms at aa 47 to 49 (Fig. 3E). Similar trends were ob-
served in comparison with ART-RNA levels (see Fig. S2 in the
supplemental material). Based on these results, the levels of HCV
core Ag measured with Architect-Ag and Lumipulse-Ag seem to
be more strongly affected by single polymorphisms at these posi-
tions. In the case of Lumispot-Ag, underestimation may be lim-
ited to specimens with multiple polymorphisms at these positions.

DISCUSSION

The quantification of HCV viral load is essential for selecting an
appropriate antiviral strategy and for monitoring the efficacy of
treatment. Since HCV is known to be highly variable and rapidly
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FIG 4 Alignment of the first 60 amino acids of the HCV core region of strains with polymorphisms at amino acid residues 47 to 49. The position numbers are
given at the top. Dots indicate identical amino acids. The consensus sequence of 1b strains (1b cons.) isolated in this study was determined and used as a reference
sequence. Genotypes of strains are given in parentheses. Positions of polymorphisms are indicated by inverted triangles above the sequence alignment.

evolving (23, 26), the assays for quantifying this virus should be
unaffected by sequence polymorphisms. In this study, we estab-
lished a reference panel with HCV-positive samples and evaluated
the correlation among multiple assays for HCV RNA and core Ag
quantification.

Using this reference panel, we found that the results from two
HCV RNA assay kits, CAP/CTM-RNA and ART-RNA, correlated
with excellent agreement (r = 0.978, P < 0.0001 [Fig. 1]), al-
though discrepancies for values generated by these two assays have
been reported for strains of genotypes 1, 2, and 4 (5, 6, 34). In
Japan, the prevalent genotypes are 1b, 2a, and 2b (11); no geno-
type 4 sample was included in our reference panel (Table 1). In
quantification with CAP/CTM-RNA, underestimation of HCV
RNA titer has been reported for French genotype 2 samples (5). In
our panel, no underestimation was observed for data from geno-
type 2 samples compared to values obtained using ART-RNA.
Therefore, underestimation in quantification with CAP/CTM-
RNA is expected to be rare in Japanese samples, and the two assays
for HCV RNA quantification should be considered accurate and
reliable, at least for Japanese samples. Additionally, the prepared
reference panel appears to be suitable for the evaluation of HCV
quantification assays, because genotypes of samples in this panel
are representative of those found in Japan and viral loads are dis-
tributed evenly across the range of expected titers.

The quantification of HCV core Ag is an alternative test for
HCV infection and viral load. However, in this study, several core
Ag quantitative assays failed to provide accurate results for all of
the samples in the reference panel (Fig. 2). Some quantified values
were below the kits’ detection limits. This shortcoming was
mainly attributable to the lower sensitivity of the core Ag assay
kits; increased sensitivity is urged in the future development of
HCV core Ag kits. Among the kits tested here, Architect-Ag assay
exhibited the highest sensitivity and was sufficient for quantifying
the viral load in all samples. However, even in the case of Archi-
tect-Ag, theoretical lower limits of detection, calculated by corre-
lation formula using CAP/CTM-RNA and ART-RNA, were 3.2
and 3.4 log IU/ml, respectively; these detection limits still ex-
ceeded the lower limits of the HCV RNA quantification assays.
Therefore, the sensitivity of the available HCV core Ag assays is
still insufficient to detect low-titer HCV infections. Core Ag kits
therefore may be unsuitable for the detection of breakthrough
hepatitis during antiviral therapy or for the detection of HCV
infection in a window period.
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Comparison between HCV RNA and core Ag assays revealed
good correlations, with r coefficients ranging from 0.8877 to
0.9666 and P values being less than 0.0001 (Fig. 2; also, see Fig. S1
in the supplemental material). Therefore, the HCV core Ag levels
may serve as an alternative to HCV RNA levels when titers remain
within the detection ranges of the core Ag kits. However, several
discordances were detected when core Ag levels were compared
with those of HCV RNA. For one sample in our panel (sample
C-01), core Ag levels were lower than expected when quantified
using any of the three core Ag kits (Architect-Ag, Lumipulse-Ag,
and Lumispot-Ag) (Fig. 3; also, see Fig. S2 in the supplemental
material). Another sample (C-73) also yielded lower-than-ex-
pected levels when assayed with Architect-Ag and Lumipulse-Ag
kits. Sequence analysis of the core region revealed that polymor-
phisms at aa 47 and 48 correlated with these underestimates by
core Ag kits (see Fig. S4 in the supplemental material). These re-
sults are consistent with our previous study, which suggested that
core Ag levels of HCV strain JFH-1 were underestimated by the
Lumipulse-Ag kit in comparison to the ELISA-Ag assay (28).
Strain JFH-1 harbors an Ala-to-Thr substitution at aa 48; conver-
sion of Thr to Ala at this position in JFH-1 was sufficient to over-
come this underestimation. This region of the core Ag presumably
corresponds to one of the epitopes recognized by the monoclonal
antibodies used in the Lumipulse-Ag kit, such that polymor-
phisms at this position affected the antigenicity of the core pro-
tein. In this study, we found that the presence of other polymor-
phisms in this region (aa 47 to 49) correlated with reduced core Ag
levels as detected by Lumipulse-Ag, as well as by other assays (Ar-
chitect-Ag and Lumispot-Ag). Sample C-01 demonstrated a dras-
tic deviation from expected core Ag levels in these assays (Fig. 3;
also, see Fig. S2 in the supplemental material). The HCV strain in
this sample contains two polymorphisms (Arg to Gly at aa 47 and
Ala to Thr at aa 48); the multiple polymorphisms may impair
antibody binding more severely and therefore result in underesti-
mation of core Ag levels. Interestingly, this sample exhibited rea-
sonable core Ag levels when assayed using ELISA-Ag. Thus, the
underestimation of core protein levels in this sample was kit de-
pendent, suggesting the targeting of distinct epitopes by the anti-
bodies used in each of these kits. This hypothesis could not be
confirmed, because the identity of the epitopes targeted by each kit
is proprietary.

Of 12 samples with amino acid polymorphisms in this region,
2 (5.7%) were of genotype 1b, 8 (30.8%) were of genotype 2a, and
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TABLE 2 Number of strains in the sequence database” with
polymorphisms at amino acid residues 47 to 49 of the HCV core region

No. (%) of strains

With polymorphism

At aa 47 At aa 48 At aa 49
Genotype Tested (R/C, G) (A/T, P) (T/A, P, L) Total
1b 543 2 (0.36) 4(0.74) 16 (2.96) 22 (4.1)
2a 24 0 6 (25.0) 1(4.2) 7 (29.2)
2b 39 0 0 2 (6.9) 2(6.9)

“ http://s2as02.genes.nig.ac.jp/.

2 (11.8%) were of genotype 2b (Table 1). Searches of the Hepatitis
Virus Database (http://s2as02.genes.nig.ac.jp/) revealed that cor-
responding amino acid polymorphisms were observed in 22 of
543 strains (4.1%) of genotype 1b, 7 of 24 strains (29.2%) of ge-
notype 2a, and 2 of 39 strains (6.9%) of genotype 2b (Table 2).
These percentages were consistent with our observations in the
proposed reference panel. These data (our results and those from
the database) clearly indicate that genotype 2a strains are the most
frequent source of underestimation of core Aglevels. Notably, our
search of the sequence database did not yield any HCV strain with
multiple polymorphisms in the region from aa 47 to 49, as we saw
in our sample C-01. Therefore, strains with such multiple poly-
morphisms are rare so far, but detection of this isolate among
donated blood specimens suggests that such HCV strains could be
emerging in clinical samples. For patients harboring such strains,
HCV viral load may be underestimated if measurement of HCV
viral load is performed by core Ag assay. Such underestimates may
result in erroneous selection of therapy, adversely affecting patient
outcome. Thus, this shortcoming in HCV core Ag assay kits needs
to be addressed.

There is a growing need for evaluation of clinical assay kits with
domestic specimen reference panels, since the performance of
these kits may be affected by the genotypes or polymorphisms of
predominant strains in different geographic regions. To our
knowledge, such an investigation of HCV clinical assay kits with
domestic specimens has not previously been conducted in Japan.
The Japanese HCV reference panel described here was generated
with plasma samples collected from Japanese volunteers. Each
sample was divided into small aliquots, and the panel was pre-
pared in multiple sets. The samples in our HCV reference panel
represent the predominant strains and genotypes seen in Japan.
We expect that this reference panel will be of use for the develop-
ment, evaluation, and optimization of HCV assay kits for the Jap-
anese clinical market.

In conclusion, we have established a Japanese reference panel
for evaluation of HCV quantification assays. Using this reference
panel, we found that two assay kits for HCV RNA could quantify
HCYV titers concordantly. We also found that the data generated
by HCV core Ag assay kits correlated with the results of HCV RNA
assays. However, the nominal core Ag levels measured by several
kits underestimated actual levels for HCV samples with polymor-
phisms at aa 47 to 49 of the core Ag. The panel established in this
study is expected to be useful for estimating the accuracy of cur-
rently available and upcoming HCV assay kits; such quality con-
trol is essential for clinical usage of these kits.
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SUPPLEMENTALY MATERIALS

SUPPLEMENTARY FIGURE LEGEND

Supplementary Figure 1.

Correlation between ART-RNA and core Ag levels as quantified by five

commercial kits. Data for core Ag levels were converted to log fmol/L prior to

analysis. In each plot, the lower limit of detection of the respective core Ag assay

is indicated by a dotted line, and the respective correlation coefficient and

formula are provided at the top of each plot. Data for samples below the lower

detection limit of each assay are indicated by shaded (gray) circles, and sample

designations are indicated by arrows.

Supplementary Figure 2.

Bland-Altman plot analysis of ART-RNA and core Ag levels as

quantified by five commercial kits. These plots show the difference between the
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values of HCV RNA and core Ag as a function of the average of these two

values. Data for core Ag levels were converted to log fmol/L prior to analysis.

The bias and 95% limits of agreements are indicated by bold and dashed lines,

respectively. Data for samples with polymorphisms at amino acid residues 47 —

49 are indicated by closed (black) circles. Sample designations for samples

outside the 95% limits are indicated by arrows.

Supplementary Figure 3.

The phylogenetic tree constructed with sequences determined in this

study. This phylogenetic tree contains 80 strains in the reference panel,

reference strains submitted from Japan (24 strains of genotype 1b, 19 strains of

genotype 2a, and 25 strains of genotype 2b), and 7 representative strains of

each genotype (H77; genotype 1a, Con1, BK, and Taiwan; genotype 1b,

BEBE1; genotype 2c, K3a; genotype 3a, and ED43:; genotype 4a). The genetic

distances were calculated by 6-parameter method, and a phylogenetic tree was

constructed by neighbor-joining method by use of software in Hepatitis Virus

63



Murayama et al. Page 3

Database (http://s2as02.genes.nig.ac.ip/). The length of horizontal bars

indicates the numbers of nucleotide substitutions per site.

Supplementary Figure 4.

Alignment of deduced amino acids in the HCV core region. The position

number of the amino acids is indicated at both ends of each sequence. Dots

indicate identical amino acids. The consensus sequence of 1b strains (1b cons.)

isolated in this study was determined and used as a reference sequence.

Genotypes of strains in alignment are indicated in parentheses. Strains with

discordance in multiple core Ag assays as compared with both RNA quantitative

assays are indicated in bold lettering (C-01 and C-73).

64



Architect-Ag
{log fmolfL)

(log fmollL)

Lumispot-Ag

IRMA-Ag
(log fmollL)

y=1089x-3.051 5 - y=0.9524x-2.333
r=0.9346, p <0.0001 r= 08877, p <0.0001
4 4 ]
j=3
2
. g % 3
1 Ee 2~
-t
4 4
T T T T 1 4] T T T T 1
3 4 5 8 7 8 3 4 5 6 7 8
ART-RNA ART-RNA
(log IU/mL) (log IU/mL)
y=1.015x - 2.651 D 5 y = 0.8549x - 1.659
T r=0.9523,p <0.0001
O
. 4
- 22 s
- TE 2 A
- 1
T T T T ] 0 T T T T d
3 4 5 6 7 8 3 4 5 6 7 8
ART-RNA
ART-RNA
(log IU/mL) (log IU/mL)

y=0.9585x-2.322
r=0.9552, p <0.0001

ART-RNA
(log IU/mL)

Supplementary Figure 1

65



>

Difference between
ART-RNA and Architect-Ag

(@]

m

Difference between
ART-RNA and IRMA-Ag

Difference between
ART-RNA and Lumispot-Ag

o

j=21
1.5 - 3
ca
-2.0 23
£e
-2.5 8 §
-3.0 4 Q
55 o %%
-3.5 4 g5 357 c74” c-7s;8 X
i & C-73
-4.0 ar -4.0 4 c-67
= C-01—+>o
-4.5 T T 1 D<$ -4.5 T T
0 2 4 6 0 2 4
Average of Average of

ART-RNA and Architect-Ag ART-RNA and Lumipulse-Ag

(W)

215 -
5
8§ 2.0
Eg 25
g5 -3.0 1
82 35
£
4.0 4 C-01—>o i -4.0 4
-4.5 r T . < s T r
0 2 4 6 0 2 4
Average of Average of
ART-RNA and Lumispot-Ag ART-RNA and ELISA-Ag
-1.5
-2.0
-2.5
-3.0
-3.5
4.0 4
-4.5 T T d

Average of
ART-RNA and IRMA-Ag

Supplementary Figure 2

66



Genotype 2b

Genotype 2¢

DIOOG44_H- 36

oY LR 4G

 evaaras
C~61

o 7O IOCF

639, IFH-1

Genotype 2a

Genotype 1b
i
Genotype 1a ﬂ
Genotype 4a T T
Genotype 3a

Supplementary Figure 3

67



lb-cons. 1 MSTNPRPQRKTKRNTNRRPODVKFPGGGQIVGGVYLLPRRGPRLGVRATRKTSERSQPRGRRQPIPRKARRPEGRTWAQPGYPWPLYGNEGLGWAGWLLSP 100
c-68(1a)- 100
Cc-06(1b). 100
c-13(1b). 100
c-14(1b). 100
C-15(1b). 100
c-16(1b). 100
c-17(1b). 100
c-19(1b). 100
C-20(1b). 100
c-22(1b). 100
c-29(1b). 100
c-30(1b). 100
¢-31(1b). 100
c-32(1b). 100
€-33(1b). 100
c-37(1b). 100
c-38(1b). 100
Cc-39(1b). 100
Cc-41(1b). 100
C-42(1b). 100
C-43(1b). 100
c-46(1b). 100
c-50(1b). 100
c-51(1b). 100
C-52(1b). 100
c-53(1b). 100
c-55(1b). 100
c-61(1b). 100
c-63(1b). 100
c-69(1b). 100
C-70(1b). 100
c-72(1b). 100
Cc-75(1b). 100
c-77(1b). 100
c-78(1b). 100
c-79(1b). 100
c-80(1b). 100
c-01(2a). 100
c-03(2a). 100
c-04(2a)- 100
c-05(2a).- 100
c-07(2a). 100
c-09(2a). 100
c-11(2a). 100
c-12(2a). 100
c-21(2a). 100
c-23(2a). 100
c-24(2a). 100
c-27(2a). 100
c-28(2a). 100
c-35(2a). 100
c-36(2a). 100
c-45(2a). 100
c-48(2a). 100
c-49(2a). 100
c-54(2a). 100
c-57(2a). 100
c-65(2a). 100
c-66(2a). 100
c-67(2a). 100
c-71(2a)- 100
c-73(2a). 100
c-76(2a). 100
©-02(2b). 100
C-08(2b). 100
Cc-10(2b). 100
c-18(2b). 100
C-25(2b). 100
C-26(2b). 100
C-34(2b). 100
C-40(2b). ..ST. teteeeeiCarennann. 100
c-44(2b). . . veeeD..ST..5.GKeeeoeanneas.CarsS 100
C-47(2b). 100
C-56(2b). 100
C-58(2b). 100
C-59(2b). 100
C-60(2b). 100
C-62(2b). 100
C-64(2b). 100
c-74(2b). 100

Supplementary Figure 4

68



1b-cons.

Cc-68(la).
C-06(1b).
C-13(1b).
C-14(1b).
Cc-15(1b).
C-16(1b).
C-17(1b).
C-19(1b).
C-20(1b).
C-22(1b).
C-29(1b).
C-30(1b).
Cc-31(1b).
Cc-32(1b).
Cc-33(1b).
c-37(1b).
Cc-38(1b).
c-39(1b).
C-41(1b).
Cc-42(1b).
Cc-43(1b).
C-46(1b).
Cc-50(1b).
Cc-51(1b).
Cc-52(1b).
Cc-53(1b).
C-55(1b).
Cc-61(1b).
C-63(1b).
C~69(1b).
Cc-70(1b).
C-72(1b).
c-75(1b).
C-77(1b).
c-78(1b).
Cc-79(1b).
Cc-80(1b).
c-01(2a).
c-03(2a).
c-04(2a).
Cc-05(2a).
c-07(2a).
c-09(2a).
c-11(2a).
c-12(2a).
c-21(2a).
c-23(2a).
C-24(2a).
c-27(2a)-
c-28(2a).
C-35(2a).
c-36(2a).
Cc-45(2a).
c-48(2a).
c-49(2a).
Cc-54(2a).
c-57(2a).
Cc-65(2a).
c-66(2a).
c-67(2a).
c-71(2a).
c-73(2a).
c-76(2a).
Cc-02(2b).
C-08(2b).
Cc-10(2b).
Cc-18(2b).
C-25(2b).
Cc-26(2b).
c-34(2b).
Cc-40(2b).
Cc-44(2b).
Cc-47(2b) .
Cc-56(2b) .
Cc-58(2b).
C-59(2b).
Cc-60(2b).
C-62(2b).
C-64(2b).
Cc-74(2b).

101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101
101

RGSRPSWGPTDPRRRSRNLGKVIDTLTCGFADLMGY IPLVGAPLGGAARALAHGVRVLEDGVNYATGNLPGCSFSIFLLALLSCLTIPASA 191

A S U PUPUP P IR I : SUPOPIPL PP L 1

N PUPU PP £ X §

191
191

Veeewnonn

U PP PP I £ §

- PO £ X

< P P £ §
PP £°B §

A '

ceesecens Veeewonn

.. T.V.. 191

T s PP PO ' 12 §

T e R 12 §

O - X §

B < B T I ' A

PR T R R R Ir e

P R T T L X R I e 5. X §
PP I & X §
O PP D §
e - U X §
B I O R R R I, T...V.. 191
Ve eiie e VieitnecnanotanoanassasasanasacssnossasTlec Voo 191
O ceeeesacaaas cessaaens Il VL 19
ceeesceasaceassssceess I.V.V,.. 191
ereserecsceeeHerieaVesenooeeneloceeceeeVioeeeeeVeenoooseeoonaesnsssonsosecssscnensaseleceVes 191
e . B < B T T T T LI.V.V.. 191
..... F S . P - e ¢ P PP (O P 12 §
eee.Io.VLL 191
e ILVLVL, 191
eeesI V.. 191

R I...V.. 101

ctessscrsssescsscnssssseseToa Voo 191

B S - B
HoeooVeoooano
. T - P v..

P |

HeoooVeeooeiiiiiieeeneadVaoenlVeeeennes

R I B R R R R T TR R R IS AT TIPS

P | B B T R A R R LR R RS AL I

cesecease N He oo Ve ivienneenoennseVo

teseaes 0 I : PP . S ceaveedVa.

Vet

ceeceesssasses I VoL 1091

cesasessrsnsssees TV,

eeeVeeeeeedVeeoonenannns

ee..VL

S L - B Y
eV iiiiiiii e
P TS : PP I S Veeenoa Ve eee Io..Vol 191
...... B e S R I TP (" 6 A 5 N
T B T R U S PPN (" N 12 §
e PP PRI (0 AU 12 §
S . 1 L RPN - P U S £ )

craeseans T - A

R . P - S ) R tiesessseceneaa JI...V.. 191
eveeesaneerssase . IV.V., 191
T B - IR S PP 0 P €5 §
B T - C I R A I A [ PP PRI (P " A °X §
cesesTeeeee e Henenannnns F VI...V..Veoeoon B [P (8 R °2 §
[ L S T R It I T E R R LIWVGV.. 191
F O L e ceseeVeia Vo Veieienaannenn eleveeeeceeBiiieenaees . ILV.V., 191
< e U U U 0 % S £
R Ry : TR R LN T RN (I ce..VLVLVL. 191
F L - G £ s ceseraasaaas se..T.V.VLL 191
ceeeeTeeeeee s Heir et eReneTenenieeceeesVIoeiVeVeoeeeaannonsoncasosnsessonsssonnsesaFuV. VL. 191
eesssNooNoo HReehinnns sleecaccnnacen VI..VeVieouooonnnnaan ) B ceeena.VLVLVLL 101
PSP IS | (U - S Y P e S TP MR 00 ¥ 0 AN £ |
J L L - T A B R R Y
eeeesTee N Heewuw eneVooluVLLV.

....... D < T T

B L T T T IS S

P Y R P

I S - L T D A A R R

O N < P T T T ST I S Y I ee..VLVLVLL 191
B (e L A VeeodVeVaooon e PP PP 0+ S °2 §
< s P PPIPUPU PPN 0 "0 AN £°2 §
e - e PR 00 N 81 §
P P L PP (0" 40 A )

Supplementary Figure 4
Continued

69



JVI

Journals ASM.org

Production of Infectious Chimeric Hepatitis C Virus Genotype 2b
Harboring Minimal Regions of JFH-1

Asako Murayama,® Takanobu Kato,® Daisuke Akazawa,? Nao Sugiyama,® Tomoko Date,? Takahiro Masaki,® Shingo Nakamoto,?
Yasuhito Tanaka,© Masashi Mizokami,4 Osamu Yokosuka,? Akio Nomoto,** and Takaji Wakita?

Department of Virology I, National Institute of Infectious Diseases, Shinjuku-ku, Tokyo, Japan?; Department of Medicine and Clinical Oncology, Graduate School of
Medicine, Chiba University, Chuo, Chiba, Japan®; Department of Virology and Liver Unit, Nagoya City University Graduate School of Medical Sciences, Kawasumi, Mizuho,
Nagoya, Japan<; The Research Center for Hepatitis and Immunology, National Center for Global Health and Medicine, Ichikawa, Chiba, Japand; and Department of
Microbiology, Graduate School of Medicine, University of Tokyo, Bunkyo-ku, Tokyo, Japan®

To establish a cell culture system for chimeric hepatitis C virus (HCV) genotype 2b, we prepared a chimeric construct harboring the 5
untranslated region (UTR) to the E2 region of the MA strain (genotype 2b) and the region of p7 to the 3’ UTR of the JFH-1 strain (geno-
type 2a). This chimeric RNA (MA/JFH-1.1) replicated and produced infectious virus in Huh7.5.1 cells. Replacement of the 5' UTR of
this chimera with that from JFH-1 (MA/JFH-1.2) enhanced virus production, but infectivity remained low. In a long-term follow-up
study, we identified a cell culture-adaptive mutation in the core region (R167G) and found that it enhanced virus assembly. We previ-
ously reported that the NS3 helicase (N3H) and the region of NS5B to 3’ X (N5BX) of JFH-1 enabled replication of the J6CF strain (ge-
notype 2a), which could not replicate in cells. To reduce JFH-1 content in MA/JFH-1.2, we produced a chimeric viral genome for MA
harboring the N3H and N5BX regions of JFH-1, combined with a JFH-1 5" UTR replacement and the R167G mutation (MA/
N3H+N5BX-JFH1/R167G). This chimeric RNA replicated efficiently, but virus production was low. After the introduction of four
additional cell culture-adaptive mutations, MA/N3H+N5BX-JFH1/5am produced infectious virus efficiently. Using this chimeric vi-
rus harboring minimal regions of JFH-1, we analyzed interferon sensitivity and found that this chimeric virus was more sensitive to
interferon than JFH-1 and another chimeric virus containing more regions from JFH-1 (MA/JFH-1.2/R167G). In conclusion, we estab-
lished an HCV genotype 2b cell culture system using a chimeric genome harboring minimal regions of JFH-1. This cell culture system
may be useful for characterizing genotype 2b viruses and developing antiviral strategies.

patitis C virus (HCV) is a major cause of chronic liver disease
5, 13), but the lack of a robust cell culture system to produce
virus particles has hampered the progress of HCV research (2). Al-
though the development of a subgenomic replicon system has en-
abled research into HCV RNA replication (15), infectious virus par-
ticle production has not been possible. Recently, an HCV cell culture
system was developed using a genotype 2a strain, JFH-1, cloned from
a fulminant hepatitis patient (14, 29, 32), thereby allowing investiga-
tion of the entire life cycle of this virus. However, several groups of
investigators have reported genotype- and/or strain-dependent ef-
fects of some antiviral reagents (6, 17) and neutralizing antibodies (7,
25). Therefore, efficient virus production systems using various ge-
notypes and strains are indispensable for HCV research and the de-
velopment of antiviral strategies.

The JFH-1 strain is the first HCV strain that can efficiently pro-
duce HCV particles in HuH-7 cells (29). Other strains can replicate
and produce infectious virus by HCV RNA transfection, but the effi-
ciency is far lower than that of JFH-1 (24, 31). In the case of
replication-incompetent strains, chimeric virus containing the JFH-1
nonstructural protein coding region is useful for analyses of viral
characteristics (6, 9, 14, 23, 30, 31).

In this study, we developed a genotype 2b chimeric infectious
virus production system using the MA strain (accession number
AB030907) (19) harboring minimal regions of JFH-1 and cell
culture-adaptive mutations that enhance infectious virus
production.

MATERIALS AND METHODS

Cell culture. Huh7.5.1 cells (a kind gift from Francis V. Chisari) (32) and
Huh7-25 cells (1) were cultured at 37°C in Dulbecco’s modified Eagle’s

0022-538X/12/$12.00 Journal of Virology p. 2143-2152

medium containing 10% fetal bovine serum under 5% CO, conditions.
For follow-up study, RNA-transfected cells were passaged every 2 to 5
days depending on cell status.

Full-length genomic HCV constructs. Plasmids used in the analysis
of genomic RNA replication were constructed based on pJFH1 (29) and
pMA (19). For convenience, an EcoRI recognition site was introduced
upstream of the T7 promoter region of pMA by PCR, and an Xbal recog-
nition site was introduced at the end of the 3’ untranslated region (UTR).
To construct MA/JFH-1, the EcoRI-BsaBI (nucleotides [nt] 1 to 2570; 5’
UTR to E2) fragment of pMA was substituted into pJFH1 (Fig. 1A). Re-
placement of the 5" UTR was performed by exchanging the EcoRI-Agel
(nt 1 to 159) fragment. A point mutation in the core region (R167G) was
introduced into MA chimeric constructs by PCR using the following
primers: sense, 5'-TTA TGC AAC GGG GAA TTT ACC CGG TTG CTC
T-3'; antisense, 5'-GGT AAA TTC CCC GTT GCA TAATTT ATC CCG
TC-3'. G167R substitution in the JFH-1 construct was performed by PCR
using the following primers: sense, 5'-ATT ATG CAA CAA GGA ACC
TAC CCG GTT TCC C-3'; antisense, 5'-GGT AGG TTC CTT GTT GCA
TAA TTA ACC CCG TC-3'. Point mutations (L814S, R1012G, T1106A,
and V1951A) were introduced into MA chimeric constructs by PCR using
the following primers: 1L.814S, 5'-GCT TAC GCC TCG GAC GCC GCT
GAA CAA GGG G-3' (sense) and 5'-AGC GGC GTC CGA GGC GTA
AGCCTG CTG CGG C-3’ (antisense); R1012G, 5’ -GAG GCT AGG TGG
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FIG 1 Replication and virus production by MA/JFH-1 chimeras in Huh7.5.1
cells. (A) Schematic structures of JFH-1, MA, and two MA/JFH-1 chimeras
(MA/JFH-1.1 and MA/JFH-1.2). The junction of JFH-1 and MA in the 5’ UTR
is an Agel site, and the junction of MA and JFH-1 in the NS2 region is a BsaBI
site. A, Agel; B, BsaBI; X, Xbal. (B to E) Chimeric HCV RNA replication in
Huh7.5.1 cells. HCV core protein level in cells (B) and culture medium (C) and
HCV RNA levels in medium (D) and infectivity of culture medium (E) from
HCV RNA-transfected Huh7.5.1 cells are shown. Ten micrograms of HCV
RNA was transfected into Huh7.5.1 cells, and cells and culture medium were
harvested on days 1, 2, and 3. n.d., not determined. Assays were performed
three times independently, and data are presented as means * standard devi-
ation. Dashed line indicates detection limit. wt, wild type.

GGAAGTTCT GCT CGG CCCT-3’ (sense) and 5'-AGA ACT TCC CCA
CCT AGC CTC GCG GAA ACC G-3' (antisense); T11064, 5'-CAG ATG
TAC GCC AGC GCA GAG GGG GAC CTC-3' (sense) and 5'-CTG CGC
TGG CGT ACA TCT GGG TGA CTG GTC-3' (antisense); and V1951A,
5'-GTG ACG CAG GCG TTAAGC TCA CTC ACA ATT ACC-3’ (sense)
and 5'-TGA GCT TAA CGC CTG CGT CAC GCG CAG CGA G-3’ (an-
tisense). To construct the MA chimeric virus harboring minimal regions
of JEFH-1 (MA/N3H+N5BX-JFH1), Clal (nt 3930), EcoT22I (nt 5294),
and BsrGI (nt 7782) recognition sites were introduced into pMA by site-
directed mutagenesis. The 5" UTR (EcoRI-Agel), the region of the NS3
helicase (N3H; Clal-EcoT22I), and the region of NS5B to 3’ X (N5BX;
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BsrGI-Xbal) were then replaced with the corresponding regions from
JFH-1.

RNA synthesis, transfection, and determination of infectivity. RNA
synthesis and transfection were performed as described previously (12,
22). Determination of infectivity was also performed as described previ-
ously, with infectivity expressed as the number of focus-forming units per
milliliter (FFU/ml) (12, 22). When necessary, culture medium was con-
centrated 20-fold in Amicon Ultra- 15 spin columns (100-kDa molecular-
weight-cutoff; Millipore, Bedford, MA) in order to determine infectivity.

Quantification of HCV core protein and HCV RNA. In order to esti-
mate the concentration of HCV core protein in culture medium, we per-
formed a chemiluminescence enzyme immunoassay (Lumipulse Il HCV
core assay; Fujirebio, Tokyo, Japan) in accordance with the manufactur-
er’s instructions. HCV RNA from harvested cells or culture medium was
isolated using an RNeasy Mini RNA kit (Qiagen, Tokyo, Japan) or
QiaAmp Viral RNA Minikit (Qiagen), respectively. Copy number of HCV
RNA was determined by real-time quantitative reverse transcription-PCR
(qQRT-PCR), as described previously (28).

HCV sequencing. Total RNA in culture supernatant was extracted
with Isogen-LS (Nippon Gene Co., Ltd., Tokyo, Japan). cDNA was syn-
thesized using Superscript III Reverse Transcriptase (Invitrogen, Carls-
bad, CA). cDNA was subsequently amplified with LA Tag DNA polymer-
ase (TaKaRa, Shiga, Japan). Four separate PCR primer sets were used to
amplify the fragments of nt 130 to 2909, 2558 to 5142, 4784 to 7279, and
7081 to 9634 covering the entire open reading frame and part of the 5’
UTR and 3’ UTR of the MA strain. Sequences of amplified fragments were
determined directly.

Immunostaining. Infected cells were cultured on Multitest Slides
(MP Biomedicals, Aurora, OH) and were fixed in acetone-methanol (1:1,
vol/vol) for 15 min at —20°C. After a blocking step, infected cells were
visualized with anti-core protein antibody (clone 2H9) (29) and Alexa
Fluor 488 goat anti-mouse IgG (Invitrogen), and nuclei were visualized
with 4',6'-diamidino-2-phenylindole (DAPI).

Assessment of interferon sensitivity. Two micrograms of in vitro
transcribed RNA was transfected into 3 X 106 Huh7.5.1 cells. Four hours
after transfection, cells were placed in fresh medium or medium contain-
ing 0.1, 1, 10, 100, and 1,000 IU/ml of interferon a-2b (Intron A;
Schering-Plough Corporation, Osaka, Japan). Culture medium was then
harvested on day 3, and HCV core levels in the cells and in the medium
were measured.

Statistical analysis. Significant differences were evaluated by Stu-
dent’s t test. A P value of <0.05 was considered significant.

RESULTS
Transient replication and production of 2b/2a chimeric virus.
We first tested whether the MA strain (genotype 2b) (19) was able
to replicate and produce infectious virus in cultured cells. When
the in vitro transcribed RNA of MA was transfected into Huh7.5.1
cells, a highly HCV-permissive cell line, replication and virus pro-
duction were not observed (Fig. 1A to C). We then tested whether
2b/2a chimeric RNA harboring the structural region (5" UTR to
E2) of the MA strain and the nonstructural region (p7 to 3’ UTR)
of JFH-1 (Fig. 1A, MA/JFH-1.1) was able to replicate in the cells.
After MA/JFH-1.1 RNA transfection, time-dependent accumula-
tion of core protein in the cells (Fig. 1B) and culture medium (Fig.
1C) was observed, indicating that MA/JFH-1.1 RNA was able to
replicate in the cells autonomously. HCV RNA levels in the me-
dium were determined by qRT-PCR, and time-dependent in-
creases in HCV RNA level were also observed (Fig. 1D). Infectious
virus production was observed on day 3, but infectivity was 17.6-
fold lower than that of JFH-1 (Fig. 1E).

In order to improve the level of infectious virus production, we
tested another chimeric construct, MA/JFH-1.2, which contained
an additional MA-to-JFH-1 replacement of the 5" UTR (Fig. 1A),
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TABLE 1 HCV core protein levels and infectivity in culture medium
immediately after RNA transfection (day 3) and after long-term
culture (days 35 to 49)

Sample period and Sample Day no. HCV core Infectivity
virus no. ’ (fmol/liter)  (FFU/ml)
After transfection
MA/JFH-1.1 1 3 1.06 X 103 5.00 X 10!
2 3 1.14 X 10® 5.70 X 10!
MA/JFH-1.2 1 3 2.14 X 103 7.30 X 10!
2 3 2.15 X 10° 9.30 X 10!
After long-term culture
MA/JFH-1.1 1 42 3.38 X 10° 1.62 X 10°
2 42 4.70 X 10° 3.23 X 10°
MA/JFH-1.2 1 35 2.27 X 10% 1.61 X 10°
2 49 4.93 X 10° 3.27 X 10°

4 For the long-term culture, the days are those of peak core protein levels.

asa 5" UTR replacement from J6CF (genotype 2a) to JFH-1 en-
hanced virus production of chimeric J6CF virus harboring the
region of NS2 to 3’ X of JFH-1 (J6/JFH-1) (A. Murayama et al.,
unpublished data). The core protein accumulation levels with
MA/JFH-1.2 RNA-transfected cells were higher than those with
MA/JFH-1.1 (P < 0.05) (Fig. 1B). Similarly, core protein and
HCV RNA levels in the medium of MA/JFH-1.2 RNA-transfected
cells were higher than those of MA/JFH-1.1 (P < 0.05) (Fig. 1C
and D). Infectivity on day 3 was also higher than with MA/JFH-1.1
(P << 0.05) (Fig. 1E), indicating that the 5 UTR of JFH-1 enhanced
virus production. However, infectivity of medium from MA/JFH-
1.2 RNA-transfected cells on day 3 remained 6.4-fold lower than
that of JFH-1 although HCV RNA levels in the medium were
similar to those of JFH-1 (Fig. 1D and E).

These results indicate that 2b/2a chimeric RNA is able to rep-
licate autonomously in Huh7.5.1 cells and produce infectious vi-
rus although infectivity remains lower than that of JFH-1.

Assembly-enhancing mutation in core region introduced
duringlong-term culture. Because MA/JFH-1.1and MA/JFH-1.2
replicated efficiently but produced small amounts of infectious
virus, we performed long-term culture of these RNA-transfected
cells in order to examine whether these chimeric RNAs would
continue replicating and producing infectious virus over the long
term. We prepared two RNA-transfected cell lines for each con-
struct (MA/JFH-1.1 and MA/JFH-1.2) as both of these replicated
and produced infectious virus at different levels.

Immediately after transfection, core protein levels and infec-
tivity in culture medium were low (1.06 X 103 to 2.15 X 103
fmol/liter and 5.00 X 10! to 9.30 X 10' FFU/ml, respectively)
(Fig. 2A and Table 1) although a considerable number of core
protein-positive cells were observed by immunostaining (Fig. 2B,
frames a to d). Subsequently, core protein levels in the culture
medium decreased gradually (Fig. 2A), and core protein-positive
cells were rare (Fig. 2B, frames e to h). However, at 30 to 40 days

of peak core levels (days 42 to 49). Infected cells were visualized with anti-core
protein antibody (green), and nuclei were visualized with DAPI (blue). (C)
Infection of naive cells by culture medium at an MOI of 0.001. (D) Immuno-
stained cells at 15 days after infection with medium at peak core protein levels
(Fig. 2A) at an MOI of 0.001. Infected cells were visualized with anti-core
antibody (green), and nuclei were visualized with DAPI (blue).
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after transfection, core protein levels in the supernatants of all
chimeric RNA-transfected cells increased and reached 2.27 X 10°
to 4.93 X 10° fmol/liter (Fig. 2A and Table 1). Infectivity in the
culture medium also increased (1.61 X 10%to 3.27 X 10° FFU/ml)
(Table 1), and at this point, most of the cells were core protein
positive (Fig. 2B, frameito ).

As the infectivity of culture supernatant of MA/JFH-1 RNA-
transfected cells appeared to increase after long-term culture, we
compared viral spread by infection with these supernatants on day
3 (immediately after transfection) and for each peak in core pro-
tein levels (after long-term culture). When naive Huh7.5.1 cells
were infected with supernatant on days corresponding to a peak in
core protein levels at a multiplicity of infection (MOI) of 0.001,
core protein levels in the medium increased rapidly and reached
0.64 X 106to 1.13 X 10° fmol/liter by day 15 after infection (Fig.
2C). Immunostained images showed that most cells were HCV
core protein positive on day 15 (Fig. 2D). When naive Huh7.5.1
cells were infected with supernatant from day 3 at an MOI of
0.001, core protein levels in the medium did not increase under
these conditions (Fig. 2C). These results indicate that both MA/
JFH-1 chimeric viruses (MA/JFH-1.1 and MA/JFH-1.2) acquired
the ability to spread rapidly after long-term culture.

As the characteristics of the MA/JFH-1 virus changed in long-
term culture, we analyzed the possible mutations in the viral ge-
nome from the supernatant at each peak in core protein levels
(Table 1, days at peak core levels). Nine- to 12-nucleotide muta-
tions were found in the viral genome from each supernatant, and
the detected mutations were distributed along the entire genome.
Among these mutations, a common nonsynonymous mutation
was found in the core region (Arg to Gly at amino acid [aa]167,
R167G).

In order to test the effects of R167G on virus production, an
R167G substitution was introduced into MA/JFH-1.2 as MA/JFH-
1.2 replicated and produced infectious virus more efficiently than
MA/JFH-1.1. HCV core protein levels in cells and medium of
MA/JFH-1.2 with R167G (MA/JFH-1.2/R167G) were higher than
with MA/JFH-1.2 (P < 0.05) (Fig. 3A and B). HCV RNA levels in
the medium of MA/JFH-1.2/R167G RNA-transfected cells were
also higher than with MA/JFH-1.2 (P < 0.05) (Fig. 3C). Infectious
virus production was also increased by the R167G mutation (P <
0.05) (Fig. 3D) and was 8.7-fold higher than that of JFH-1 RNA-
transfected cells on day 3 (P < 0.05) (Fig. 3D).

We then tested whether R167G was responsible for the rapid
spread observed in culture supernatant after long-term culture by
monitoring virus spread after infection of naive Huh7.5.1 with
culture medium taken 3 days after RNA transfection of MA/JFH-
1.2 and MA/JFH-1.2/R167G at an MOI of 0.005. Core protein
levels in medium from MA/JFH-1.2/R167G-infected cells in-
creased with the same kinetics as levels of JFH-1 (Fig. 3E), and the
population of core protein-positive cells was almost the same as
with JFH-1-infected cells (Fig. 3F), indicating that MA/JFH-1.2/
R167G virus spread as rapidly as JFH-1 virus. In contrast, we ob-
served no infectious foci in the MA/JFH-1.2 virus-inoculated cells
(Fig. 3F). These data suggest that the R167G mutation in the core
region was a cell culture-adaptive mutation and that it enhanced
infectious MA/JFH-1.2 virus production.

In order to determine whether R167G enhances RNA replica-
tion or other steps in the viral life cycle, we performed a single-
cycle virus production assay (11) using Huh7-25 cells, a HuH-7-
derived cell line lacking CD81 expression on the cell surface (1).
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FIG 3 Effects of R167G on replication and virus production of MA/JFH-1.2 in
Huh?7.5.1 cells. Ten micrograms of HCV RNA was transfected into Huh7.5.1 cells, and
cells and medium were harvested on days 1, 2, and 3. HCV core protein levels in the
cells (A) and culture medium (B) and HCV RNA levels in the medium (C) and the
infectivity of culture medium (D) from HCV RNA-transfected Huh7.5.1 cells are
shown. n.d,, not determined. Dashed line indicates the detection limit. Assays were
performed three times independently, and data are presented as means * standard
deviation. (E) HCV core protein levels in culture medium from cells infected with
medium at 3 days posttransfection at an MOI of 0.005. (F) Immunostained cells at 19
days postinfection. Infected cells were visualized with anti-core antibody (green), and
nuclei were visualized with DAPI (blue).

This cell line can support replication and infectious virus produc-
tion upon transfection of HCV genomic RNA but cannot be rein-
fected by progeny virus, thereby allowing observation of a single
cycle of infectious virus production without the confounding ef-
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fects of reinfection. R167G did not affect HCV core protein levels
in the chimeric RNA-transfected Huh7-25 cells (Fig. 4A), demon-
strating that R167G did not enhance RNA replication. Neverthe-
less, R167G increased HCV core protein levels in the medium
(P < 0.05 on days 2 and 3) and infectivity (Fig. 4B and C). These
results suggest that R167G did not affect RNA replication but
affected other steps such as virus assembly and/or virus secretion.

Virus particle assembly efficiency was then assessed by deter-
mining intracellular-specific infectivity from infectivity and RNA
titer in the cells, as reported previously (11). As shown in Fig. 4G,
R167G enhanced intracellular-specific infectivity of MA/JFH-1.2
virus 10.2-fold. Virus secretion efficiency was also calculated from
the amount of intracellular and extracellular infectious virus, but
R167G had no effect (Fig. 4G).

To confirm the effects of Argl67 in other HCV strains, we
tested its effects on JFH-1. As aa 167 of JFH-1 is Gly, we replaced it
with Arg (G167R). HCV core protein levels in the cells were not
affected by G167R (Fig. 4D), and no effects on RNA replication
were confirmed. HCV core protein levels in the medium and in-
fectivity decreased after G167R mutation (Fig. 4E and F). As the
G167R mutation decreased intracellular infectious virus produc-
tion of JFH-1 to undetectable levels, we were unable to determine
the intracellular-specific infectivity and virus secretion efficiency
of JFH-1 G167R (Fig. 4G). These results indicate that Gly is fa-
vored over Arg at core position 167 for infectious virus assembly
in multiple HCV strains.

MA harboring the R167G mutation, 5’ UTR, and N3H (NS3
helicase) and N5BX (NS5B to 3’ X) regions of JFH-1 replicated
and produced infectious chimeric virus. In order to establish a
genotype 2b cell culture system with the MA strain with minimal
regions of JFH-1, we attempted to reduce JFH-1 content in MA/
JFH-1.2. We previously reported that replacement of the N3H and
N5BX regions of JFH-1 allowed efficient replication of the J6CF
strain, which normally cannot replicate in cells (21). Thus, we
tested whether the N3H and N5BX regions of JFH-1 could also
support MA RNA replication.

We prepared two chimeric MA constructs harboring the 5’
UTR and N3H and N5BX regions of JFH-1, MA/N3H +N5BX-
JFH1 (Fig. 5A) and MA/N3H+N5BX-JFH1/R167G. After in vitro
transcribed RNA was transfected into Huh7.5.1 cells, intra-
cellular core protein levels of MA/N3H+N5BX-JFH1 and MA/
N3H+N5BX-JFH1/R167G RNA-transfected cells increased in a
time-dependent manner and reached almost the same levels as
with MA/JFH-1.2 RNA-transfected cells on day 5 (Fig. 5B). Extra-
cellular core protein and HCV RNA levels of MA/N3H+N5BX-
JEH1 and MA/N3H+N5BX-JFH1/R167G RNA-transfected cells
also increased in a time-dependent manner (Fig. 5C and D). How-
ever, they were more than 10 times lower than with MA/JFH-1.2
RNA-transfected cells although intracellular core levels were com-
parable on day 5 (Fig. 5B to D).

We then tested whether the medium from MA/N3H+N5BX-
JFH1 and MA/N3H+N5BX-JFH1/R167G RNA-transfected cells
was infectious. Infectivity of the medium from MA/N3H+N5BX-
JFH1 RNA-transfected cells was below the detection limit, and
that of MA/N3H +N5BX-JFH1/R167G RNA-transfected cells on
day 5 was very low (3.3 X 10! * 2.1 X 10! FFU/ml) (Fig. 5E). To
confirm infectivity, the culture media were concentrated, and
their infectivity was determined. Infected foci were observed after
infection with concentrated medium in MA/N3H+N5BX-JFH1/
R167G RNA-transfected cells (Fig. 5F), and infectivity was found
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FIG 4 Effects of R167G on replication and virus production of MA/JFH-1.2
and JFH-1 in Huh7-25 cells. Ten micrograms of HCV RNA was transfected
into Huh7-25 cells, and cells and medium were harvested on days 1, 2, and 3.
HCV core protein levels in cells (A and D) and in medium (B and E) were
measured, and infectivity of medium (C and F) was determined. n.d., not
determined. Dashed line indicates the detection limit. (G) Intracellular specific
infectivity and virus secretion efficiency of chimeric HCV RNA-transfected
cells. Intracellular and extracellular infectivity of day 3 samples was deter-
mined, and specific infectivity and virus secretion rate were calculated. Assays
were performed three times independently, and data are presented as means =
standard deviation. NA, not available.
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FIG 5 Replication and virus production of MA/N3H+N5BX-JFH1/R167G in
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G) Chimeric HCV RNA replication in Huh7.5.1 cells. Ten micrograms of HCV
RNA was transfected into Huh?7.5.1 cells, and cells and medium were harvested
ondays 1, 3,and 5. HCV core protein levels in cells (B) and in medium (C) and
HCV RNA levels in medium (D) were measured, and infectivity of medium
(E) was determined. Assays were performed three times independently, and
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Dashed line indicates the detection limit. (F) Immunostained cells. Huh7.5.1
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tobe 7.27 X 10? & 7.57 X 10! FFU/ml (Fig. 5G). No infected foci
were observed after infection of MA/N3H-+N5BX-JFH1 RNA-
transfected cells, even when medium was concentrated (Fig. 5F),
although intracellular and extracellular core protein levels were
comparable to those with MA/N3H+N5BX-JEH1/R167G RNA-
transfected cells (Fig. 5B and C). These results indicate that re-
placement of the 5" UTR and N3H and N5BX regions in JFH-1
were necessary to rescue autonomous replication in the
replication-incompetent MA strain and for secretion of infectious
chimeric virus. However, the secretion and infection efficiencies
of the virus were low.

Cell culture-adaptive mutations enhanced infectious virus
production of MA/N3H+N5BX-JFH1/R167G. Because MA/
N3H+N5BX-JFH1/R167G replicated efficiently but produced
very small amounts of infectious virus, we performed a long-term
culture of the RNA-transfected cells in order to induce cell
culture-adaptive mutations that could enhance infectious virus
production. We prepared RNA-transfected cells using two con-
structs, MA/N3H+N5BX-JFH1 and MA/N3H-+N5BX-JFH1/
R167G; both of these replicated efficiently, and MA/N3H +N5BX-
JFH1/R167G produced infectious virus at low levels while MA/
N3H+N5BX-JFH]1 did not. Immediately after transfection, the
HCV core protein levels in the medium of each RNA-transfected
cell culture peaked at 3.0 X 103 fmol/liter and declined thereafter.
However, the core protein level in the medium with MA/
N3H+N5BX-JFH1/R167G RNA-transfected cells continued to
increase and reached a peak of 2.7 X 10° fmol/liter 54 days after
transfection, at which point most cells were core protein positive
(Fig. 6B). The core protein level in the medium with MA/
N3H+N5BX-JFH1 RNA-transfected cells did not increase and
core-positive cells were scarce on day 54 (Fig. 6B). We analyzed
the viral genome in the culture supernatants from day 54 for pos-
sible mutations and identified four nonsynonymous mutations in
the MA/N3H+N5BX-JFH1/R167G genome: L814S (NS2),
RI1012G, (NS2), T1106A (NS3), and V1951A (NS4B). In order to
test whether these amino acid substitutions enhance infectious
virus production, L8148, R1012G, T1106A, and V1951 A were in-
troduced into MA/N3H+N5BX-JFH1/R167G, and the product
was designated MA/N3H +N5BX-JFH1/5am (where am indicates
adaptive mutation). On day 1, although HCV core protein levels
in the MA/N3H+N5BX-JFH1/5am RNA-transfected cells were
higher than those of MA/N3H+N5BX-JFH1/R167G RNA-
transfected cells, they were still lower than those of MA/JFH-1.2/
R167G RNA-transfected cells; however, on days 3 and 5, they
reached a level comparable to that of MA/JFH-1.2/R167G RNA-
transfected cells (Fig. 6C). HCV core protein and HCV RNA levels
in the medium of MA/N3H+N5BX-JFH1/5am RNA-transfected
cells were higher than those of MA/JFH-1.2/R167G RNA-
transfected cells (P < 0.05, Fig. 6D and 6E, respectively). MA/
N3H+N5BX-JFH1/5am, containing the four additional adaptive
mutations, produced infectious virus at the same level as MA/
JFH-1.2/R167G on day 5 (Fig. 6F). These results indicate that the

cells were infected with concentrated medium from RNA-transfected cells on
day 5. Infected cells were visualized with anti-core antibody (green), and nuclei
were visualized with DAPI (blue). (G) Infectivity of concentrated culture me-
dium from HCV RNA-transfected cells. Culture medium was concentrated by
20 times. Infectivities of original and concentrated culture media were deter-
mined. Dashed line indicates detection thelimit.
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FIG 6 Cell culture-adaptive mutations enhanced infectious virus produc-
tion of MA/N3H+N5BX-JFH1/R167G. (A) Long-term culture of MA/
N3H+N5BX-JFH1 and MA/N3H+N5BX-JFH1/R167G RNA-transfected
cells. Ten micrograms of HCV RNA was transfected into Huh7.5.1 cells,
and cells were passaged every 2 to 5 days, depending on cell status. Culture
medium was collected after every passage, and HCV core protein levels
were measured. HCV core protein levels in culture medium from MA/
N3H+N5BX-JFH1 and MA/N3H+N5BX-JFH1/R167G RNA-transfected
cells are presented. (B) Immunostained cells on days 5 and 54 after trans-
fection. Infected cells were visualized with anti-core antibody (green), and
nuclei were visualized with DAPI (blue). (C to F) Effect of four additional
cell culture-adaptive mutations on virus production. Ten micrograms of
HCV RNA was transfected into Huh7.5.1 cells, and cells and medium were
harvested on days 1, 3, and 5. HCV core levels in cells (C) and in medium
(D) and HCV RNA levels in medium (E) were measured, and infectivity of
medium (F) was determined. Assays were performed three times indepen-
dently, and data are presented as means * standard deviation. n.d., not
determined. Dashed line indicates the detection limit.
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FIG 7 Comparisons of interferon sensitivity between JFH-1, MA/JFH-1.2/
R167G and MA/N3H+N5BX-JFH1/5am. Two micrograms of HCV RNA was
transfected into Huh7.5.1 cells, and interferon was added at the indicated
concentrations at 4 h after transfection. HCV core protein levels in cells (A)
and in medium (B) on day 3 were measured, and data are expressed as percent
versus untreated cells (0 IU/ml). Assays were performed three times indepen-
dently, and data are presented as means * standard deviation.

four additional adaptive mutations enhance infectious virus pro-
duction and that MA/N3H+N5BX-JFH1/5am RNA-transfected
cells replicate and produce infectious virus as efficiently as MA/
JFH-1.2/R167G RNA-transfected cells.

Comparison of interferon sensitivity between JFH-1, MA/
JFH-1.2/R167G, and MA/N3H+N5BX-JFH1/R167G. Using the
newly established genotype 2b infectious chimeric virus, we com-
pared interferon sensitivity between the JFH-1, MA/JFH-1.2/
R167G, and MA/N3H+N5BX-JFH1/5am viruses. JFH-1 or MA
chimeric viral RNA-transfected Huh7.5.1 cells were treated with
0.1, 1, 10, 100, or 1,000 [U/ml interferon a-2b, and HCV core
protein levels in the cells and in culture media were compared.
Interferon decreased HCV core protein levels in the JFH-1 RNA-
transfected cells and in the medium in a dose-dependent manner,
and production was inhibited to 26.8% * 3.0% and 45.6% =*
4.7%, respectively, of control levels (Fig. 7A and B, respectively).
In contrast, HCV core protein levels in cells and medium of
MA/JFH-1.2/R167G and MA/N3H+N5BX-JFH1/5am RNA-
transfected cells decreased more pronouncedly in a dose-
dependent manner (Fig. 7A and B, respectively). HCV core pro-
tein levels in cells and medium from MA/N3H+N5BX-JFH1/5am
RNA-transfected cells were lower than those from MA/JFH-1.2/
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