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TRANSFUSION COMPLICATIONS

Minimum infectious dose of hepatitis B virus in chimpanzees
and difference in the dynamics of viremia between genotype A
and genotype C |

Yutaka Komiya, Keiko Katayama, Hisao Yugi, Masaaki Mizui, Harumichi Matsukura,
Tetsushi Tomoguri, Yuzo Miyakawa, Ayako Tabuchi, Junko Tanaka, and Hiroshi Yoshizawa

BACKGROUND: In planning optimal hepatitis B virus
(HBV) blood screening strategies, the minimum infec-
tious dose and early dynamics of HBV need to be
determined for defining the window period for HBV
DNA as well as for hepatitis B surface antigen
(HBsAg).

STUDY DESIGN AND METHODS: Pairs of chimpan-
zees were inoculated with preacute-phase inocula con-
taining HBV of genotype A or genotype C to determine
the minimum infectious dose, and two pairs of chimps
infected with the lowest infectious dose of genotypes A
and C were followed for HBV markers.

RESULTS: The minimum 50 percent chimpanzee infec-
tious dose (CIDso) was estimated to be approximately 10
copies for genotype A and for genotype C. In the two
chimps inoculated with the lowest infectious dose, the
HBV DNA window was 55 to 76 days for genotype

A and 35 to 50 days for genotype C, respectively. The
HBsAg window was 69 to 97 days for genotype A and 50
to 64 days for genotype C, respectively. The doubling
times of HBV DNA were 3.4 days (95% confidence inter-
val [Cl], 2.6-4.9 days) for genotype A and 1.9 days (95%
Cl, 1.6-2.3 days) for genotype C. When comparing the
replication velocity of HBV DNA between the two geno-
types, the doubling time of genotype C was significantly
shorter than that of HBV genotype A (p < 0.01).
CONCLUSION: Although the CIDso of approximately 10
copies was similar for the two HBV genotypes, the
doubling time and pre-HBV nucleic acid amplification
technology (<100 copies/mL) window period in chimps
infected with the lowest infectious dose seemed to be
shorter for genotype C than for genotype A.

osttransfusion infection with hepatitis B virus
(HBV) has decreased dramatically since screen-
ing for hepatitis B surface antigen (HBsAg) was
introduced in the early 1970s. The number
of reported postiransfusion hepatitis B cases has been
further reduced after screening for antibody to HBV core
(anti-HBc) was implemented in the late 1980s in the
United States and Japan.!” Japan introduced HBV DNA
screening by nucleic acid amplification technology (NAT)
in minipools (MPs) in 1999. Since introduction of MP-NAT,
more than 500 seronegative donations with detectable
HBV DNA have been interdicted, although there are still
units of blood in an early or late phase of HBV infection

ABBREVIATIONS: CID5, = 50 percent chimpanzee infectious
dose; CLIA = chemiluminescent immunoassay; JRC = Japanese
Red Cross; MP(s) = minipool(s).
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with low viral load that can escape detection by NAT?
Interestingly, the lookback program of the Japanese Red
Cross (JRC) demonstrated that low viral load donations in
the window phase were more than 10-fold more often
implicated in HBV transmission reports than were occult
carriers with anti-HBc titers below the exclusion limit of
the anti-HBc hemagglutination inhibition screening
assay.’ Bearing in mind the relatively high infectivity of
HBV in the window phase, exact knowledge on early
dynamics of HBV replication is important for residual risk
estimations.”” It will determine the threshold of NAT
in identifying blood donors during the preacute phase
of HBV infection, which is important for planning and
executing evidence-based hepatitis B blood screening
strategies.”® In this context, the relative infectivity of HBV
in the early window phase is an important factor for mea-
suring the effect of NAT screening systems on the residual
risk of HBV transmission by blood transfusion.™®
Chimpanzees are the only experimental animals sus-
ceptible to human hepatitis viruses and have been very
useful in transmission studies.'® As early as the mid-1970s,
it was demonstrated that blood units from HBV carriers,
especially those positive for the presence of hepatitis B
e antigen (HBeAg), have a tremendously high infectious
potential and can transmit infection to chimps by intrave-
nous inoculation with 1 mL of plasma diluted to 1:10%"
Now that NAT enables detection of HBV DNA in blood
donors even in individual-donation format, it can be esti-
mated by mathematical modeling what the residual risk
would be depending on the minimum copy number
required for infection.” More conservative risk modeling
assumes that a single copy of HBV, if it successfully
reaches a hepatocyte in susceptible hosts, may be enough
to establish infection.® To pursue strategies for preventing
HBV infections by blood transfusions, additional informa-
tion on the infectivity of HBV is crucially required. It is
imperative to define not only the minimum copy number
of HBV DNA or number of virions

MATERIALS AND METHODS

Chimpanzees

Six chimps entered this study. Their age, sex, and weight,
as well as the HBV inocula that they received are listed in
Table 1 along with the infection outcome. Every chimp
was kept in an individual cage and received humane care
in accordance with all relevant requirements for the use of
primates in an approved institution. None of the six
chimps had serologic or molecular biologic evidence of
past or present HBV infection prior to the inoculation.
They were also not infected with hepatitis C virus (HCV)
and human immunodeficiency virus type-1. Chimps were
inoculated intravenously while they were under anesthe-
sia by intramuscular injection with ketamine hydrochlo-
ride. After the inoculation, serum samples were obtained
once a week or more frequently as required, until 16 weeks
or longer. They were tested for HBV DNA, HBsAg, anti-
HBc, anti-HBs, and alanine aminotransferase as well as
aspartate aminotransferase.

Inocula containing HBV

The chimpanzees received four kinds of inocula (Table 1).
Inoculal and Il were fresh-frozen plasma (FFP) units
from blood donors acutely infected with HBV genotypes A
and C, respectively. Inocula Il and IV were plasma samples
from chimps infected with inoculum 1 of genotype A and
inoculum III of genotype C, respectively (see Figs. 1A and
1B). Inocula II and IV were: 1) recovered in the preacute
phase of HBV infection before immune responses of the
host had developed; 2) positive for the presence of HBV
DNA in the highest titer before anti-HBc developed; and 3)
taken with utmost care to maintain the infectious activity
and avoid attenuation during serial processing from blood
collection until storage. Immediately after blood drawing

required for transmission of HBV, but
also the early dynamics of HBV replica-

TABLE 1. Six chimpanzees and HBV inocula and HBV

infection outcomes

tion in the circulation of infected hosts. Chimpanzee

Age, sex, weight HBV DNA copies Outcome

This can be established more accurately
in chimpanzee experiments. In this
report on experimental transmission of
hepatitis B in chimps, the minimum
infectious dose was determined sepa-
rately for HBV of genotypes A and C,
and the copy number of HBV DNA for
establishing infection was defined for
each of them. Moreover, the doubling
time and logarithmic time of HBV DNA
were determined by following the viral
dynamics in the preacute phase of
chimpanzees who had received the
minimum infectious dose of HBV.

2 TRANSFUSION Volume **, ** **

Inoculum 1. FFP from a human donor in the preacute phase of HBV infection of
genotype A
1 Chimp 246 13 years, male, 60.7kg 1 mL (6.9 x 10% copies/mL)  Infected

Inoculum II: Preacute-phase plasma of Chimp 246 containing HBV (2.6 x 10¢ copies/mL)

2 Chimp 272 9 years, male, 58.7 kg 1 mL (1:108 dilution) Not infected
3 Chimp 279 8 years, male, 51.4 kg 1 mL (1:10° dilution) Not infected
3 Chimp 279  Reinoculation 1 mL (1:10° dilution) Infected
4 Chimp 280 8 years, male, 39.4 kg 1 mL (1:10° dilution) Infected

Inoculum ili: FFP from a human donor in the preacute phase of HBV infection of
genotype C
2 Chimp 272  Reinoculation 5 mL (5.3 x 10° copies/mL)  Infected

Inoculum IV: Preacute-phase plasma of Chimp-272 containing HBV (3.0 x 10° copies/mL)

5§ Chimp 269 11 years, male, 62.5kg 1 mL (1:10° dilution) Not infected
6 Chimp 285 7 years, male, 41.1 kg 1 mL (1:10° dilution) Not infected
5 Chimp 269  Reinoculation 1 mL (1:10° dilution) Infected
6 Chimp 285  Reinoculation 1 mL (1:10° dilution) Infected
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A inoculum 1l
HBV DNA HBV DNA : 2.6x 108 capies/mL
AT en/mi) HBsAg:positive 216.5(S/N) Axsymr

MINIMUM INFECTIOUS DOSE OF HBV AND GENOTYPE

":37:;1 as cutoff values, respectively. Qualita-
Anti-HBs Ant-HBG tive assay for HBV DNA was performed

{miU/mL) (%INH) by polymerase chain reaction (PCR)

Inoculum IV
B HBV DNA : 3.0x108 copies/mlL
HBY DNA HBsAg:positive 34.0(S/N) axsyw
ALT ples/mL} Anti-HBc:negative 8.4(%INH)axsyMn

r100 with primers deduced from the
S region of HBV DNA.!? HBV DNA was
quantitated by the PCR (TagMan,
Roche Diagnostics KK, Tokyo, Japan)
-50 with a sensitivity of 100 copies per mL.
Quantitative assays for HBV DNA were
performed simultaneously for an accu-
rate comparison of data.

Calculation for doubling time and
HBsAg logarithmic time of HBV DNA

(/)
AntiHgs Art-iBe  TO calculate the doubling time and the
(miyymiy BNHY  Jogarithmic time (time for reaching 10

Fig. 1. Time course of HBV serum markers in chimps used as a source of inoculation

600 10 times the amount) of HBV DNA at

L s00 ramp-up after the infection, HBV DNA
copy numbers were evaluated statisti-
cally by log linear regression analysis.
The comparison of regression slope (the
200 doubling time and the logarithmic time)
between HBV genotypes was evaluated
by growth curve analysis (Vonesh-
Carter-Ohtaki method).!*!

RESULTS

of HBV genotype A and genotype C. (A) Chimp 246 was inoculated with human

plasma of HBV genotype A. Inoculum II for chimp infectivity studies was harvested
in the ramp-up phase of viremia before anti-HBc seroconversion at the time HBV
DNA had reached a concentration of 2.6 x 10° copies per mL and the HBsAg
response had increased to a signal-to-noise (S/N) ratio of 216.5 (cutoff S/N = 2.0).
(B) Chimp 272 was inoculated with human plasma of HBV genotype C. Inoculum 1V
was harvested in the ramp-up phase of viremia before anti-HBc seroconversion at
the time HBV DNA had reached a concentration of 3.0 x 10° copies per mL and

HBsAg had increased to an S/N ratio of 34.0.

from chimps, plasma samples were separated. They were
divided into 15 tubes in 1-mL aliquots, snap-frozen in
liquid nitrogen, and kept in a deep freezer at -80°C until
used for transmission experiments. For each experiment,
the plasma in one tube was thawed gently by immersing it
in a water bath at 37°C, and the required amounts were
used.

Laboratory tests

HBsAg, anti-HBc, and antibody to HBsAg (anti-HBs)
were determined by chemiluminescent immunoassay
(CLIA) with commercially available kits (AxSYM, Abbott
Japan, XK, Tokyo, Japan), with the index of 2.0 (signal-to-
noise {S/N}), 50 percent inhibition, and 5.0 mIU per mL

Inocula and copy numbers of HBV
genotype A or genotype C
recovered from chimpanzees in the
preacute phase of infection

Chimp 246 was injected intravenously
with 1 mL of FFP from a blood donor in
the preacute phase of HBV infection
(Table 1); the donor had been screened
by NAT at a JRC Blood Center. His
plasma sample contained 6.9 x 10* copies per mL of HBV
DNA genotype A and was positive for the presence of
HBsAg but negative for the presence of anti-HBc (inocu-
lum I). Plasma was harvested from Chimp 246, in the
preacute phase of HBV infection 57 days after inoculation
(inoculum II). It contained 2.6 x 10¢ copies per mL HBV
DNA and was positive for the presence of HBsAg but still
negative for the presence of anti-HBc and anti-HBs
(Fig. 1A). :

Likewise, Chimp 272 was injected intravenously with
5 mL of FFP from a blood donor in the preacute phase of
HBV infection who had been screened by NAT at JRC
(Table 1). It contained 5.3 x 10° copies per mL of HBV DNA
genotype C and was positive for the presence of HBsAg
but negative for the presence of anti-HBc and anti-HBs
(inoculum III). Thus, Chimp 272 was inoculated with
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2.7 x 10° copies of HBV genotype C. The preacute plasma
sample was collected from Chimp 272 29 days after chal-
lenge (inoculum IV). It contained 3.0 x 10® copies per mL
HBV DNA and was positive for the presence of HBsAg but
still negative for the presence of anti-HBc and anti-HBs
(Fig. 1B).

Estimates of HBV DNA copy numbers in serial
1-in-10-fold dilutions and inocula below the HBV
NAT detection limit

Serial 1-in-10 dilutions of inoculum 11 of genotype A were
prepared in preinoculation serum sample from each
chimp (e.g, Chimp 272, Chimp 279, and Chimp 280,
respectively). Dilutions were delivered to three tubes each
in 1-mL aliquots and snap-frozen in liquid nitrogen. Con-
centration of HBV DNA was determined in one of the
three tubes in each dilution so as to guarantee copy
numbers of HBV DNA in the other two vials that were
inoculated into chimps. These samples had been stored in
a deep freezer at —-80°C until inoculation.

Table 2 shows the measured HBV DNA concentra-
tions in 1-in-10 dilutions of inoculum II (genotype A). The
quantitative HBV DNA results starting from 2.6 x 10°
copies per mL in the undiluted sample varied between
2.0x10° to 2.3x10°% 2.0x10% to 2.4x10% 1.6x10° to
2.0 x 103, and 1.7 x 10? to 2.8 x 10? copies per mL, respec-
tively, in the 1:10, 1:10% 1:10%, and 1:10° dilutions. These
quantitative results are an indication of the accuracy of
the dilution and assay procedure. On the premise that
dilutions beyond 1:10* had been performed properly,
further dilutions to 1:10° and 1:10° would have contained
16 to 28 and 1.6 to 2.8 HBV DNA copies per mL (ranges
estimated by variations of HBV DNA measurements in
lower dilutions), respectively, aithough they were below
the detection limit of the PCR method used.

Likewise, serial 1-in-10 dilutions of inoculum IV
(genotype C) were prepared in the plasma sample from
Chimp 269 and Chimp 285. HBV DNA in 3.0x 10f,
3.5%x10° to 3.8x10% 3.6x10* to 3.9x10% 3.6x10% to
4.6 x 103, and 4.3 x 10? to 4.6 x 10? copies per mL were
detected in the original serum samples at 1:10, 1:10%, 1:10%,
and 1:10* dilutions thereof, respectively (Table 3). Thus,
further experiments were performed on the assumption
that serial dilutions of 1:10° and 1:10° of inoculum IV
would have contained 35 to 46 and 3.5 to 4.6 HBV DNA
copies per mL, respectively.

Determination of the minimum copy number
required for transmission of HBV genotype A or
genotype C to chimpanzees
When Chimp 272 and Chimp 279 were inoculated intra-
venously with 1.0 mL of inoculum II diluted 1:10° (equiva-
lent to 1.6 to 2.8 copies of HBV DNA in an in vitro assay),
HBV infection did not develop in either of them during
monitoring for 119 days (17 weeks) and thereafter.
Chimp 279 was then rechallenged with 1.0 mL of inocu-
lum II diluted 1:10° (equivalent to 16-28 copies). He then
became infected and developed HBV DNA in his serum
55 days (8 weeks) after the inoculation. Chimp 280 was
also inoculated intravenously with 1.0 mL of inoculum II
diluted 1:10° (equivalent to 16 to 28 copies of HBV DNA).
He developed HBV DNA in the circulation 76 days
(11 weeks) after infection. In view of the incubation period
of 55 to 76 days (8-11 weeks) for 1:10° dilution of inocu-
lum 1I, HBV infection would probably not have occurred
in chimps who received 1:10° dilution if they had been
followed longer than 119 days (17 weeks).

Chimp 269 and Chimp 285 were inoculated with
1.0 mL of inoculum IV diluted 1:10° (equivalent to 3.5-4.6
copies of HBV DNA in an in vitro assay). During follow-up

TABLE 2. Quantification of HBV DNA in serial 1-in-10 dilutions of the standard serum for HBV genotype A
] (inoculum I)*

Serial dilutions in preinoculation serum samples of each chimpanzee

Chimpanzee Undiluted 1:10 1:10° 1:10° 1:104 1:10% 1:10°
272 26x 108 23x10° 20x10* 20x10° 1.7 x 10% Not done <100
279 2.6 x 10° 2.0x%x10° 24 x10* 20x10° 2.4 x 102 <100 <100
280 2.6x10° 2.3x10° 2.3x10% 1.6x10° Not done

2.8 x 102 <100

* Data are reported as copies per mL.

TABLE 3. Quantification of HBV DNA in serial 1-in-10 dilutions of the standard serum for HBV genotype C
(inoculum v)*

Serial dilutions in preinoculation serum of each chimpanzee

Chimpanzees Undiluted 1:10 1:10? 1:10° 1:10¢ 1:10° 1:10°
Chimp 269 3.0x10° 3.8x10° 3.9x10* 36x10° 4.6x10? <100 <100
Chimp 285 3.0x 108 3.5x10° 3.6x10% 46x10° 4.3 x 107 <100 <100

* Data are reported as copies per mL.
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for 112 days (16 weeks), however, no HBV infection
occurred in either of them. Subsequently, they were
rechallenged with 1.0 mL of inoculum IV diluted 1:10°
(equivalent to 35-46 copies of HBV DNA) 17 weeks after
the initial inoculation. They developed HBV DNA in the
circulation 35 and 50 days thereafter, respectively, indicat-
ing that both of them were infected. Therefore, the
50 percent chimp infectious dose (CIDso) for both geno-
type A and genotype C lies between the lowest infectious
dose of approximately 30 copies and the subinfectious
dose of approximately 3 copies or at approximately 10
HBV DNA copies.

HBV infection resolved in all six chimps and they
never became carriers. Within a few weeks after the peak

MINIMUM INFECTIOUS DOSE OF HBV AND GENOTYPE

HBV DNA titer was reached, serum levels of transaminase
increased slightly, within 3 times the upper limit of
normal.

Replication velocity of HBV DNA in the preacute
phase of infection

Doubling time and logarithmic time of HBV genotype A
Figure 2A illustrates the appearance of HBV genotype A in
the circulation, when HBV DNA reached more than 10?
copies per mL, as well as its early dynamics in Chimp 246,
Chimp 279, and Chimp 280 during the preacute phase of
exponential replication. HBV DNA emerged in the circu-
lation earlier in Chimp 246 than the other two chimps, but

(A) Genotype A (B) Genotype C
10‘0 T r i - - : ) " E 1010
: : ! e Chimp-246 . i@ Chimp-272
109 ; a (8.9 10% copies) | g1 (2.7x1oscopias)E 109
: | Chimp-279 _ lo Chimp-269 )E
f : (~10 copies) ' ' {~10 copies)
108 : > Chi 10°
. Chimp-280 ;> Chimp-285
= © (~10 copies) r
E 10;' s o . I
]
g
q 10°
§
5 10°
7]
£
4
g 10
a
>
3
% 10
102 ;
i
100 }'ri?.«;‘i S e e e R it |? ft e e e e 100

112 140

0

28 56 84 112

Days after the Inocutation

Fig. 2. Log-linear increase of HBV DNA in the circulation of chimpanzees during the early exponential replication phase. (A)
Dynamics in the early ramp-up phase of viral DNA for three chimps inoculated with HBV genotype A: one chimp (Chimp 246)
received 1 mL of human plasma containing 6.9 x 10° copies and the other two chimps (Chimps 279 and 280) received 1 mLof a
100,000 dilution of chimp plasma taken in the HBsAg ramp-up phase just before appearance of anti-HBc, which dilution contains
a measured amount of 16 to 28 copies. (B) Graph summarizes the viral load dynamics for three chimpanzees inoculated with HBV
genotype C: one chimp (Chimp 272) received 5 mL of human plasma with 2.7 x 10° copies of HBV DNA and the two other chimps
(Chimps 269 and 285) received a measured amount of 35 to 46 copies (1:100,000 dilution) of preacute-phase chimpanzee plasma.
Shaded areas are below the detection limit of NAT (<100 copies/mL). Only the phase of exponential replication is shown, and HBV
DNA decreased after it reached peak values of 5.7 x 10° to 2.8 x 10° copies per mL in three chimps ineculated with HBV genotype A
and 1.1 x 107 to 4.6 x 10° copies per mL in three chimps inoculated with HBV genotype C.
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this animal had received more than a
1000-fold larger amount of copies of

TABLE 4. Estimated doubling times and logarithmic times for HBV
genotypes A and C with log-linear and growth-curve analysis

HBYV than the other two chimps. Despite
the 1000-fold higher infectious dose,

Doubling time

Logarithmic time y =a xexp(b x x)

. X Genotype days days a b R?

the log-linear increase of HBV DNA Genot;lze y (days) (days)

in Chimp 246 was the same as in Chimp 246 2.71 9.01 0.8491  0.2556  0.997

Chimp 279, who had received the mini- Chimp 279 3.05 10.14 0.0015 0.2271 0.998

mum infectious dose. In Chimp 246, s ;rztr;m:ezgo 4.43 14.73 0.0022  0.1563  0.999

HBV DNA replicated exponentially from Chimp 272 1.68 558 0.2074 0413 0.998

21 to 97days (3-13 weeks) until it Chimp 269 1.79 5.96 0.0002  0.3863  0.999
Chimp 285 25 8.31 0.0008 02771  0.997

peaked and then declined. Even though

the same minimum infectious dose
of HBV was inoculated, Chimp

279 developed detectable HBV DNA
about 21 days (3 weeks) earlier than

TABLE 5. Comparing the replication velocity of HBV DNA between the
two genotypes estimated by a growth curve

Chimp 280, in whom HBV replicated

. ] : iff i
slightly slower. Despite differences in Genotype

Doubling time
{95% Cl), days

y=axexp(bxx)
b (95% C)

Logarithmic time
(95% Cl), days a*

p Value

HBV doses and individual variation, the
replication velocity was constant for c

A 3.44 (2.64-4.80) 11.42 (8.80-16.26) 2.295 0.2017 (0.14-0.26)
1.9 (1.63-2.27)

<0.01

6.3 (5.41-7.54) 2299 0.3654 (0.31-0.43)

HBV genotype A in the preacute phase
of infection, before innate immune

* To evaluate the difference of “b" (that is, slope) between the two genotypes, the growth
curve model is assuming that “a" is identical.’®

responses of the host developed, while
the virus replicated at an exponential
rate. The doubling time and the loga-
rithmic time, in the early exponential viral replication
phase, were calculated to be 2.7 to 4.4 and 9.0 to 14.7 days,
respectively (see Table 4).

Doubiing time and logarithmic time of HBV genotype C
The replication velocity in the preacute phase of infection
in chimpanzees inoculated with genotype C inocula was
faster than in the chimps infected with HBV of genotype A
(Fig. 2B). Again, slight variation in log-linear increase of
HBV DNA was found, and HBV DNA appeared in serum
earlier in Chimp 272 who was inoculated with a 100,000-
fold higher infectious dose than was administered to
Chimps 269 and 285. As seen in the chimps inoculated
with HBV genotype A, HBV genotype C increased in a log-
linear fashion in the absence of host immune responses.
Doubling times of HBV DNA in the circulation of
Chimp 272, Chimp 269, and Chimp 285 were calculated to
be 1.7 to 2.5 days and logarithmic times were 5.6 to
8.3 days as determined with the regression formula shown
in Table 4.

When comparing the replication velocity of HBV DNA
between the two genotypes estimated by a growth curve,
the difference was significant (p < 0.01, Table 5). That is,
the doubling time of replications of HBV DNA with geno-
type A was estimated to be 3.44 days (95% confidence
interval [CI], 2.64-4.89 days) and the logarithmic time was
estimated to be 11.42 days (95% CI, 8.80-16.26 days). By
contrast, those with HBV genotype C were estimated to be
1.90 days (95% CI, 1.63-2.27 days) and 6.30 days (95% CI,
5.41-7.54 days), respectively.

6 TRANSFUSION Volume **, ** **

TABLE 6. Window periods before HBV DNA and
HBsAg developed in the circulation of
chimpanzees inoculated with the minimum
infectious dose of genotype A or genotype C

Chimp Markers of HBV infection
HBV inoculated  infected HBV DNA (days) HBsAg (days)
Genotype A 279 55 69
280 76 97
Genotype C 269 35 50
285 50 64

Window periods of HBV DNA and HBsAg in
chimpanzees inoculated with the minimum
infectious dose of HBV

After inoculation, the time before HBV DNA becomes
detectable in the circulation by the single-sample NAT
(with a sensitivity of 10? copies/mL) and the time before
HBsAg was detected by CLIA after inoculation are listed in
Table 6. The HBV DNA (<100 copies/mL) NAT window was
55 and 76 days, respectively, in Chimp 279 and Chimp 280
inoculated with the lowest infectious dose of HBV genoty-
pe A (approx. 30 copies). These NAT window periods were
longer than the 35 and 50 days, respectively, found in
Chimp 269 and Chimp 285 inoculated with the lowest
infectious amounts of HBV genotype C (approx. 30
copies). Likewise, the HBsAg window was longer in
Chimp 279 and Chimp 280 infected with genotype A
than in Chimp 269 and Chimp 285 infected with geno-
type C (69 and 97 days, respectively, vs. 50 and 64 days,
respectively).
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DISCUSSION

Animal models sensitive to human hepatitis viruses offer
robust advantages in obtaining basic data of viral infec-
tivity.! By experimental infection of chimps with HCV,
we have been able to determine the minimum infectious
dose of HCV required for establishing infection.'®'¢ The
doubling time of HCV was determined to be 6.3 to
8.6 hours in two chimps inoculated with the minimum
infectious dose of approximately 10 copies of HCV RNA.
During the first 5 days after inoculation, HCV RNA did
not increase above the NAT detection limit of 10? copies
per mL in the circulation.'® It would not be possible to
detect HCV infection during the initial few days after
exposure, even if 1-mL samples were used for individual
NAT.

In this study, we have determined the minimum
infectious dose for two standardized inocula containing
defined copy numbers of HBV DNA. They were plasma
passages of HBV in chimps harvested during the preacute
phase of infection and had been processed with the
utmost care for maintaining infectious activity. The
minimum infectious dose of HBV or the dose where
50 percent of the chimps would be infected lies between
1-in-1 million and 1-in-100,000 dilution of the original
inocula and is estimated to be of the order of 10 copies, as
was the case for HCV.'> On the basis of HBV DNA concen-
trations measured in serial dilutions of inocula (Tables 2
and 3), the minimum infectious dose can be determined
to be 16 to 28 copies for HBV genotype A and 35 to 46
copies for HBV genotype C.

There are two definitions of the minimum infectious
dose of HBV. Theoretically, it is a single copy of HBV. Not all
HBV virions entering the circulation of recipients,
however, will succeed in reaching hepatocytes, because
some of them are phagocytized by circulating macroph-
ages and Kupffer cells in the sinusoids of the liver. In a
mathematical window-phase risk model, Weusten and
colleagues® have proposed a minimum infectious dose
approximately 10 copies of HBV, on the basis of the
CIDs.1"1 Recently the inocula derived from chronic
HBV carriers used in older chimpanzee studies'’'®
were requantified by Hsia and coworkers® with real-time
TagMan PCR. The estimated HBV copy number per CIDs,
(geq) was 169 for genotype A adw, 78 for genotype D ayw,
and 3 for genotype C adr, calculated by mathematical
division, respectively. These viral load data, performed on
cryopreserved aliquots from an inocula derived from a
chronic HBV carrier (i.e., HBsAg- and anti-HBc-positive),
were derived retrospectively several decades after the
chimp titration studies. These results are different from
the results obtained in our study, where the inocula was
derived from the early ramp-up phase of viremia (HBsAg
is positive but anti-HBc is negative) and the chimp titra-
tion and viral load analyses were performed prospectively.

MINIMUM INFECTIOUS DOSE OF HBV AND GENOTYPE

Hence, the minimum infectious dose defined as a single
copy, proposed on a theoretical basis, would deserve
revisiting in practical HBV infections. The window period
of HBV infection changes with the size of the inoculum.
The more copies of HBV inoculated therefore the shorter
the incubation period in experimental transmission
studies in chimps.!* An inverse correlation is reported,
also, between time before HBsAg appears in serum and
the HBV dose in human beings.?! In accordance with these
reports, we also found that the NAT window was shorter in
chimps receiving larger sizes of inocula both for geno-
types A and C (Fig. 2). The NAT (<100 copies/mL) window
period was approximately 1 week with an inoculum of
2.7 x 10% copies of genotype C, approximately 3 weeks
with 6.9 x 10* copies of genotype A, 5 to 7 weeks when
inoculating 35 to 46 copies of genotype C, and 8 to
11 weeks when inoculating 16 to 28 copies of HBV geno-
type A, while no infection was observed during 16 to
17 weeks of observation with an inocula of approximately
3 copies of genotype A or B. Theoretically, HBV infection
might have become detectable after 17 weeks, but this is
unlikely when extrapolating the data above. Inoculation
with HBV in large amounts, as happens with transfusion
with HBsAg-positive blood units, has been largely
excluded since introduction of HBsAg testing in 1972.
Barker and Murray®' have shown that inoculation of lower
infectious doses of HBV in the range of 10 to 107 diluted
icteric plasma no longer caused clinical hepatitis in
healthy individuals, while infection still occurred with up
to a 10° diluted inoculum, as detected by an HBsAg
complement fixation test. Our study showed that HBV
DNA levels increase 6.5 x 10° to 2.2 x 10° copies per mL at
the time of the first HBsAg-reactive sample in six chim-
panzees in whom blood samples were taken at intervals of
2 to 7 days. These amounts are enough to cause clinical
hepatitis B.*! Indeed, Satake and coworkers® found that
transmission of 5,000 to 50,000 copies of HBV by blood
components with a low viral load in the pre-MP-NAT
window phase could cause clinical hepatitis B.
Transfusion-transmitted HBV after introduction of
individual-donation or smalil-pool NAT (<10) is still pos-
sible, but would involve relatively low infectious doses of
HBV of approximately 10 to 100 CIDs,.

In the chimps inoculated with approximately 30
copies of HBV, the NAT window was determined by
individual-donation NAT having a sensitivity of 10° copies
per mL, while the HBsAg window was established by CLIA
with the highest sensitivity presently available.>!? The NAT
window was 55 to 76 days and HBsAg window was 69 to
97 days, respectively, in Chimp 279 and Chimp 280 who
had been inoculated with approximately 30 copies of
HBV genotype A. In contrast, the NAT window was 35 to
50 days and the HBsAg window was 50 to 64 days, respec-
tively, for Chimp 269 and Chimp 285 inoculated with
approximately 30 copies of HBV genotype C. Thus, neither
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the NAT nor the HBsAg window phases overlapped
between minimum-dose infections of HBV genotypes A
and C; they were longer for genotype A than genotype C. It
may be that the NAT window is longer for genotype A,
prevalent in Western countries, than genotype C common
in Japan. It cannot be excluded, however, that the results
observed in our inoculation studies with a limited number
of chimpanzees were influenced by the host rather than
the genotype of the virus. The duration of the NAT and
HBsAg windows are influenced at least by three factors: 1)
the infectious dose, 2) individual variation among recipi-
ents, and 3) distinct HBV genotypes.

We found the replication velocity of HBV in the
preacute phase of infection remarkably different between
genotypes A and C. From three chimps infected with HBV
genotype A, the doubling time was estimated to be
3.44 days (95% CI, 2.64-4.89 days) and thelogarithmic time
11.42 days (95% CI, 8.80-16.26 days). From three chimps
‘infected with HBV genotype C, the doubling time was esti-
mated to be 1.90 days (95% CI, 1.63-2.27 days), and the
logarithmic time 6.30 days (95% CI, 5.41-7.54 days). Alsoin
chimeric mice with the liver replaced by human hepato-
cytes, genotype A was found to replicate much slower than
genotype C in the initial weeks of HBV infection.”

The replication velocity of HBV in the circulation,
indicated by the viral doubling time, is an important factor
when calculating the window-period reduction provided
by NAT screening systems. Biswas and colleagues® calcu-
lated a doubling time of 2.56 days (95% Cl, 2.24-2.97 days)
based on a seroconversion panel of 23 HBV infections.
Yoshikawa et al.! followed 93 donors in preacute phase
HBV infections who had been identified by the routine
NAT screening program on 50-MPs at JRC Blood Centers.
They estimated a median doubling time of HBV at 2.6 days
(range: 1.3-15.2).

Kleinman and Busch’ have assessed the HBsAg
window period based on the HBV doubling time of 2.56
days documented by Biswas and colleagues.® They esti-
mated an HBsAg window at 38.3 days (95% CI, 33.0-
43.7 days) by the CLIA HBsAg seroconversion point at a
concentration of 1650 copies per mL, while Minegishi and
coworkers!? determined the HBsAg seroconversion point
at 2100 copies per mL. We found the HBsAg seroconver-
sion with AXSYM occurred when the HBV DNA concen-
tration reached a level of 6.5x10% to 2.2x10° in six
chimpanzees. The differences in HBV levels at HBsAg
seroconversion in CLIA may be related to the genotype,
but also could reflect differences in the calibration of HBV
quantitative assays in genome copies.

It is not known if the chimpanzee model is as suscep-
tible for HBV infection as human beings. As a result, the
minimum dose of HBV for transmitting infection to man
is, in fact, not precisely known. Nevertheless, a minimum
human infectious dose of approximately 10 HBV DNA
copies, as indicated by our chimpanzee infectivity experi-
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ments, seems a reasonable assumption for modeling the
HBV transmission risk in the pre-HBV-NAT window
period.
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CLIA : chemiluminescent immunoassay (Y6 RIEHE).

EIA : enzyme immunoassay (BE Rigek).

CLEIA : chemiluminescent enzyme immunoassay (S 6B F RHEE).
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(3) 3.200mIU/ml DB % S5 EHFROEW 1
ml + BAEFHFIRE 4 ml) LT 640 mIU/ml
OHER (5 ml) 2B L 72,
(4) LT, R 2EHRRBRY 2R L 7.
(2.5ml+2.5ml) &% :0, 10, 20, 40,
80, 160, 320, 640(mIU/ml).
3. M HBs MBFBAEF v b
PLHBs ikl ICERA L= ¥ v ME, RITF
L8 THA. MEXEBREIZOE IENE
TfTo 7z,

B R

H1iE&Fy b TOH HBs MAEENEREGH
RRIIRBEOPERRETHE. WThoFy b d
HEEEE N (0~640 mIU/ml) THIFE L e
BRICBVTHFICRTFLEREIRZ LR (!
=0.98~100). L»L, ¥v b #7 L #8 CWHE
BOBENEFREFNLT, BXU056 EHETH
510050 2R/EIAONI, £ T,
WERELXEEL, ThOoOEREE 21T LD
fo. TCTOMNEKRMEE T, EREOHBRE
(AR L HEEDt s, RBELICEHELE

NOZEHLIMEOZ L THA. LichioTHME
Bt RonfEIX 100 & %2 5,

2R LX), #l~#60F v PTlEB
BEZ 120 FBONBERELRLTVEA, E1
DEREPOTFREINZZEIIC, Fy 47, #8380
MNEREIZFNEFN169.2B L5011 THDY,
100 26 DTRBENKEDIL o2, 2B WHO ®
CDC 2HRPE LT\ 5, HBV REFHHICER 2R
EHEBOERELEZ 5N5 10mIU/ml DIKIBE
BBV EHEERLEL-LZS, H2IIR
L7z [MERME] ERSHEBLTWS Z LR
Shiz, ToL) HUEERBEOREICDONWT,
EFNENDOA—H—LBBLIER, UTOER
WCELE #7TCBWTRFy V2 RET I RO
MEHIC, WHO BB ER & O HBs Hith & i
WKLTWwWhPro 7z LBFERETHI EHRSN
2. FCCHEH/ Xy FERRSH, £hE
Bl CiERRE 1172 Lo (RE
FF—%)., T H8IBVWTKR, REOEREIR
THTHSHH, WHO ERZEERZHWTREL
2T, BHEOKR, SRREH884 LR
T (RBERF—F, ZBIOFy FIBRE-HE
BEHFEFTH5).

 EE

HERNICEBIT 5P HBs Flik i o RRICIHE,
BEBICEL D [BH] £RE, EIA(enzyme im-
munoassay), CLIA (chemiluminescent immuno-

EEPRHZE vol.52 no.l 20084 1A

— 115 —



