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Abstract
Background: Hepatitis E virus (HEV) is a pathogen of emerging concern in industrialized countries. The
consumption of wild boar meat has been identified as one risk factor for autochthonous HEV infections. Only
limited information is available about thermal stability of HEV, mainly due to the lack of rapid and efficient cell
culture systems for measurement of HEV infectivity.
Methods: A molecular biological method was implemented in order to distinguish disassembled from intact viral
particles using RNase treatment followed by quantitative real-time RT-PCR. The method was applied to a wild boar
liver suspension containing HEV genotype 3.
Results: Time-course analyses indicated that the decline of protected RNA could be described by a biphasic model
with an initial decrease followed by a stationary phase. The stationary phase was reached after 1 hour at 4°C, 3
days at 22°C and 7 days at 37°C with log reductions of 0.34, 0.45 and 1.24, respectively. Protected RNA was
detectable until the end of the experiments at day 50 or 70. Heat exposure for 1 minute resulted in a log
reduction of 0.48 at 70°C and increased with higher temperatures to 3.67 at 95°C. Although HEV infectivity titration
by inoculation of the liver suspension onto three cell lines did not succeed, the results of the RNase-based method
are in accordance with published cell culture-based data.
Conclusions: Measurement of intact viral particles using the RNase-based method may provide data on the
stability of RNA viruses when cell culture-based infectivity titrations are not efficient or not available. The method
enables processing of large sample numbers and may be suitable to estimate stability of HEV in different types of
food.
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Background
The hepatitis E virus (HEV) is classified as the only
member of the genus Hepevirus, which is subdivided
into four genotypes (GT) and the avian HEV strains.
Recently, a novel hepatitis E-like virus has been detected
in faeces of wild rats [1]. HEV is a non-enveloped icosahedral sphere of about 27 to 34 nm in diameter. Its genome consists of positive-sense single-stranded RNA of
about 7.2 kb in length and contains three open reading
frames (ORFs) [2-4]. ORF2 encodes the only capsid protein, forming the virus particle, whose atomic structure
has been solved recently [5].
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HEV is one of the leading causes of human acute viral
hepatitis in Asia, the Middle East and Africa. In industrialized countries, this virus has recently been recognized as a pathogen of emerging concern [3,6]. Hepatitis
E is characterized by a self-limiting jaundice of varying
severity, which is hard to distinguish from other viral
hepatitis infections and is often accompanied by unspecific symptoms like fever, headache and pain of the
upper abdomen. Although the case-fatality rate of hepatitis E is low in the general population (0.5 to 3%), rates
of up to 20% have been observed for pregnant women
[7-9]. HEV is mainly transmitted via the faecal-oral
route by contaminated drinking water or food. However,
in industrialized countries, zoonotic transmission is suspected to be responsible for the increasing number of
autochthonous cases, with wild boars and pigs regarded
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as the main virus reservoirs [10-13]. Reports on human
hepatitis E cases after consumption of uncooked meat
from wild boar or deer strengthened the hypothesis of a
zoonotic transmission [14-16]. Recently, the consumption of wild boar meat has been identified as one risk
factor for autochthonous HEV infections [6,9].
Only limited information is available about the heat
stability of HEV, mainly due to the lack of an efficient,
rapid and sensitive cell culture system. For all of the tissue culture systems for HEV published so far, a relatively high amount of virus is needed for successful
infection, virus replication proceeds slowly and cytopathic effects are only rarely visible [4,17-19]. A first
study showed that infection of A549 cells was prevented
by heating of an HEV-containing cell suspension at 56°
C for 30 minutes [20]. Using HepG2/C3A cells and an
immunofluorescence assay for quantification of infective
viruses, the thermal stability of HEV GT1 and GT2
strains was investigated in more detail: GT1 was nearly
completely inactivated at temperatures between 56°C
and 60°C for one hour, whereas GT2 turned out to be
more resistant since only about 80% was inactivated at
60°C after one hour [21]. Time-course analyses showed
that about 95% of GT1 was inactivated within the first
15 minutes at 56°C although remaining infectious virus
was still detectable after one hour at this temperature
[21]. Another study using PLC/PRF/5 cells showed that
heating of a GT3-containing stool sample at 25°C or at
56°C for 30 minutes did not influence the infectivity in
opposite to heating at 70°C or 95°C for ten minutes. At
95°C even one minute was sufficient to prevent the
growth of the virus [19]. By monitoring of seroconversion of pigs experimentally inoculated with an HEV
GT3-containing liver suspension it was shown that incubation at 56°C for one hour did not affect infectivity,
whereas the suspension was no longer infective after
heating at 191°C (internal temperature of 71°C) or
above 100°C each for five minutes [22]. Yunoki et al.
showed that proteins or magnesium may act as stabilizers, which can increase heat stability of HEV [23].
The objective of this study was to gain more detailed
data about heat stability of HEV with regard to the
kinetics of inactivation, the temperatures needed for
complete inactivation and the influence of long-term
storage at different temperatures. A wild boar liver suspension containing well characterized HEV GT3 [13]
was selected for the experiments because of the mentioned assumptions about HEV transmission via wild
boar meat to humans. Due to the challenges associated
with an efficient cell culture system, a molecular biological approach was implemented. This approach employs
an RNase treatment of the heated samples to remove
any viral RNA released from disintegrated particles followed by quantification of the remaining RNA using
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real-time RT-PCR. Similar methods have been already
published for differentiation between intact and disintegrated particles of hepatitis A virus, poliovirus, feline
calicivirus and norovirus [24,25]. The novel approach
may be suitable for application of larger sample numbers, e.g. to estimate the stability of HEV in different
types of food, which is needed for further risk assessment of HEV transmission by food.

Methods
Viral stock preparation

A wild boar liver containing the genotype 3i HEV isolate
wbGER27 [13], which had previously been shown to be
closely related to an HEV isolate from a human hepatitis
E case, was used in all experiments. The liver was thoroughly grinded in a mortar together with sterile sea
sand and phosphate buffered saline (PBS, pH 7.4). After
centrifugation at 3, 000 × g for 15 minutes, the supernatant was filtered through 0.2 μm and aliquots of the
liver suspension were stored at -80°C until use. Analysis
by quantitative real-time RT-PCR (see below) revealed 5
× 108 genome equivalents (GE) per ml in the liver suspension. Treatment with RNase A (see below) prior to
RNA extraction resulted in 3 × 107 GE/ml corresponding to intact viral particles in the liver suspension.
Exposure of the virus suspension to different
temperatures

The liver suspension was thawed at room temperature
and 100 μl aliquots were transferred to 1.5 ml Eppendorf-tubes, which were subsequently incubated in a
heating block (Thermomixer comfort, Eppendorf, Hamburg, Germany) at temperatures between 56°C and 95°C
for different time periods. For incubation at 4°C the aliquots were stored in the fridge (Liebherr, Ochsenhausen, Germany). A temperature of 37°C was ensured in
an incubator (WTB Binder, Tuttlingen, Germany), while
other aliquots were stored on the bench at room temperature (22°C). At each time-point, three replicates
were removed and immediately frozen at -80°C. Aliquots
frozen immediately without any RNase treatment and
aliquots treated with RNase A but without previous heat
treatment served as controls; water was used as negative
control.
RNase treatment and nucleic acid extraction

The RNase treatment is based on a protocol originally
developed for noroviruses by Mormann et al., 2010 [24].
Briefly, 3.5 μl of RNase A (7000 units/ml, Qiagen, Hilden, Germany) diluted 1:10 with nuclease-free water
was added to each sample and incubated at 37°C for
one hour resulting in the degradation of free RNA
released from disassembled viral particles during heat
treatment. Thereafter, RNase A activity was inhibited by
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the addition of 18 units of QIAGEN RNase Inhibitor
(Qiagen, Hilden, Germany) followed by an incubation at
room temperature for 30 minutes. The RNA of the sample was isolated using the QIAamp Viral RNA Mini Kit
(Qiagen, Hilden, Germany) according to the manufacturer’s instructions. Finally, 50 units of Protector RNase
Inhibitor (Roche Diagnostics, Mannheim, Germany) were
added to the isolated RNA before an additional incubation step at room temperature for 30 minutes was
applied. After this procedure, no residual RNase activity
was detectable by the RNaseAlert Lab Test Kit (Applied
Biosystems, Darmstadt, Germany). The isolated RNA was
stored at -80°C until real-time RT-PCR analysis. After
each experiment, the bench and the pipettes were thoroughly cleaned using RNase AWAY (Carl Roth, Karlsruhe, Germany) in order to eliminate any residual RNase.
Quantitative real-time RT-PCR

For quantification of HEV RNA, in vitro transcribed
RNA standards were prepared for generation of an
external standard curve. Briefly, the complete region of
ORF3, which partially overlaps with ORF2, was amplified by RT-PCR from the liver suspension using primers
5’-AGC GTC TAG AAT GAA TAA CAT GTY YTG
TGC-3’ and 5’-GAC ATC TAG ATC AAC GGC GCA
GCC CCA GCT-3’ and subsequently cloned into the
vector pCR4 TOPO (Invitrogen, Karlsruhe, Germany).
This vector contains M13 priming sites before and after
a T7 promoter site attached to the insert. After confirmation of the sequence of the insert by DNA sequencing, a fragment containing the T7 promoter together
with the ORF3 sequence was amplified by PCR with the
universal M13 primers and the TaKaRa Ex Taq (Takara
Bio Europe S.A.S., Saint-Germain-en-Laye, France). The
resulting PCR product of 534 bp was purified using the
QIAquick Gel Extraction Kit (Qiagen, Hilden, Germany). In vitro transcription was performed from the
purified PCR product using the T7 MEGAscript Kit
(Applied Biosystems, Darmstadt, Germany) according to
the manufacturer’s instructions. Thereafter, residual
DNA was removed by the addition of 4 units TURBO™
DNase (Applied Biosystems, Darmstadt, Germany) followed by an incubation at 37°C for 30 minutes. The
High Pure RNA Isolation Kit (Roche Diagnostics, Mannheim, Germany) was used for purification of the in
vitro transcribed RNA essentially as recommended by
the manufacturer; however, DNase I was not diluted
before use. The absence of residual DNA was confirmed
by a real-time PCR as described below, but by omitting
reverse transcription. RNA was quantified by photometric measurement using the NanoDrop 1000 (Thermo
Scientific, Wilmington, USA) and molecule numbers
were calculated according to Fronhoffs et al., 2002 [26].
The real-time RT-PCR targeting a region of the ORF2/
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ORF3 junction of the HEV genome was performed as
previously described [27] using the QuantiTect Probe
RT-PCR Kit (Qiagen, Hilden, Germany). Briefly, the reaction mixture contains 10 μl of 2 × QuantiTect Probe RTPCR Master Mix, 0.2 μl of Enzyme RT-Mix, the primers
JVHEVF (5’-GGTGGTTTCTGGGGTGAC-3’) and
JVHEVR (5’-AGGGGTTGGTTGGATGAA-3’) in a final
concentration of 500 nM and the probe JVHEVP (5’FAM-TGATTCTCAGCCCTTCGC-BHQ-3’) in a final
concentration of 100 nM filled up with nuclease-free
water to a volume of 15 μl. Five μl of the sample or the
RNA standards were added to the reaction mixture to a
final volume of 20 μl. The reverse transcription proceeded at 50°C for 30 minutes, before an initial incubation at 95°C for 15 minutes followed by 45 cycles at 94°C
for ten seconds, at 55°C for 20 seconds and at 72°C for
one minute in an ABI PRISM 7500 cycler (Applied Biosystems, Foster City, USA). The threshold cycle (CT) was
automatically calculated by the 7500 Software Version
2.0.1 (Applied Biosystems, Foster City, USA).
Data analysis and statistics

The CT values of the tenfold serial dilutions from the in
vitro transcribed RNA stock solution were determined
and an external standard curve was generated by plotting the logarithmic concentration against these CT
values. Each sample was analysed in triplicate. Linear
regression analysis was then used for calculation of the
number of GE present in the samples. Results designated as “undetermined” by the 7500 Software Version
2.0.1 (Applied Biosystems, Foster City, USA) were set
equal to the detection limit of the PCR so that the log
concentrations could be averaged and the standard
deviation (SD) could be calculated. Descriptive statistical
parameters (average, SD, 95%-confidence intervals) were
calculated using Microsoft Excel 2003. The log reduction rate was defined as the logarithm of the quotient of
the GE number of the heat treated sample and the GE
number of the aliquot without previous heat treatment.
The GE number of the liver sample without heat treatment was set as 100% for calculation of the inactivation
rate expressed in percent. The data obtained from the
long-term storage experiments were further analysed
using the “Geeraerd and Van Impe Inactivation Model
Fitting Tool” (GInaFiT) for Microsoft Excel [28] in
order to fit a mathematic model to the data.
Cell culture and immunofluorescence

Attempts to titrate infectious HEV were undertaken by
inoculation of the liver homogenate preparations on the
cell lines PLC/PRF/5, A549 and HepG2 followed by
viral antigen detection by immunofluorescence. The cell
lines were chosen according to published protocols for
propagation of HEV [4,19-21]. All cell lines were grown
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in MEM supplemented with 10% foetal bovine serum
(FBS), 1% L-glutamine, 1% non-essential amino acids
and 0.5% gentamycine at 37°C and 5% CO2 atmosphere.
The cell cultures were seeded on Lab-Tek glass chamber
slides (Nalge Nunc International, Rochester, USA) and
grown until 80% confluence. For infection, 100 μl of the
wild boar liver suspension were inoculated onto the
cells and incubated for one hour at room temperature.
Thereafter, the virus suspension was replaced by medium without antibiotics and FBS and incubated at 34.5°
C. After 24 h the supernatant was removed, medium
containing antibiotics and 5% FBS was added and incubated for additional 5 days at 34.5°C. Thereafter, the
cells were washed with PBS, fixed with acetone/methanol (1:1 v/v) at -20°C for 30 minutes and dried. A pig
serum previously shown to contain HEV-GT3-specific
antibodies using three different serological assays [10]
was added at a 1:100 dilution in PBS and incubated at
37°C for one hour. After three washings with PBS, the
secondary antibody FITC-conjugated anti-pig IgG
(Sigma, Deisenhofen, Germany) was added at a 1:500
dilution and incubated at 37°C for 30 min. The slides
were rinsed two times in PBS and one time in distilled
water, dried and fluorescent cells were analyzed in a
fluorescence microscope.
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The addition of an RNase may enable the differentiation
between intact and disintegrated viral particles. The
activity of the RNase, however, has to be inhibited
before RNA extraction is performed and a final addition
of a second RNase inhibitor should avoid any further
RNA degradation after RNA isolation. For an overview
of the applied procedure see Figure 1. In control experiments, 100 μl of in vitro transcribed RNA dilutions containing up to 1.3 × 107 GE or 100 μl of the wild boar
liver suspension previously heated at 90°C for 30 minutes were subjected to the RNase treatment procedure.
By a following real-time RT-PCR, no signal was detectable in these cases indicating that concentration and
incubation conditions of the RNase A are sufficient to
eliminate any free HEV-specific RNA present in the
sample. In order to exclude a further RNA degradation
after nucleic acid extraction, aliquots of the extracted
RNA were tested by the RNaseAlert Lab Test Kit
(Applied Biosystems, Darmstadt, Germany) demonstrating that no RNase activity was detectable. By application
of the whole procedure to the wild boar liver suspension

Heat treatment of sample

Results
Establishment of a quantitative real-time RT-PCR for HEV

For quantification of the HEV genome, RNA standards
were constructed. After cloning of the complete HEV
ORF3 into the vector pCR4 TOPO (Invitrogen, Karlsruhe,
Germany), the insert was amplified by PCR with the universal M13 primers, purified and used for in vitro transcription. The resulting RNA concentration was
determined to be 367.3 ng/μl with an OD260/280 ratio of
2.06 and an OD260/230 ratio of 2.31 indicating high purity
of the RNA. The absence of residual DNA was confirmed
by a real-time PCR without reverse transcription, which
showed a negative PCR result. A linear correlation
between CT values and the logarithmic concentration of
serial dilutions of in vitro transcribed RNA was evident in
the range between 66 and 6.6 × 109 GE per PCR assay,
with a slope of -3.7 and a regression coefficient (R2) of
0.9968. The limit of detection of this real-time RT-PCR as
determined by dilution series of the in vitro transcribed
RNA was seven GE per PCR assay. Analysis of RNA isolated from the wild boar liver suspension used in the following experiments by the quantitative real-time RT-PCR
revealed a concentration of 5 × 108 HEV GE per ml.
Implementation of an RNase-based assay for measuring
capsid-protected RNA

PCR based methods are generally not suitable for differentiation between infectious and non-infectious viruses.

RNase treatment
(RNase A, 1 h at 37°C)
RNase inhibition I
(Qiagen RNase Inhibitor,
22°C for 30 min)
RNA extraction
RNase inhibition II
(Protector RNase Inhibitor,
22°C for 30 min)
Real-time RT-PCR
Figure 1 Procedure of RNase treatment. Schematic presentation
of the procedure used for determination of heat stability of HEV
using a quantitative detection method for capsid-protected RNA.
After initial RNase treatment, the sample is subjected to two steps
of RNase inhibition in order to remove any residual RNase activity.
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used in the following experiments, a concentration of 3
× 107 RNase-protected HEV GE per ml was determined.

0.34 log10 reduction and after three days at 22°C resulting in a 0.45 log 10 reduction. At 37°C, the maximum
reduction of 1.24 log10 was reached after seven days.

Inactivation by short-term heating

In order to enable comparison with published studies
using tissue culture methods, the effect of short term
heating on HEV was analysed at previously used temperature/time combinations. After an incubation at 56°C
for 15 minutes, the amount of RNase-protected HEV
RNA decreased remarkably as compared to the
untreated control, with a reduction rate of 74.07% (-0.59
log10). The incubation of HEV at 56°C for 30 or 60 minutes, or at 60°C for 15 minutes, 30 minutes or 60 minutes led to reduction rates above 99% (-2.16 to -4.42
log10). These results are presented in Table 1 together
with results of published cell culture-based studies.
Incubation at 60°C for 90 minutes resulted in no detectable RNA (not shown).
Effect of long-term storage at different temperatures

The influence of long-term storage conditions on the
stability of HEV was tested by incubation of 100 μl aliquots of the liver suspension at 4°C, 22°C and 37°C.
Protected HEV RNA was detectable at 22°C and 37°C as
long as 50 days and at 4°C as long as 70 days, i.e. for
the entire period of the experiments. The data of these
inactivation trials could be fitted best by the biphasic
model according to Cerf (1977) using GInaFiT for
Microsoft Excel [28,29] (Figure 2A-C). As characteristic
of this model, first a decrease of the intact viruses could
be observed until a stationary phase is reached. For
determination of the time-point of the change to the
stationary phase the log concentrations of the last three
data points were used to calculate the average stationary
phase log concentration level. The associated 95%-confidence interval was then applied to classify the preceding
measurements as “belonging” or “not belonging” to the
stationary phase. If further data points had to be integrated into the calculation of the stationary phase average, the procedure was repeated until the first data
point “not belonging” to the stationary phase was
reached. Based on these calculations, the stationary
phase is reached after one hour at 4°C resulting in a

Assessment of HEV stability at different temperatures for
one minute

The liver suspension (100 μl) was incubated at 70°C, 75°
C, 80°C, 85°C, 90°C and 95°C each for one minute in triplicate (Figure 3). The exposure of HEV to 70°C for one
minute led to an average log reduction of protected
RNA of 0.48. At 75°C the reduction rate slightly
increased (-0.72 log10). Incubation at 80°C and 85°C for
one minute resulted in a 2.47-log10 and in a 2.58-log10
reduction, respectively, whereas the incubation at 90°C
for one minute led to a 3.58-log10 reduction. Finally, the
exposure of HEV to 95°C for one minute resulted in a
log reduction of 3.67. The higher variability of the determined values at temperatures higher than 75°C as
reflected by the high standard deviations (see Figure 3)
coincided with the appearance of insoluble material precipitating from the organ suspensions at these
temperatures.
Inoculation of the virus preparation on cell cultures

In order to titrate infectivity of the virus preparation
used in the RNase-based assay, attempts were undertaken to demonstrate virus infection in cell cultures.
Three types of monolayer cell cultures were inoculated
with the liver suspension and the presence of viral antigen in the cells was analyzed by immunofluorescence at
6 days after inoculation. For PLC/PRF/5 cells, fluorescence could not be quantified due to extensive background staining as assessed by comparison with a
negative control. In HepG2 cells and in A549 cells, isolated cells with a stronger staining than observed in the
negative control could be detected in the slides inoculated with the native liver suspension (not shown). However, the number of stained cells varied remarkably and
fluorescent cells were not detected in all replicates
inoculated with this preparation. A long-term infection
trial was performed by inoculation of the native liver
suspension onto the three cell lines followed by incubation at 34.5°C for 30 days. Testing of aliquots of the

Table 1 Comparison of data generated in this study and those published by other studies for HEV inactivation.
Inactivation (tissue culture assay)
Temperature

Time

Huang et al., 1999 [20]
GT1

Emerson et al., 2005 [21]
GT1
GT2

56°C

15 min

ND

95%

56°C

30 min

inactivated

99%

56°C

60 min

ND

60°C

60 min

95°C

1 min

Reduction (RNase protection assay)

Tanaka et al., 2007 [19]
GT3

This study
GT3

ND

ND

74.07%

ND

not inactivated

99.99%

99%

not inactivated

ND

99.90%

ND

96%

80%

ND

99.94%

ND

ND

ND

inactivated

99.98%
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culture supernatants using real-time RT-PCR revealed
constantly decreasing amounts of the HEV genome over
the whole duration of the experiment (data not shown).
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Figure 2 Effect of long-term storage at different temperatures
on HEV stability. An HEV-containing liver suspension was
incubated at 4°C (A), 22°C (B) or 37°C (C) for up to 70 days and
protected RNA was quantified using real-time RT-PCR. The resulting
data were used for fitting of a curve using a biphasic model
according to Cerf, 1977 (29).

Discussion
The increasing number of recorded hepatitis E cases led
to the recognition of HEV as an emerging pathogen in
industrialized countries [30]. Since many of these infections cannot be explained by importation of HEV infections from endemic regions, attention has been drawn
to alternative routes of transmission. Due to the detection of HEV strains closely related to human HEV in
wild boars and pigs, these animals are regarded as reservoirs of this virus [13,31,32]. By a case control study
performed in Germany and by investigations on foodborne hepatitis E outbreaks in Japan, a transmission
route via the consumption of wild boar meat is supported [9,14,15,33,34]. In order to provide guidelines for
prevention of such food-borne transmissions, studies
determining inactivation kinetics of HEV exposed to
heating and long-term storage are currently needed.
Most of the previous studies assessing thermal stability
of HEV are based on different cell culture systems for
the detection of infectious HEV particles [19-21,23]; and
one study used a swine bioassay [22]. Because the used
cell culture techniques and animal experiments are
sophisticated, time-consuming and relay on special facilities, studies with larger sample numbers could not be
performed and only some selected temperature/time
combinations have been tested so far. Isolation and propagation of HEV in tissue culture is difficult and dependent on the amount of virus used for inoculation
[4,19,35]. Very recently, an HEV variant, which showed
a more rapid growth in cell culture, has been isolated
from a chronically infected patient [36]; however, the
significance of this finding has to be investigated further.
In almost all studies performing animal experiments,
pigs are infected intravenously with HEV although this
kind of inoculation does not reflect the natural route of
transmission. However, pigs infected orally with HEV
need larger virus amounts [37-39]. Therefore, low
amounts of infectious virus present in the sample after
heat inactivation may not be detected using these test
systems. As no reliable cultivable surrogate for HEV is
known until now, other techniques may help to estimate
heat stability of this virus.
Recently, a molecular biological approach has been
applied successfully for the assessment of the stability of
noroviruses during technical processes [24]. Similar
approaches have been used for stability studies with
hepatitis A virus, poliovirus type 1 and feline calicivirus
[25,40]. In these approaches, remaining ‘intact’ viral
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Figure 3 Effect of short-term heating on HEV stability. The HEV-containing liver suspension was heated at different temperatures for one
minute, and protected RNA was quantified using real-time RT-PCR. The columns represent mean values from three independent tests.

particles present after treatment are identified by their
ability to protect the viral RNA genome from degradation. Although these ‘intact’ viruses are per se not necessarily infectious, a direct correlation between detection
of protected RNA and detection of cell-culture infectious virus has been described [41]. The major advantage of this molecular biological method is that it can be
implemented by any laboratory proficient in molecular
biological techniques and that several temperature/time
combinations can be tested. This is especially important
when information about the stability of food- or waterborne pathogens is limited and an efficient cell culture
method or animal model does not exist. The described
method may also be relevant for routine safety controls
of suspicious foods, whereas cell culture-based methods
may not be applicable for routine diagnostic. For risk
assessment analyses it might be advantageous that molecular biological techniques tend to overestimate the stability of the viruses since all particles are detected,
which protect the viral RNA from degradation, even if
these particles may no longer be infectious due to conformational changes on the surface of the capsid protein, whereas an underestimation of the viral load may
have serious consequences.
The molecular biological method described here was
attempted to be validated by using cell culture systems
described earlier [4,19-21]. However, although some
fluorescent cells were detected at 6 days after

inoculation of the native liver suspension, a quantification of infectious HEV particles in the preparation and a
convincing demonstration of virus replication in the cell
cultures were not possible. The distinct reasons for
these findings are not known, but as already described,
propagation of HEV in cell culture is difficult and relies
on a number of prerequisites, which may have missed in
these experiments. First, all of the described successful
propagation trials of HEV in cell cultures were performed with inocula containing very high HEV titres
[4,19-21]. The amount of infectious HEV present in our
sample might be too low. Second, only inoculation of
serum and faecal samples in cell cultures has been
described to result in successfully HEV propagation so
far [4,17-19]. It might be speculated that preparations of
liver tissue contain only a low proportion of HEV which
is able to infect cell cultures. Third, it is not known if
the distinct HEV strain present in our liver suspension
is capable of efficient propagation in the used cell lines.
The used strain was of the GT3 subtype i [13], for
which propagation in cell cultures has not been
described so far.
As a direct validation of our results using cell culture
experiments could not be done, we used published data
on HEV stability derived from cell culture experiments
and experimental animal inoculations for comparison.
As shown in Table 1, the results of our study using the
molecular biological approach are generally in
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accordance with that of the published studies. For example, inactivation rates between 99% and 100% have been
reported for HEV after incubation at 56°C for 30 minutes [20,21]. Using the same conditions, we determined
a reduction rate of 99.99% (-4.42 log10). Heating of HEV
at 56°C for 15 minutes resulted in an inactivation rate
of 95% [21], which is comparable with the reduction
rate of 74% (-0.59 log10) determined in our approach. At
60°C for one hour, inactivation rates of 96% and 80%
were described for HEV GT1 and GT2, respectively
[21], whereas in our experiments, 99.94% (-3.25 log10) of
HEV GT3 was inactivated under these conditions. It is
also evident from this comparison, that additional factors like the used genotype, the used virus amount and
the type of cell cultures may further influence the result.
The data of our long-term storage trials generated
with the molecular biological approach could be fitted
best by a biphasic model according to Cerf, 1977
[28,29]. The major characteristics of this model are an
initial decrease of intact viruses followed by a stationary
phase, where the virus is inactivated only very slowly.
The same model has been successfully applied previously for inactivation curves of foot-and-mouth disease
viruses [42]. Generally, relative low reduction rates were
recorded for HEV at 4°C, 22°C and 37°C, indicating that
HEV is able to survive for a long time in the environment. The maximum reduction of 1.24 log 10 was
reached after seven days at 37°C. Thereafter, the viral
load remained constant for several weeks on a relatively
high level. Similar inactivation curves showing a tailing
in the logarithmic plot were reported for murine norovirus, feline calicivirus and poliovirus exposed to different temperature and pressure conditions [43-45]. Since
an adaptation of the viruses to the different environmental conditions is not possible, the stationary phase
may reflect the heterogeneous sensitivities of the virus
particles to different temperatures [43].
For short-term heating, our data show that exposure
of HEV to 70°C for one minute resulted only in a log
reduction of 0.48. According to Koopmans and Duizer
(2004), the risk of infection for the consumer after cooking contaminated meat could be categorized as low or
negligible by a log reduction of 3 or 4, respectively [46].
Based on our data, a log reduction of 3 could be only
achieved after heating at 90°C for one minute, and incubation at 95°C for one minute was necessary for a log
reduction of about 4.

Conclusions
In summary, this study provides novel data on the thermal stability of HEV using a molecular biological
approach, which is able to differentiate between intact
and disintegrated virus particles. Although these data
show that HEV is considerable sensitive to heat, residual
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infectious virus has to be expected after most shortterm heating procedures of meat, which may explain the
documented cases of hepatitis E after consumption of
grilled wild boar meat [14-16]. Other temperature/time
combinations may be tested in further studies in order
to provide a safe procedure for preparation of meat
without the risk of HEV infection. As the type of food
and its specific processing may also influence the stability of HEV, many different parameters have to be
tested, which may be more easily analysed using the
molecular biological approach.
List of abbreviations
bp: base pairs; CT: threshold cycle; DNA: deoxyribonucleic acid; FBS: foetal
bovine serum; FITC: fluorescein isothiocyanate; GE: genome equivalents; GT:
genotype; HEV: hepatitis E virus; IgG: Immunoglobulin G; kb: kilobases; MEM:
Minimum Essential Medium; OD: optical density; ORF: open reading frame;
PBS: phosphate buffered saline; PCR: polymerase chain reaction; R2:
regression coefficient; RNA: ribonucleic acid; RT-PCR: reverse transcription
polymerase chain reaction; SD: standard deviation.
Acknowledgements
We thank Sascha Mormann (Life Science Technologies, Hochschule
Ostwestfalen-Lippe, Lemgo, Germany) for support on the RNase treatment
procedure and Anselm Lehmacher and Marcel Fiegen (Institute for Hygiene
and Environment, University of Hamburg, Hamburg, Germany) for
information about predictive models for virus inactivation. We also thank Eva
Neugebauer and Klaus Grywna (Institute of Virology, University of Bonn
Medical Centre, Bonn, Germany) for decisive advices about the preparation
of RNA standards. Furthermore, we thank Andreas Rang (Institute of
Virology, Charité, Berlin) for providing HepG2 cells. This work was funded by
the German Federal Ministry of Food, Agriculture and Consumer Protection
(BMELV) through the Federal Institute for Agriculture and Nutrition (BLE),
grant number 07HS026 and by Med-Vet-Net WP31 (contract no.: 506122).
Author details
1
Federal Institute for Risk Assessment, Diedersdorfer Weg 1, D-12277 Berlin,
Germany. 2Free University of Berlin, Faculty for Biology, Chemistry, Pharmacy,
Takusstraße 3, D-14195 Berlin, Germany. 3Robert Koch Institute, DGZ-Ring 1,
D-13086 Berlin, Germany.
Authors’ contributions
AS carried out the molecular biological methods and drafted the
manuscript. MF conducted the statistical analyses and helped by critical
reading of the manuscript. BA was included in drafting the manuscript and
critical reading. RJ was responsible for the design and conception of the
study and helped by drafting and critical reading of the manuscript. All
authors read and approved the final manuscript.
Competing interests
The authors declare that they have no competing interests.
Received: 5 July 2011 Accepted: 31 October 2011
Published: 31 October 2011
References
1. Johne R, Plenge-Bonig A, Hess M, Ulrich RG, Reetz J, Schielke A: Detection
of a novel hepatitis E-like virus in faeces of wild rats using a nested
broad-spectrum RT-PCR. J Gen Virol 2010, 91:750-758.
2. Aggarwal R, Krawczynski K: Hepatitis E: an overview and recent advances
in clinical and laboratory research. J Gastroenterol Hepatol 2000, 15:9-20.
3. Purcell RH, Emerson SU: Hepatitis E: an emerging awareness of an old
disease. J Hepatol 2008, 48:494-503.
4. Tanaka T, Takahashi M, Takahashi H, Ichiyama K, Hoshino Y, Nagashima S,
Mizuo H, Okamoto H: Development and Characterization of a Hepatitis E
Virus Genotype 4 Cell Culture System Using the HE-JF5/15F Strain

Schielke et al. Virology Journal 2011, 8:487
http://www.virologyj.com/content/8/1/487

5.

6.

7.
8.

9.

10.

11.

12.
13.

14.

15.

16.
17.

18.

19.

20.

21.
22.

23.

24.

25.

Recovered from a Fulminant Hepatitis Patient. J Clin Microbiol 2009,
47:1906-1910.
Yamashita T, Mori Y, Miyazaki N, Cheng RH, Yoshimura M, Unno H, Shima R,
Moriishi K, Tsukihara T, Li TC, Takeda N, Miyamura T, Matsuura Y: Biological
and immunological characteristics of hepatitis E virus-like particles
based on the crystal structure. Proc Natl Acad Sci USA 2009,
106:12986-12991.
Lewis HC, Wichmann O, Duizer E: Transmission routes and risk factors for
autochthonous hepatitis E virus infection in Europe: a systematic review.
Epidemiol Infect 2010, 138:145-166.
Smith JL: A review of hepatitis E virus. J Food Prot 2001, 64:572-586.
Shrestha MP, Scott RM, Joshi DM, Mammen MP Jr, Thapa GB, Thapa N,
Myint KS, Fourneau M, Kuschner RA, Shrestha SK, David MP, Seriwatana J,
Vaughn DW, Safary A, Endy TP, Innis BL: Safety and efficacy of a
recombinant hepatitis E vaccine. N Engl J Med 2007, 356:895-903.
Wichmann O, Schimanski S, Koch J, Kohler M, Rothe C, Plentz A, Jilg W,
Stark K: Phylogenetic and case-control study on hepatitis E virus
infection in Germany. J Infect Dis 2008, 198:1732-1741.
Baechlein C, Schielke A, Johne R, Ulrich RG, Baumgaertner W, Grummer B:
Prevalence of Hepatitis E virus-specific antibodies in sera of German
domestic pigs estimated by using different assays. Vet Microbiol 2010,
144(1-2):187-91.
Feagins AR, Opriessnig T, Guenette DK, Halbur PG, Meng XJ: Detection and
characterization of infectious Hepatitis E virus from commercial pig
livers sold in local grocery stores in the USA. J Gen Virol 2007, 88:912-917.
Meng XJ: Hepatitis E virus: Animal reservoirs and zoonotic risk. Vet
Microbiol 2010, 140(3-4):256-65.
Schielke A, Sachs K, Lierz M, Appel B, Jansen A, Johne R: Detection of
hepatitis E virus in wild boars of rural and urban regions in Germany
and whole genome characterization of an endemic strain. Virol J 2009,
6:58.
Li TC, Chijiwa K, Sera N, Ishibashi T, Etoh Y, Shinohara Y, Kurata Y, Ishida M,
Sakamoto S, Takeda N, Miyamura T: Hepatitis E virus transmission from
wild boar meat. Emerg Infect Dis 2005, 11:1958-1960.
Matsuda H, Okada K, Takahashi K, Mishiro S: Severe hepatitis E virus
infection after ingestion of uncooked liver from a wild boar. J Infect Dis
2003, 188:944.
Tei S, Kitajima N, Takahashi K, Mishiro S: Zoonotic transmission of hepatitis
E virus from deer to human beings. Lancet 2003, 362:371-373.
Ichiyama K, Yamada K, Tanaka T, Nagashima S, Jirintai , Takahashi M,
Okamoto H: Determination of the 5’-terminal sequence of subgenomic
RNA of hepatitis E virus strains in cultured cells. Arch Virol 2009,
154:1945-1951.
Lorenzo FR, Tanaka T, Takahashi H, Ichiyama K, Hoshino Y, Yamada K,
Inoue J, Takahashi M, Okamoto H: Mutational events during the primary
propagation and consecutive passages of hepatitis E virus strain JE031760F in cell culture. Virus Res 2008, 137:86-96.
Tanaka T, Takahashi M, Kusano E, Okamoto H: Development and
evaluation of an efficient cell-culture system for Hepatitis E virus. J Gen
Virol 2007, 88:903-911.
Huang R, Li D, Wei S, Li Q, Yuan X, Geng L, Li X, Liu M: Cell culture of
sporadic hepatitis E virus in China. Clin Diagn Lab Immunol 1999,
6:729-733.
Emerson SU, Arankalle VA, Purcell RH: Thermal stability of hepatitis E virus.
J Infect Dis 2005, 192:930-933.
Feagins AR, Opriessnig T, Guenette DK, Halbur PG, Meng XJ: Inactivation of
infectious hepatitis E virus present in commercial pig livers sold in local
grocery stores in the United States. Int J Food Microbiol 2008, 123:32-37.
Yunoki M, Yamamoto S, Tanaka H, Nishigaki H, Tanaka Y, Nishida A, AdanKubo J, Tsujikawa M, Hattori S, Urayama T, Yoshikawa M, Yamamoto I,
Hagiwara K, Ikuta K: Extent of hepatitis E virus elimination is affected by
stabilizers present in plasma products and pore size of nanofilters. Vox
Sang 2008, 95:94-100.
Mormann S, Dabisch M, Becker B: Effects of technological processes on
the tenacity and inactivation of norovirus genogroup II in
experimentally contaminated foods. Appl Environ Microbiol 2010,
76:536-545.
Nuanualsuwan S, Cliver DO: Capsid functions of inactivated human
picornaviruses and feline calicivirus. Appl Environ Microbiol 2003,
69:350-357.

Page 9 of 9

26. Fronhoffs S, Totzke G, Stier S, Wernert N, Rothe M, Bruning T, Koch B,
Sachinidis A, Vetter H, Ko Y: A method for the rapid construction of cRNA
standard curves in quantitative real-time reverse transcription
polymerase chain reaction. Mol Cell Probes 2002, 16:99-110.
27. Jothikumar N, Cromeans TL, Robertson BH, Meng XJ, Hill VR: A broadly
reactive one-step real-time RT-PCR assay for rapid and sensitive
detection of hepatitis E virus. J Virol Methods 2006, 131:65-71.
28. Geeraerd AH, Valdramidis VP, Van Impe JF: GInaFiT, a freeware tool to
assess non-log-linear microbial survivor curves. Int J Food Microbiol 2005,
102:95-105.
29. Cerf O: Tailing of survival curves of bacterial spores. J Appl Bacteriol 1977,
42:1-19.
30. Teo CG: Much meat, much malady: changing perceptions of the
epidemiology of hepatitis E. Clin Microbiol Infect 2010, 16:24-32.
31. Adlhoch C, Wolf A, Meisel H, Kaiser M, Ellerbrok H, Pauli G: High HEV
presence in four different wild boar populations in East and West
Germany. Vet Microbiol 2009, 139(3-4):270-8.
32. Yazaki Y, Mizuo H, Takahashi M, Nishizawa T, Sasaki N, Gotanda Y,
Okamoto H: Sporadic acute or fulminant hepatitis E in Hokkaido, Japan,
may be food-borne, as suggested by the presence of hepatitis E virus in
pig liver as food. J Gen Virol 2003, 84:2351-2357.
33. Masuda J, Yano K, Tamada Y, Takii Y, Ito M, Omagari K, Kohno S: Acute
hepatitis E of a man who consumed wild boar meat prior to the onset
of illness in Nagasaki, Japan. Hepatol Res 2005, 31:178-183.
34. Tamada Y, Yano K, Yatsuhashi H, Inoue O, Mawatari F, Ishibashi H:
Consumption of wild boar linked to cases of hepatitis E. J Hepatol 2004,
40:869-870.
35. Graff J, Torian U, Nguyen H, Emerson SU: A bicistronic subgenomic mRNA
encodes both the ORF2 and ORF3 proteins of hepatitis E virus. J Virol
2006, 80:5919-5926.
36. Shukla P, Nguyen HT, Torian U, Engle RE, Faulk K, Dalton HR, Bendall RP,
Keane FE, Purcell RH, Emerson SU: Cross-species infections of cultured
cells by hepatitis E virus and discovery of an infectious virus-host
recombinant. Proc Natl Acad Sci USA 2011, 108(6):2438-43.
37. Bouwknegt M, Rutjes SA, Reusken CB, Stockhofe-Zurwieden N, Frankena K,
de Jong MC, Roda Husman AM, Poel WH: The course of hepatitis E virus
infection in pigs after contact-infection and intravenous inoculation.
BMC Vet Res 2009, 5:7.
38. Casas M, Pina S, de Deus N, Peralta B, Martin M, Segales J: Pigs orally
inoculated with swine hepatitis E virus are able to infect contact
sentinels. Vet Microbiol 2009, 138(1-2):78-84.
39. Kasorndorkbua C, Guenette DK, Huang FF, Thomas PJ, Meng XJ, Halbur PG:
Routes of transmission of swine hepatitis E virus in pigs. J Clin Microbiol
2004, 42:5047-5052.
40. Jothikumar N, Cliver DO, Mariam TW: Immunomagnetic capture PCR for
rapid concentration and detection of hepatitis A virus from
environmental samples. Appl Environ Microbiol 1998, 64:504-508.
41. Bhattacharya SS, Kulka M, Lampel KA, Cebula TA, Goswami BB: Use of
reverse transcription and PCR to discriminate between infectious and
non-infectious hepatitis A virus. J Virol Methods 2004, 116:181-187.
42. Kamolsiripichaiporn S, Subharat S, Udon R, Thongtha P, Nuanualsuwan S:
Thermal inactivation of foot-and-mouth disease viruses in suspension.
Appl Environ Microbiol 2007, 73:7177-7184.
43. Buckow R, Isbarn S, Knorr D, Heinz V, Lehmacher A: Predictive model for
inactivation of feline calicivirus, a norovirus surrogate, by heat and high
hydrostatic pressure. Appl Environ Microbiol 2008, 74:1030-1038.
44. de Roda Husman AM, Lodder WJ, Rutjes SA, Schijven JF, Teunis PF: Longterm inactivation study of three enteroviruses in artificial surface and
groundwaters, using PCR and cell culture. Appl Environ Microbiol 2009,
75:1050-1057.
45. Kingsley DH, Holliman DR, Calci KR, Chen H, Flick GJ: Inactivation of a
norovirus by high-pressure processing. Appl Environ Microbiol 2007,
73:581-585.
46. Koopmans M, Duizer E: Foodborne viruses: an emerging problem. Int J
Food Microbiol 2004, 90:23-41.
doi:10.1186/1743-422X-8-487
Cite this article as: Schielke et al.: Thermal stability of hepatitis E virus
assessed by a molecular biological approach. Virology Journal 2011 8:487.

