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ABSTRACT

Porcine deltacoronavirus (PDCoV) is a newly emerging threat to the global porcine industry. PDCoV has been successfully
isolated using various medium additives including trypsin, and although we know it is important for viral replication, the
mechanism has not been fully elucidated. Here, we systematically investigated the role of trypsin in PDCoV replication
including cell entry, cell-to-cell membrane fusion and virus release. Using pseudovirus entry assays, we demonstrated
that PDCoV entry is not trypsin dependent. Furthermore, unlike porcine epidemic diarrhea virus (PEDV), in which
trypsin is important for the release of virus from infected cells, PDCoV release was not affected by trypsin. We also
demonstrated that trypsin promotes PDCoV replication by enhancing cell-to-cell membrane fusion. Most importantly,
our study illustrates two distinct spreading patterns from infected cells to uninfected cells during PDCoV transmission,
and the role of trypsin in PDCoV replication in cells with different virus spreading types. Overall, these results clarify
that trypsin promotes PDCoV replication by mediating cell-to-cell fusion transmission but is not crucial for viral entry.
This knowledge can potentially contribute to improvement of virus production efficiency in culture, not only for
vaccine preparation but also to develop antiviral treatments.
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Introduction

Porcine deltacoronavirus (PDCoV) (genus Deltacoro-
navirus; family Coronaviridae) is a newly emerging
swine pathogen [1-4]. Acute cases of PDCoV infection
exhibit watery diarrhea in sows and nursing piglets,
resulting in severe gastrointestinal disease which may
have a lethal outcome [4-6]. PDCoV poses a major
threat to the swine industry, and is currently epidemic
in several countries; first reported in Hong Kong in
2012 [7], it has since been found in the United States
[8-10], Canada [11], South Korea [12-15], mainland
China [16-19], Thailand [20-22] and Vietnam [23].
Importantly, porcine aminopeptidase N (pAPN) has
been reported to serve as a functional receptor for
PDCoV in two recent studies [24,25], and the virus
may engage APN from diverse species to facilitate its
interspecies transmission [25]. Recently, PDCoV has
been reported to successfully infect chickens and calves
[26,27]. Thus, PDCoV must be studied more exten-
sively to better understand its emergence, lifecycle,

evolution and pathogenesis in order to facilitate future
control of the virus.

Despite the many reports of PDCoV outbreaks,
very few viruses have been successfully recovered,
showing the difficulty of virus isolation [4,28].
PDCoV was first isolated in swine testicular (ST)
and LLC porcine kidney (LLC-PK) cells by adding
trypsin or pancreatin [28]. Although trypsin was
used for PDCoV isolation and propagation, its role
in the virus lifecycle remains unclear. To address
this aspect, we evaluated the importance of trypsin
for the PDCoV infection in two different cell lines
(LLC-PK and ST).

We developed a PDCoV pseudotype virus system to
investigate the impact of trypsin on viral entry. Our
findings indicate that PDCoV entry was not promoted
by trypsin. We further illustrate that virus release was
also not influenced by this protease. Our findings pro-
vide evidence that trypsin plays an important role in
PDCoV-mediated cell-to-cell membrane fusion,
which facilitates virus spread.
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Materials and methods
Cells, virus, reagent and plasmids

The ST cell line (swine testicle; ATCC CRL1746), LLC-
PK cell line (porcine kidney; ATCC CL-101),
HEK293T and HEK293 (human embryonic kidney)
cells were maintained in DMEM (Gibco, USA) with
10% foetal bovine serum (HyClone, USA). The trypsin
used in this study was purchased from Gibco
(LOT: 1968166). The HEK293-APN cell line (stably
expressing pAPN) was generated by the piggyBac
(PB) transposon system [29]. pAPN was amplified
by PCR including a FLAG tag in the forward primer
(F: CATAGAAGATTCTAGACACCATGGATTACA-
AGGACGACGATGACAAGgccaagggattctacatttc, R:
ATTTAAATTCGAATTC Cttagctgtgctctatgaacca)  and
then cloned into the pB513B vector to generate
pB513B-APN (System Biosciences, Mountain View,
USA) [29]. Then, HEK293 cells were co-transfected
with 3 pug pB513B-APN and 1 pg helper vector expres-
sing PB transposase (System Biosciences, Mountain
View, USA). Forty eight hours later, cell media were
replaced with growth media containing 1 pg/ml puro-
mycin, (Gibico, USA) and replaced every 2 days.
The PDCoV S gene was cloned into pCAGGS-HA
by the following primers with EcoR I and Xho I
(F: CTGAATTCCTCGAGATGCAGAGAGCTC, R:
AACTCGAGCTACCATTCCTTAAACTTAAAGG).
PDCoV Chinese “Hunan” strain was used as in our
previous described study [30]. PDCoV was isolated
and prepared in LLC-PK cells (less than 15 passages)
in the presence of 5 pg/ml trypsin and without foetal
bovine serum. PDCoV in the current study was pas-
saged fewer than 10 times, and titred by plaque assay
in ST cells. Briefly, when ST cells reached up to 100%
confluence, they were washed with PBS three times
and subsequently infected with PDCoV in the pres-
ence of 5pug/ml trypsin. Two hours later, the cells
were overlaid with 2% low-melting agarose and
maintained with 5 pg/ml trypsin in DMEM at 37°C
with 5% CO, for 3-4 days. The cells were then
stained with 0.5% crystal violet, and the plaques
were counted.

Pseudovirus entry assay

The PDCoV pseudovirus was produced in HEK293T
cells as previously described [31]. Briefly, HEK293T
cells were seeded in 6-well plates and when cell confl-
uency reached 30-40%, HIV-1 based luciferase repor-
ter plasmids were co-transfected (by calcium
phosphate) with the helper plasmids psPAX2
(Addgene, USA) and PDCoV-S to generate pseudo-
typed viruses. After 8 h, cells were washed with PBS
and then serum-free medium was added. The pseudo-
virus in the supernatant was collected at 48 h post-
transfection, and 100 pl was used to infect LLC-PK

and ST cells. These were washed and subjected to luci-
ferase analysis at 24 h post-infection (hpi).

PDCoV entry assay

LLC-PK and ST cells were seeded in 6-well plates, and
when they reached 90% confluence, cells were infected
at MOI =0.1 of PDCoV in the presence of indicated
trypsin concentrations (5, 10, 20 and 200 pg/ml) at
37°C with 5% CO,. Two hours later, the cells were
washed three times with PBS, and RNA was extracted
and quantified by qPCR as described previously [24].

Releasing assay

Assay 1. LLC-PK and ST cells were infected with
PDCoV at a multiplicity of infection (MOI) of 10 in
the presence or not of trypsin, and the virus released
to the supernatant was collected at 12 and 24 hpi.
Samples were centrifuged at 12,000x g for 10 min at
4°C to remove cell debris, and centrifuged again at
20,000x g for 2 h at 4°C to pellet the virions. Mean-
while, the virus-infected cells were washed once with
PBS and then lysed in radio immunoprecipitation
assay (RIPA) lysis buffer containing a protease inhibi-
tor cocktail (Roche, USA). Floating and necrotic cells
were centrifuged at 5000x g for 10 min at 4°C, and pel-
leted cells were included in the experiment. N protein-
specific antibody was prepared and stored in our lab.
The virions in both the supernatant and cell lysate
were analyzed by western blot.

Assay 2. LLC-PK cells were infected with PDCoV
(MOI=0.1 and 1) in 5 ug/ml trypsin for 24 h, and
the cells were further cultivated without trypsin for
48 h, then infected cells were treated with indicated
concentration (5 and 20 pg/ml) of trypsin at 37°C for
5 min. Floating and necrotic cells were centrifuged at
5000x g for 10 min at 4°C, and pelleted cells were
included in the experiment. Virus titre was quantified
by plaque assay as described above.

Immunofluorescence assay

LLC-PK and HEK293-APN cells were plated in 24-well
plates, and when confluency reached 90%, cells were
washed three times with PBS and infected with
PDCoV at different MOI in the presence or not of tryp-
sin. After 12 h, cells were fixed in 4% paraformalde-
hyde for 1h, washed three times with PBS and then
permeabilized with 0.2% triton X-100 for 1 h. After
washing with PBS three times, cells were blocked
with 1% BSA for 2 h, then incubated for 1 h at room
temperature with a monoclonal antibody specific for
the PDCoV N protein. Alexa Fluor 568-conjugated
goat anti-mouse IgG (Sigma, USA) was used as the sec-
ondary antibody; for nuclear visualization, cells were
stained with DAPI (Sigma, USA).



Cell-to-cell membrane fusion assay

HEK293-APN cells were first plated in 6-well plates, and
when confluency reached 90%, cells were transfected
with the indicated plasmids: HEK293-APN effector
cells were co-transfected with 1 pug pGL5-Luc (Promega,
USA) and 16 pg PDCoV-S; target cells were transfected
with 6 ug PBind-Id (Promega, USA) and 6 pg PACT-
Myod (Promega, USA). PBind-Id and PACT-Myod
generate fusion proteins containing the DNA-binding
domain of GAL4 and the activation domain of VP16,
respectively. The pGL5-Luc vector contains five GAL4
binding sites upstream of a minimal TATA box,
which in turn, is upstream of the firefly luciferase
gene. PBind-Id and PACT-Myod collaborate to initiate
firefly luciferase expression of the pGL5-Luc vector
only if cell fusion occurs. After 18 h, both effector and
target cells were detached with trypsin and washed
with PBS for three times then the pellet was resuspended
with culture medium and mixed at a 1:1 ratio, and
seeded into fresh 96-well plates. After attachment, med-
ium was replaced with or without trypsin, and luciferase
activities were measured after two days of co-cultivation.

PDCoV susceptibility assay

After seeding in 6-well plates and the confluency of
each cells reached around 90%, PDCoV was used to
infect LLC-PK (MOI=0.5, 1 and 10) and ST cells
(MOI =1, 2 and 5), washed twice with PBS at 2 hpi,
and then medium supplemented or not with 5 ug/ml
trypsin was added. Infected cells were lysed and sub-
jected to western blot at 8, 12 and 24 hpi.

PDCoV S protein cleavage assay

Cleavage assay of S protein in virions: PDCoV virions
were purified by centrifugation at 20,000x g for 2 h at
4°C, and virions were incubated with the indicated
concentrations (1, 5, 10, 20 pug/ml) of trypsin at 37°C
for 2 h. N protein was used as a virus loading control.

Cleavage assay of S protein in virus infected cells:
LLC-PK and ST cells were infected with PDCoV
(MOI=0.1 and 10, respectively) in 5 pug/ml trypsin,
and incubated for 24 h in order to increase virus repli-
cation and bring S protein to a detectable level. Then,
the cells were further cultivated without trypsin for
24 h, and both cell types were treated with the indi-
cated concentrations (5, 50, 100, 200 pg/ml) of trypsin
at 37°C for 2 h. Floating and necrotic cells were centri-
fuged at 5000x g for 10 min at 4°C, and pelleted cells
were included in the experiment. N protein was used
as a virus loading control.

Establishment of cell-to-cell transmission assay

LLC-PK cells of 2.5x 10° were seeded in a 10-mm
petri dish, and when the cells reached confluence,
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they were inoculated with PDCoV at MOI=1 in
5ug/ml of trypsin and incubated at 37°C in 5%
CO,. These virus-infected cells were defined as effec-
tor cells. Other LLC-PK cells were seeded in 24-well
plates at a density of 1.0 x10° cells/well for 24 h,
and then labelled with cell tracker dye deep red
(Invitrogen), which can label the cytoplasm of living
cells. These naive, pre-labelled cells were defined as
target cells. At 24 hpi, the effector cells were
detached and washed with fresh culture medium
twice to remove residual trypsin. Afterwards, the
collected effector cells were added directly to the tar-
get cells already growing in 24-well plates (contact
cell model). Simultaneously, the same number of
effector cells as mentioned above were seeded on
trans-well filters (Corning, 6.5 mm, 0.4 pum pore
size) at a density of 0.3x10° cells. The filters were
suspended in wells in a 24-well plate already con-
taining target cells (uncontact cell model). In both
infection models, medium supplemented or not
with 5 pg/ml trypsin was added. After 48 h of inter-
action between effector and target cells, infection in
target cells was detected as the presence of viral N
protein by immunofluorescence assay, and both tar-
get and effector cells were collected for viral
titration.

Statistical analysis

Origin GraphPad Prism 8.0 software was used for all
graphical representations. Statistical significance was
analyzed by one-way-ANOVA and Tukey’s multiple
comparison test or the independent Student’s ¢-test.
All p values<0.05 were considered statistically
significant.

Results

Trypsin significantly promotes PDCoV
replication in LLC-PK cells but not ST cells

In previous studies, PDCoV was successfully isolated in
ST or LLC-PK cells by adding trypsin to the medium
[4,16,28]. However, the mechanism for how trypsin
promotes PDCoV replication is unknown. To explore
whether it is essential for PDCoV replication, we first
infected LLC-PK cells at a low virus/cell ratio (MOI
=0.1) and determined the virus yield in the presence
or absence of trypsin by western blot at different
times post-infection. Only a faint band of viral N
protein was detectable at 12 hpi. PDCoV N protein
production was significantly enhanced at 24 or 48 hpi
in trypsin-treated samples as compared to the
untreated control (Figure 1(A)). In the absence of the
exogenous protease, only a weak band of N protein
was detected at 48 hpi, consistent with previous reports
[4,28]. We further quantified viral titre by qPCR as
described previously [24], revealing that trypsin
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Figure 1. Trypsin significantly promotes PDCoV replication in LLC-PK cells but not ST cells. (A) LLC-PK cells were infected with
PDCoV at an MOI of 0.1 in the presence or absence of 5 ug/ml trypsin, and then cells were collected at indicated time points.
After cell lysis, PDCoV N proteins were analyzed by western blot. (B) Viral RNA was collected at 48 hpi from the experiment in
(A) and quantified by qPCR. (C) ST cells were infected with PDCoV at an MOI of 2 in the presence or absence of 5 pg/ml trypsin,
and then cells were collected at indicated time points. After cell lysis, PDCoV N proteins were analyzed by western blot. (D) Viral RNA
was collected at 48 hpi from the experiment in (C) and quantified by qPCR. Each experiment was repeated at least three times. Error
bars represent the standard error of the mean (SEM). *** stand for p < 0.001, NS: no significant difference.

significantly promoted PDCoV replication in LLC-PK
cells at 48 hpi (Figure 1(B)).

Next, we evaluated whether trypsin was essential for
PDCoV replication in ST cells. It was difficult to detect
N protein at a low MOI (data not shown), and increas-
ing the infectious dose up to MOI = 2 resulted in detec-
tion of only a weak band (Figure 1(C)). However, to
our surprise, PDCoV replication was no different in
ST cells regardless of the presence or absence of trypsin
(Figure 1(C, D)). Taken together, these results indicate
that trypsin significantly promotes PDCoV replication
in LLC-PK cells but not in ST cells.

Trypsin does not affect PDCoV entry of LLC-PK
cells and ST cells

To elucidate which step of the viral replication cycle
is being affected by trypsin in LLC-PK or ST cells, we
first considered the initial stage of infection. To assay
viral entry, we used a pseudovirus approach in LLC-
PK. Briefly, 100 ul of lentivirus-based pseudovirus
containing the S protein of PDCoV was incubated
with each of the two cell types for 24 h in the pres-
ence or absence of trypsin, washed three times with
PBS and subjected to luciferase analysis. VSV-G
pseudovirus was used as a positive control, and

non-enveloped packaging group as a negative control.
There was no significant difference in luciferase
activity in the presence or absence of trypsin treat-
ment in LLC-PK cells (Figure 2(A)). We got a similar
result when ST cells were infected with pseudovirus
(Figure 2(B)). This result indicates that trypsin treat-
ment does not promote PDCoV-S protein-mediated
entry of pseudoviruses into LLC-PK and ST cells.
Next, we wanted to know whether trypsin treatment
influences entry of real virus, and whether PDCoV
entry was influence by various concentrations of
trypsin. LLC-PK cells and ST cells first were infected
at MOI=0.1 with PDCoV in the presence of the
indicated concentration of trypsin, and at 2 hpi,
entry of PDCoV was quantified by qPCR. The
results indicated that entry of real PDCoV into
both cell lines was not influenced by trypsin, despite
increasing the concentration of trypsin up to
200 pg/ml in both cells (Figure 2(C, D)). Cleavage
of the Coronavirus S protein by trypsin always
plays a determinant role in virus entry. To test
whether S protein was cleaved by trypsin in the cur-
rent study, we first purified PDCoV virions and then
treated them with different concentrations (1, 5, 10,
20 pg/ml) of trypsin at 37°C for 2 h. We did not
obviously detect S protein cleavage (Figure 2(E));
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Figure 2. Trypsin doesn't affect PDCoV entry by pseudovirus or real virus. Entry into (A) LLC-PK and (B) ST cells was tested using
pseudotyped retroviruses displaying the PDCoV spike. Recombinant viruses containing luciferase were generated in HEK293T cells
and then used to infect different cell lines in the presence or absence of 5 ug/ml trypsin. VSV-G pseudovirus was used as a positive
control, and non-enveloped packaging group was a negative control. Twenty four hours later, cells were washed and lysed for
luciferase activity detection. Entry of real PDCoV into (C) LLC-PK and (D) ST cells was quantified by gPCR. LLC-PK and ST cells
were infected with MOl = 0.1 of PDCoV in the presence of the indicated trypsin concentration, and 2 h later, cells were washed
and RNA was extracted and quantified by qPCR. (E) Cleavage status of S protein by indicated concentration of trypsin (1, 5, 10,
20 pg/ml). PDCoV virions were purified by centrifugation at 20,000x g for 2 h at 4°C, and virions were incubated with the indicated
concentration of trypsin at 37°C for 2 h. N protein was used as a virus loading control. The above experiments were repeated at least
three times. Error bars represent the SEM. NS: no significant difference.

thus, we think trypsin is not involved in the PDCoV
entry process in LLC-PK or ST cells.

Trypsin does not affect PDCoV egress from
infected LLC-PK cells or ST cells

Next, we analyzed whether trypsin supports the
egress of PDCoV from infected cells, as has been
shown previously for PEDV infection [32]. To this
end, we infected LLC-PK and ST cells at a high mul-
tiplicity (MOI=10) to limit cell-to-cell spread of
infection. We also demonstrated that when LLC-PK
and ST cells were infected at a low multiplicity, the
PDCoV virus was more prone to cell-to-cell trans-
mission rather than releasing the viruses (Figure
S1). In order to differentiate between intracellular
virus and virus released from infected cells, the cell
lysates and supernatants were collected separately.
The amount of virus in cell lysates or in the super-
natant fraction at 12 and 24 hpi was not significantly
altered by the presence of trypsin (5 ug/ml) in either

cell type (Figure 3(A, B)). To further confirm this, we
performed a release assay in LLC-PK cells as
described previously [32]. LLC-PK cells were infected
with PDCoV (MOI =0.1 and 1) with trypsin for 24 h
(to increase virus replication), the cells were further
cultivated without trypsin for 48 h, then both cells
were treated with the indicated concentrations (5
and 20 pg/ml) of trypsin at 37°C for 5 min. There
was no significant difference in intracellular virus
titre (Figure 3(C, E)) or titre in the supernatant
(Figure 3(D, F)), regardless of trypsin treatment.
These results indicate that unlike PEDV, the release
of PDCoV is not substantially enhanced by the
addition of trypsin [32].

Trypsin enhances PDCoV cell-to-cell spread in
LLC-PK cells by promoting membrane fusion

Next, we investigated whether trypsin promotes
PDCoV replication by inducing cell-to-cell mem-
brane fusion. We infected LLC-PK cells at an MOI
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Figure 3. Trypsin doesn't affect PDCoV release. Release of PDCoV from (A) LLC-PK and (B) ST cells was analyzed with an MOI of 10 in
the presence or absence of trypsin (5 pg/ml). The supernatant and the cell pellets were collected at 12 and 24 hpi respectively, and
expression of viral N protein in both the supernatant and cell lysate was analyzed by western blot. LLC-PK cells were infected with
PDCoV at MOI=0.1 (C-D) or MOI =1 (E-F) and treated with trypsin (5 ug/ml) for 24 h to increase virus replication, and the cells
were further cultivated without trypsin for 48 h, then both cells were treated by indicated concentrations (5 and 20 pg/ml) of tryp-
sin at 37°C for 5 min. Virus was titrated in the cells (C and E) and supernatant (D and F) using plaque assay. Experiments were
repeated at least three times. Error bars represent the standard error of the mean. NS = no significant difference.

of 1, and stained infected cells with antibodies
directed against the N protein at 12 hpi. PDCoV
induced cell fusion was detected in LLC-PK cells
treated with trypsin (Figure 4(A)), indicating that
the exogenous protease significantly promoted cell-
to-cell membrane fusion of LLC-PK cells. To
confirm this result, we used a luciferase reporter sys-
tem to analyze cell-to-cell fusion with HEK293-APN
cells [33-35]. In previous studies, APN has been
shown to serve as a PDCoV receptor [24,25]; there-
fore, we stably expressed pAPN in HEK293 cells by
applying the piggyBac (PB) transposon system.
After having confirmed that pAPN was well
expressed in HEK293 cells (data not shown), we ana-
lyzed whether PDCoV could induce cell-to-cell fusion
in HEK293-APN cells at MOI =0.5. In the presence
of trypsin, several virus-infected cells were located
next to each other (Figure 4(B)), their contacting
cell membranes having disappeared and their nuclei
gathered in large conglomerates similar to what was
observed in LLC-PK cells. We next performed a
cell-to-cell membrane fusion assay in HEK293-APN
cells. HEK293-APN effector cells were transfected
with PDCoV S plasmid and PGL5-Luc, and co-culti-
vated with HEK293-APN target cells transfected with

pBind-Id and PACT-Myod plasmids. After mixing
the effector and target cells, fresh medium with or
without trypsin was added, and luciferase activity
was measured after two days of co-cultivation (Figure
4(C)), revealing a dose-dependent effect. Compared
to the untreated control, fusion activity was increased
at 10 ng/ml, but it was most pronounced at 50 ng/ml
trypsin. These results indicate that trypsin signifi-
cantly increases cell-to-cell fusion activity during
PDCoV infection of LLC-PK cells.

LLC-PK cells are more susceptible to PDCoV
infection than ST cells under similar condition
where trypsin is supplemented in the cell culture
medium

In a previous study, Hu et al. successfully isolated
PDCoV in both LLC-PK cells and ST cells [28]; ST
cells in general are less susceptible to PDCoV infec-
tion than LLC-PK cells. In the current study, we ana-
lyzed the susceptibility of both cell lines to PDCoV in
the presence or absence of trypsin. We first infected
LLC-PK cells at different MOIs from 0.5-10, and
evaluated PDCoV replication by analyzing the cells
at 8, 12 and 24 hpi for the presence of the viral N
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1 for 2 h, washed with PBS and cultured in the presence or absence of 5 pg/ml trypsin. An immunofluorescence assay (IFA) was
performed at 12 h post-infection (hpi); PDCoV N was stained and the cell nuclei were labelled by DAPI. Scale bar =200 pm. (B)
HEK293-APN cells were infected with PDCoV at an MOI of 0.5 in the presence or absence of 0.01 pg/ml trypsin, and IFA was per-
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were co-cultured in fresh media containing 10 or 50 ng/ml trypsin, or no trypsin (NC). After 48 h, cell-to-cell membrane fusion
was evaluated using luciferase activity; *: p < 0.05 (t-test). Experiments were repeated at least three times.

protein. At an MOI of 0.5 and 1, trypsin did not
have an effect at 8 or 12 hpi; however, it did signifi-
cantly increase virus replication at 24 hpi (Figure 5
(A, B)), which indicates that trypsin promotes
PDCoV replication at a late stage of the viral infec-
tion rather than at an early stage (8-12h). At high
multiplicity (MOI = 10), the enhancing effect of tryp-
sin was less pronounced (Figure 5(C)). This demon-
strated that trypsin-mediated augmentation of
PDCoV infection in LLC-PK cells is strongly MOI
dependent. Next, we performed the experiment in
ST cells, using MOIs ranging from 0.5 to 10; when
an MOI of 0.5 was applied to ST cells, no bands
were detectable (data not shown). When the MOI
was increased to 1 and 2, only faint viral N protein
bands were observed (Figure 5(D, E)), and at an
MOI =5, we detected more robust PDCoV replica-
tion (Figure 5(F)). However, trypsin treatment did
not have a noticeable effect on viral replication at
the times analyzed (Figure 5(F)). Furthermore, the
amount of viral N protein in ST cells at 8 hpi

(MOI =5) was much lower than that in LLC-PK
cells (MOI=0.5). The same result was obtained at
MOI=10 in ST cells (Figure 2). These results
confirm that LLC-PK cells are more susceptible to
PDCoV infection than ST cells, and that trypsin pro-
motes PDCoV replication at a late stage in LLC-PK
cells but not in ST cells.

PDCoV spreading is different in LLC-PK cells and
ST cells

It seems that the different effects of trypsin on PDCoV
replication in LLC-PK and ST cells are responsible for
the different spreading patterns observed in the two cell
lines. To test this hypothesis, we infected both cell types
with PDCoV and performed IFA at 48 hpi to visualize
cell spread. PDCoV infection in LLC-PK cells exhibited
a spreading pattern consistent with cell-to-cell fusion
(syncytium formation as indicated by arrows) (Figure 6
(A)). However, in ST cells, PDCoV transmission was
completely different, showing mainly single virus-
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Figure 5. LLC-PK cells were more susceptible to PDCoV infection than ST cells. LLC-PK cells were infected with PDCoV at an MOI of
(A) 0.5, (B) 1, or (C) 10, and ST cells were similarly infected at an MOI of (D) 1, (E) 2, or (F) 5. Both infected cell types were cultured in
the presence or absence of 5 pg/ml trypsin and then cells were washed and lysed for western blot at 8, 12 and 24 hpi. PDCoV N
proteins were analyzed with a specific antibody against N protein, and actin was used as a loading control. Experiments were

repeated at least three times.

infected cells and no obvious syncytium formation
(Figure 6(B)). Taken together, the above results
show that trypsin promotes PDCoV infection in
LLC-PK cells by enhancing cell-to-cell fusion,
whereas by contrast, trypsin does not facilitate trans-
mission of PDCoV infection in ST cells. Coronavirus
S protein cleavage by trypsin always plays a critical
role for cell-to-cell fusion. To test whether cleavage
of S protein by trypsin was different in LLC-PK
and ST cells, we infected both cell types with
PDCoV for 24 h with trypsin (to increase virus repli-
cation and bring S protein to a detectable level). The
cells were further cultivated without trypsin for 24 h,
then treated with indicated concentrations (5, 50,
100, 200 pg/ml) of trypsin at 37°C for 2 h. The results
showed a clear cleavage of S protein in LLC-PK cells
(Figure 6(C)), but was less efficient in ST cells (Figure
6(C, D)). The results indicated that differential clea-
vage of the S protein may be involved in the variable
effects of trypsin on PDCoV replication in LLC-PK
and ST cells.

Efficiency of PDCoV spreading by cell-to-cell
fusion

Next, we wanted to get information about the efficiency
of the PDCoV spread by cell-to-cell fusion. We

designed an experiment to evaluate virus replication
efficacy according to two spreading models, using
two distinct culture models (Figure 7(A)). The first
allowed PDCoV-infected cells (effector cells) to directly
interact with non-infected LLC-PK cells (target cells),
referred to as the contact-cell model. The second kept
the effector cells and target cells separated across the
membrane of a trans-well filter, termed the non-cell-
to-cell model, which allowed only free virus particles
to cross the membrane and infect target cells. The
results indicated that in the cell-to-cell model, with
trypsin supplement, viruses transmission from effector
cells to target cells was very efficient (Figure 7(B)).
However, in the target cells not supplemented with
trypsin, there were only a few single infected cells,
and cell-to-cell fusion was rarely detected (Figure 7
(B)). In the non-cell-to-cell model treated with trypsin,
the cell-to-cell spread between target cells was observa-
ble, though the number and size of fusion cells was less
than in the contact-cell model (Figure 7(B)). To further
confirm this, PDCoV in both models with or without
trypsin was quantified by qPCR, also demonstrating
that PDCoV spread by cell-to-cell fusion was signifi-
cantly more efficient than the non-cell-to-cell model.
Furthermore, cell-to-cell spread of deltacoronavirus
was slowed down if no trypsin was added (Figure 7
(C)). These results indicate that PDCoV
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Figure 6. Spread of PDCoV was different in LLC-PK and ST cells. (A) LLC-PK and (B) ST cells were infected with PDCoV at a low MOI
(MOI'=0.01) with trypsin (5 pg/ml), then samples were fixed and IFA performed at 48 hpi. The PDCoV N protein was stained and the
cell nuclei was labelled by DAPI. Arrows indicate syncytium formation; scale bar = 200 um. Cleavage status of S protein in (C) LLC-PK
cells and (D) ST cells by indicated concentration (5, 50, 100, 200 pg/ml) of trypsin. LLC-PK cells were infected in the presence of
trypsin with PDCoV (MOI = 0.1), whereas ST cells were infected with PDCoV (MOI = 10) for 24 h. In order to increase virus replication
and bring S protein to a detectable level, the cells were further cultivated without trypsin for 24 h, then both cells were treated by
the indicated concentration (5, 50, 100, 200 pg/ml) of trypsin at 37°C for 2 h. N protein and actin were used as a virus loading

control. Experiments were repeated at least three times.

transmission via cell-to-cell spread in LLC-PK cells is
very efficient.

Discussion

Isolation and propagation of PEDV and PDCoV
requires addition of exogenous trypsin to cell cul-
tures, and thus it is commonly accepted that trypsin
is essential for entry of these viruses into the cell
[36-39]. However, trypsin is not indispensable for
all strains of PEDV in Vero cells, as cell entry
and release of the Vero cell culture-adapted DR13
(vaccine strain) was independent of trypsin [38].
For PDCoV, all previous studies have used live
virus, which makes it difficult to differentiate
between virus entry and the later steps of the
virus lifecycle. To analyze PDCoV entry indepen-
dently from other replication steps, we applied a
PDCoV pseudovirus entry assay, demonstrating
that trypsin failed to promote PDCoV entry in the
same way as PEDV [40]. A recent study reported
that PDCoV enters cells via two pathways: trypsin-
mediated entry at the cell surface or cathepsin-
mediated entry in the endosome [39]. Our results
show that PDCoV entry does not depend on tryp-
sin; this is consistent with the fact that PDCoV

and PEDV entry is greatly activated by lysosomal
proteases [39-41]. In the PEDV lifecycle, trypsin
plays a crucial role in viral release [32]. However,
in our study, we demonstrated that the amount of
PDCoV released into the supernatant was not
influenced by trypsin (Figure 2). This suggested
that mechanisms of viral egress of PDCoV is differ-
ent from that reported for PEDV (40).

We demonstrated that trypsin contributes to cell-to-
cell membrane fusion in PDCoV infection in vitro, and
this step needs the interaction of S glycoprotein of
PDCoV and its receptor. pAPN has been reported to
serve as a functional receptor for PDCoV [24,25].
However, in another study, Zhu et al. provided some
evidence that pAPN may contribute to virus entry
but does not serve as the primary receptor for
PDCoV [42]. In this study, we found that HEK293
cells which stably express pAPN are susceptible to
PDCoV infection, whereas normal HEK293 cells are
resistant, supporting an important role for pAPN
regardless of whether it is the primary receptor or
not. Therefore, HEK293-APN cells were used in assays
that could differentiate cell-to-cell fusion from other
steps of the viral lifecycle. We found that trypsin
mediated syncytium formation with cellular material
exchange between effector and target cells.
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Figure 7. PDCoV infection spread is more efficient in a cell-to-cell manner. (A) Experimental design: PDCoV pre-infected LLC-PK cells
were set as effector cells, whereas cell tracker pre-labelled non-infected LLC-PK cells were set as target cells. At 24 h post-infection,
the effector cells (0.3 x 10° cells) were collected and added to the target cells (1.0 x 10° cells) directly (contact cell model). Or the
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cell model). In both infection models, medium supplemented (or not) with 5 pg/ml trypsin was added. (B) After 48 h of interaction
between effector cells and target cells, the expression of viral N protein in target cells were detected by immunofluorescence assay.
The cell nuclei were labelled by DAPI; scale bar =20 um. (C) PDCoV RNA copies were quantified by gPCR in cells; error bars rep-
resent the SEM. *** stands for p < 0.001; experiments were repeated at least three times.

The mechanisms contributing to the difference in
cell-to-cell fusion ability of PDCoV in the different
cell lines is unclear. One may speculate that variable
expression of pAPN or other critical cellular factors
may be responsible. Firstly, LLC-PK cells are more sus-
ceptible to PDCoV infection than ST cells under the
similar condition where trypsin is supplemented in
the cell culture medium, which may be one of the poss-
ible explanations for the different effects of trypsin on
PDCoV replication in LLC-PK and ST cells. However,
in a recent study, Zhang et al. demonstrated that the S
glycoprotein could successfully induce cell-to-cell
fusion in the presence of trypsin in ST cells, facilitating
virus replication [39], which is contrary to our results
and another previous study [28]. Hu et al. demon-
strated that pancreatin rather than trypsin can promote
PDCoV replication in ST cells [28], whereas our results
indicated that S protein cleavage in LLC-PK cells was
more pronounced than in ST cells (Figure 6(C, D)).
We speculate that the ST cell line used by Zhang
et al. [39] may have been a different lineage from
that used in this study, possibly one with a greater
receptor abundance than ours; receptor abundance is
a critical switch for virus efficient replication [43].
What contributes to this difference is unclear and

needs to be further studied. Trypsin promotes
PDCoV replication at a late stage of the infection in
LLC-PK cells, and the effect was more pronounced at
low MOI (Figure 5(A, B)). This result supports our
conclusion that trypsin promotes PDCoV replication
at the cell-to-cell fusion stage because syncytium for-
mation occurs at a late stage of the virus lifecycle. As
determined by western blot, there was no obvious
increase in viral replication in cell lysates from tryp-
sin-treated LLC-PK cells at 12 and 24 hpi (Figure 3
(A)). We think this was because a high MOI = 10 was
chosen for this experiment, and the expression of
viral N protein may have become saturated, making
it difficult to see significant differences by western
blot. In fact, when we used a lower MOI of 0.5 to inocu-
late LLC-PK cells, we noticed a significant increase in
virus replication (Figure S1). This notion is also con-
sistent with the finding that the promoting effect of
trypsin is less pronounced at high MOI. If most cells
are infected during the first round of infection, cell-
to-cell spread is not required for further spread of the
virus.

In summary, we identified that extracellular trypsin
is required for PDCoV cell-to-cell fusion in LLC-PK
cells. Based on the efficiency of infection, we also



recommend isolation and propagation of PDCoV to be
performed in LLC-PK cells rather than in ST cells. Fur-
thermore, infection of LLC-PK cells should be more
efficient at high confluency because it more easily
allows PDCoV spread by cell-to-cell fusion. These
data may provide a basis for improving virus culture
methods, leading to efficient isolation and propagation
of PDCoV for future development of vaccines and
other therapeutic products.

Acknowledgements

The professional editing service NB Revisions was used for
technical preparation of the text prior to submission.

Disclosure statement

No potential conflict of interest was reported by the
author(s).

Funding

This study was funded by National Key Research and Develop-
ment Programme of China [grant number 2016YFD0500100]
and the National Natural Science Foundation for Young Scien-
tists of China [grant number 31802205].

ORCID

Yao-Wei Huang (© http://orcid.org/0000-0001-9755-8411
Yan-Dong Tang (= http://orcid.org/0000-0002-5690-2690

References

[1] He B, Zhang Y, Xu L, et al. Identification of diverse
alphacoronaviruses and genomic characterization of a
novel severe acute respiratory syndrome-like corona-
virus from bats in China [Research Support, Non-
U.S. Gov't]. ] Virol. 2014 Jun;88(12):7070—7082.

[2] Chen Q, Li G, Stasko J, et al. Isolation and characteriz-
ation of porcine epidemic diarrhea viruses associated
with the 2013 disease outbreak among swine in the
United States [Research Support, Non-U.S. Gov't]. |
Clin Microbiol. 2014 Jan;52(1):234-243.

[3] Lau SK, Woo PC, Yip CC, et al. Isolation and charac-
terization of a novel Betacoronavirus subgroup A cor-
onavirus, rabbit coronavirus HKU14, from domestic
rabbits [Research Support, Non-U.S. Gov't]. J Virol.
2012 May;86(10):5481-5496.

[4] Jung K, Hu H, Saif L]. Porcine deltacoronavirus infec-
tion: Etiology, cell culture for virus isolation and
propagation, molecular epidemiology and pathogen-
esis [Review Research Support, U.S. Gov't, Non-
P.H.S. Research Support, Non-U.S. Gov’t]. Virus Res.
2016 Dec 2;226:50-59.

[5] MaY, Zhang Y, Liang X, et al. Origin, evolution, and
virulence of porcine deltacoronaviruses in the United
States. mBio. 2015 Mar 10;6(2):e00064.

[6] Wang Q, Vlasova AN, Kenney SP, et al. Emerging and
re-emerging coronaviruses in pigs [Review]. Curr Opin
Virol. 2019 Feb;34:39-49.

[7] Woo PC, Lau SK, Lam CS, et al. Discovery of seven
novel Mammalian and avian coronaviruses in the

(10]

(11]

(12]

(13]

(14]

(15]

(16]

(17]

(18]

(19]

(20]

(21]

(22]

Emerging Microbes & Infections 467

genus deltacoronavirus supports bat coronaviruses as
the gene source of alphacoronavirus and betacorona-
virus and avian coronaviruses as the gene source of
gammacoronavirus and deltacoronavirus [Research
Support, Non-U.S. Govt]. ] Virol. 2012 Apr;86
(7):3995-4008.

Wang L, Byrum B, Zhang Y. Detection and genetic
characterization of deltacoronavirus in pigs, Ohio,
USA, 2014. Emerg Infect Dis. 2014 Jul;20(7):1227-
1230.

Marthaler D, Jiang Y, Collins J, et al. Complete genome
sequence of strain SDCV/USA/Illinois121/2014, a por-
cine deltacoronavirus from the United States. Genome
Announc. 2014 Apr 10;2(2).

Li G, Chen Q, Harmon KM, et al. Full-length genome
sequence of porcine deltacoronavirus strain USA/IA/
2014/8734. Genome Announc. 2014 Apr 10;2(2):
€00278-14.

Niederwerder MC, Hesse RA. Swine enteric corona-
virus disease: a review of 4 years with porcine epidemic
diarrhoea virus and porcine deltacoronavirus in the
United States and Canada. Transbound Emerg Dis.
2018 Jun;65(3):660-675.

Jang G, Lee KK, Kim SH, et al. Prevalence, complete
genome sequencing and phylogenetic analysis
of porcine deltacoronavirus in South Korea, 2014-
2016. Transbound Emerg Dis. 2017 Oct;64(5):1364-
1370.

Chung HC, Nguyen VG, Oh WT, et al. Complete gen-
ome sequences of porcine deltacoronavirus strains
DH1/2016 and DH2/2016 isolated in South Korea.
Genome Announc. 2017 May 4;5(18):e01706-16.

Lee JH, Chung HC, Nguyen VG, et al. Detection and
phylogenetic analysis of porcine deltacoronavirus in
Korean swine farms, 2015 [Research Support, Non-
U.S. Gov't]. Transbound Emerg Dis. 2016 Jun;63
(3):248-252.

Lee S, Lee C. Complete genome characterization of
Korean porcine deltacoronavirus strain KOR/
KNU14-04/2014. Genome Announc. 2014 Nov 26;2
(6):01191-14.

Dong N, Fang L, Yang H, et al. Isolation, genomic
characterization, and pathogenicity of a Chinese por-
cine deltacoronavirus strain CHN-HN-2014. Vet
Microbiol. 2016 Nov 30;196:98-106.

Mai K, Feng ], Chen G, et al. The detection and phylo-
genetic analysis of porcine deltacoronavirus from
Guangdong Province in Southern China. Transbound
Emerg Dis. 2018 Feb;65(1):166-173.

Xu Z, Zhong H, Zhou Q, et al. A highly pathogenic
strain of porcine deltacoronavirus caused watery diar-
rhea in newborn piglets. Virol Sin. 2018 Apr;33
(2):131-141.

Wang YW, Yue H, Fang W, et al. Complete genome
sequence of porcine deltacoronavirus strain CH/
Sichuan/S27/2012 from Mainland China. Genome
Announc. 2015 Sep 3;3(5):e00945-15.

Madapong A, Saeng-Chuto K, Lorsirigool A, et al.
Complete genome sequence of porcine deltacorona-
virus isolated in Thailand in 2015. Genome
Announc. 2016 May 26;4(3):00408-16.

Saeng-Chuto K, Lorsirigool A, Temeeyasen G, et al.
Different lineage of porcine deltacoronavirus in
Thailand, Vietham and Lao PDR in 2015.
Transbound Emerg Dis. 2017 Feb;64(1):3-10.
Saeng-Chuto K, Stott CJ, Wegner M, et al
Retrospective investigation and evolutionary analysis


http://orcid.org/0000-0001-9755-8411
http://orcid.org/0000-0002-5690-2690

468 Y.-L. Yang et al.

of a novel porcine deltacoronavirus strain detected in
Thailand from 2008 to 2015. Arch Virol. 2017
Jul;162(7):2103-2108.

Le VP, Song S, An BH, et al. A novel strain of porcine
deltacoronavirus in Vietnam. Arch Virol. 2018 Jan;163
(1):203-207.

Wang B, Liu Y, Ji CM, et al. Porcine deltacoronavirus
engages the transmissible gastroenteritis virus func-
tional receptor porcine aminopeptidase N for infec-
tious cellular entry [Research Support, Non-U.S.
Gov't]. J Virol. 2018 Jun 15;92(12):¢00318-18.

Li W, Hulswit RJG, Kenney SP, et al. Broad receptor
engagement of an emerging global coronavirus may
potentiate its diverse cross-species transmissibility
[Research Support, Non-U.S. Gov’t]. Proc Natl Acad
Sci USA. 2018 May 29;115(22):E5135-E5143.

Liang Q, Zhang H, Li B, et al. Susceptibility of chickens
to porcine deltacoronavirus infection. Viruses. 2019
Jun 21;11(6):573.

Jung K, Hu H, Saif LJ. Calves are susceptible to infec-
tion with the newly emerged porcine deltacoronavirus,
but not with the swine enteric alphacoronavirus, por-
cine epidemic diarrhea virus. Arch Virol. 2017
Aug;162(8):2357-2362.

Hu H, Jung K, Vlasova AN, et al. Isolation and charac-
terization of porcine deltacoronavirus from pigs with
diarrhea in the United States [Research Support,
Non-U.S. Gov’t]. J Clin Microbiol. 2015 May;53
(5):1537-1548.

Wang X, Wei R, Li Q, et al. PK-15 cells transfected with
porcine CD163 by PiggyBac transposon system are
susceptible to porcine reproductive and respiratory
syndrome virus [Research Support, Non-U.S. Gov't].
] Virol Methods. 2013 Nov;193(2):383-390.

Qin P, Du EZ, Luo WT, et al. Characteristics of the life
cycle of porcine deltacoronavirus (PDCoV) in vitro:
replication kinetics, cellular ultrastructure and virion
morphology, and evidence of inducing autophagy.
Viruses. 2019 May 18;11(5):455.

Tang YD, Na L, Zhu CH, et al. Equine viperin restricts
equine infectious anemia virus replication by inhibit-
ing the production and/or release of viral Gag, Env,
and receptor via distortion of the endoplasmic reticu-
lum [Research Support, Non-U.S. Gov't]. J Virol.
2014 Nov;88(21):12296-12310.

Shirato K, Matsuyama S, Ujike M, et al. Role of pro-
teases in the release of porcine epidemic diarrhea
virus from infected cells [Research Support, Non-U.S.
Gov’t]. J Virol. 2011 Aug;85(15):7872-7880.

(33]

(34]

(35]

(36]

(37]

(38]

(39]

(40]

(41]

(42]

(43]

Shi W, Fan W, Bai J, et al. TMPRSS2 and MSPL
facilitate  trypsin-independent porcine epidemic
diarrhea  virus  replication in  vero  cells
[Research Support, Non-U.S. Gov’t]. Viruses. 2017
May 18;9(5):114.

Simmons G, Bertram S, Glowacka I, et al. Different
host cell proteases activate the SARS-coronavirus
spike-protein for cell-cell and virus-cell fusion
[Research Support, N.I.H., Extramural Research
Support, Non-U.S. Gov’t]. Virology. 2011 May
10;413(2):265-274.

Zmora P, Blazejewska P, Moldenhauer AS, et al.
DESC1 and MSPL activate influenza A viruses and
emerging coronaviruses for host cell entry [Research
Support, Non-U.S. Gov’t]. J Virol. 2014 Oct;88
(20):12087-12097.

Hofmann M, Wyler R. Propagation of the virus of por-
cine epidemic diarrhea in cell culture. J Clin Microbiol.
1988 Nov;26(11):2235-2239.

Oka T, Saif L], Marthaler D, et al. Cell culture isolation
and sequence analysis of genetically diverse US porcine
epidemic diarrhea virus strains including a novel strain
with a large deletion in the spike gene [Research
Support, Non-U.S. Gov’t]. Vet Microbiol. 2014 Oct
10;173(3-4):258-269.

Wicht O, Li W, Willems L, et al. Proteolytic activation
of the porcine epidemic diarrhea coronavirus spike
fusion protein by trypsin in cell culture. J Virol. 2014
Jul;88(14):7952-7961.

Zhang ], Chen J, Shi D, et al. Porcine deltacoronavirus
enters cells via two pathways: a protease-mediated one
at the cell surface and another facilitated by cathepsins
in the endosome. J Biol Chem. 2019 Jun 21;294
(25):9830-9843.

Liu C, Ma Y, Yang Y, et al. Cell entry of porcine epi-
demic diarrhea coronavirus is activated by lysosomal
proteases. ] Biol Chem. 2016 Nov 18;291(47):24779-
24786.

Zheng Y, Shang J, Yang Y, et al. Lysosomal proteases
are a determinant of coronavirus tropism. J Virol.
2018 Dec 15;92(24):e01504-18.

Zhu X, Liu S, Wang X, et al. Contribution of porcine
aminopeptidase N to porcine deltacoronavirus infec-
tion. Emerg Microbes Infect. 2018 Apr 11;7(1):65.
Wang TY, Liu YG, Li L, et al Porcine
alveolar macrophage CD163 abundance is a pivotal
switch for porcine reproductive and respiratory syn-
drome virus infection. Oncotarget. 2018 Feb 23;9
(15):12174-12185.



	Abstract
	Introduction
	Materials and methods
	Cells, virus, reagent and plasmids
	Pseudovirus entry assay
	PDCoV entry assay
	Releasing assay
	Immunofluorescence assay
	Cell-to-cell membrane fusion assay
	PDCoV susceptibility assay
	PDCoV S protein cleavage assay
	Establishment of cell-to-cell transmission assay
	Statistical analysis

	Results
	Trypsin significantly promotes PDCoV replication in LLC-PK cells but not ST cells
	Trypsin does not affect PDCoV entry of LLC-PK cells and ST cells
	Trypsin does not affect PDCoV egress from infected LLC-PK cells or ST cells
	Trypsin enhances PDCoV cell-to-cell spread in LLC-PK cells by promoting membrane fusion
	LLC-PK cells are more susceptible to PDCoV infection than ST cells under similar condition where trypsin is supplemented in the cell culture medium
	PDCoV spreading is different in LLC-PK cells and ST cells
	Efficiency of PDCoV spreading by cell-to-cell fusion

	Discussion
	Acknowledgements
	Disclosure statement
	ORCID
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile ()
  /CalRGBProfile (Adobe RGB \0501998\051)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments false
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings false
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.90
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.90
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Average
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU ()
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [595.245 841.846]
>> setpagedevice


