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Enterovirus A71 (EV-A71) and Coxsackievirus A16 (CV-A16) are the main causative
agents of hand, foot and mouth disease (HFMD) worldwide. Studies showed that EV-A71
and CV-A16 antagonize the interferon (IFN) signaling pathway; however, how IFN controls
this viral infection is largely unknown. Here, we identified an IFN-stimulated gene,
Transmembrane Protein 106A (TMEM106A), encoding a protein that blocks EV-A71
and CV-A16 infection. Combined approaches measuring viral infection, gene expression,
and protein interactions uncovered that TMEM106A is required for optimal IFN-mediated
viral inhibition and interferes with EV-A71 binding to host cells on the receptor scavenger
receptor class B member 2 (SCARB2). Our findings reveal a new mechanism contributing
to the IFN-mediated defense against EV-A71 and CV-A16 infection and provide a
potential strategy for HFMD treatment by using the antiviral role of TMEM106A
against enterovirus.

Keywords: interferon-stimulated gene, enterovirus A71, TMEM106A, SCARB2, antiviral activity

Abbreviations: EV-A71, Enterovirus A71; CV-A16, Coxsackievirus A16; CV-A10, Coxsackievirus A10; HFMD, hand, foot
and mouth disease; IFN, interferon; TMEM106A, transmembrane protein 106A; SCARB2, scavenger receptor class B, member
2; PSGL-1, P-selectin glycoprotein ligand-1; KREMENI, Kringle Containing Transmembrane Protein 1; IRES, internal
ribosome entry site; 5'-UTR, 5'-untranslated region; PRR, pattern recognition receptor; ISG, interferon-stimulated gene; TLR,
toll-like receptor; MDAS5, melanoma differentiation-associated gene 5; HIV-1, human immunodeficiency virus type I; RD,
rhabdomyosarcoma; FITC, fluorescein isothiocyanate; T7RNAP, T7 RNA polymerase; DMEM, Dulbecco’s modified Eagle’s
medium; FBS, fetal bovine serum; EGFP, enhanced green fluorescent protein; CPE, cytopathogenic effect; MOI, multiplicity of
infection; PBMC, peripheral blood mononuclear cell; a.a, amino acid; TM, transmembrane; GC, gastric cancer;
LPS, lipopolysaccharide.
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INTRODUCTION

Hand, foot and mouth disease (HFMD) is an early-onset disease
mostly affecting children under 5 years of age. The symptoms
include red rash on the hands and feet, painful red lesions on the
inner cheeks and tongue, sore throat, headache, and fever (1). In
rare cases, HFMD damages the central nervous system as well as
the respiratory and cardiovascular systems (2), and these severe
complications may be fatal (3). While more than 20 types of
enterovirus can cause HFMD (4), Enterovirus A71 (EV-A71)
and Coxsackievirus A16 (CV-A16), cataloged into the
enterovirus-A species (5), are the most commonly reported
causative agents of HFMD (6). Enteroviruses are non-
enveloped, positive-sense RNA viruses (7). The binding and
entry to host cells are mediated by viral capsid structure, an
icosahedral viral particle composed of four structural proteins
VP1, VP2, VP3, and VP4 (8). Both EV-A71 and CV-A16 viruses
predominantly use host-encoded receptor scavenger receptor
class B member 2 (SCARB2) or P-selectin glycoprotein ligand-
1 (PSGL-1) as receptors (9). Also, CV-A10 was reported to bind
to host cells via Kringle containing transmembrane protein 1
(KREMENT1) receptor (5). Upon receptor binding, the virion
enters the cell through endocytosis (10, 11). After entry, the
endosomal acidic environment facilitates the uncoating of viral
capsid and the release of viral RNA into the cytoplasm. The
positive-stranded RNA directs viral protein translation through
the internal ribosome entry site (IRES) located within its 5'-
untranslated region (5-UTR) (12). Viral polypeptides are
cleaved into functional proteins by the virus-encoded proteases
2A and 3C (13). Functional viral particles assemble with viral
genomic RNAs, and the newly formed viral particles are released
after the host cell is lysed (14).

Pattern recognition receptors (PRRs) are host cell-encoded
proteins that sense viral infections through binding specifically to
viral molecular patterns such as DNAs or RNAs and trigger
downstream cascades through activating interferon (IFN)
transcription. Secreted IFN proteins then serve as a signal to
the host cells to launch antiviral responses, mostly through the
activation of IFN-stimulated genes (ISGs) (15). Studies showed
that EV-A71 infection induces IFN expression by engaging PRRs
like toll-like receptor 3 (TLR3), TLR8, melanoma differentiation-
associated gene 5 (MDAS5), or TLR7 (16-18). To counteract IFN
signaling, EV-A71 encodes proteases that disrupt or degrade key
molecules (such as RIG-I, MDAD5, IRF3, IRF7, IRF9, STAT1, and
STAT?2) in the pathway (19-23). Given that the virus targets
several mediators of IFN signaling, it can be expected that IFN is
detrimental to the virus and therefore is crucial for antiviral
immunity. Indeed, AG129 mice lacking both type I and type II
IEN are more susceptible to EV-A71 infection (24). Moreover,
neutralizing antibodies against type I IFN increase the severity of
the disease and the mortality rate (25). Despite the importance of
IEN to control the infection, the exact mechanism of IFN-
mediated inhibition of the virus remains unclear.

Transmembrane Protein 106A (TMEMI106A) is a type II
transmembrane protein (26). It was identified as a tumor
suppressor gene in different cancer cell lines (26-28).

TMEMI106A was also found to express constitutively on the
plasma membrane of macrophages, in which it regulates M1
polarization and pro-inflammatory functions (29, 30). Evidence
regarding its antiviral activity came first from the observation
that TMEMI106A is an ISG in Daudi cells (B lymphoblasts) (31).
Further investigation uncovered that TMEMI106A restricts
human immunodeficiency virus type-I (HIV-1) and other
enveloped viruses by trapping viral particles from releasing
(32). Similar to HIV-1-releasing inhibitory protein BST-2, the
antiviral activity of TMEM106A is dependent on the plasma
membrane and virion membrane (32). Whether and how
TMEMI106A interplays with non-enveloped viruses like EV-
A71 or other enteroviruses have never been reported.

Here, we present evidence showing that TMEMI06A is an
inhibitory factor against EV-A71 and CV-A16 infections.
Expression of TMEMI106A is stimulated upon type I IFN
treatment. TMEM106A specifically blocks SCARB2-mediated
viral infection. This mechanistic study suggests that
TMEMI106A associates with SCARB2, interfering with EV-A71
binding on the host cells. Thus, our data provide a new
mechanism, triggered by the IFN signaling pathway, that
inhibits SCARB2-mediated enterovirus infection.

MATERIALS AND METHODS

Cells, Plasmids, and Antibodies

Vero cell, HEK293A cell (293A in short), 293A-SCARB2 cell
(293A cell stably expressing SCARB2), rhabdomyosarcoma (RD)
cell, JL-1 and JL-2 mAb (fluorescein isothiocyanate (FITC)-
conjugated anti-SCARB2 mAb), pCAG-DsRed (a red
fluorescent protein-expressing plasmid), and EV-A71-GFP
viral packaging plasmids pWSK-T7-EV71-GFP and
pCDNA3.1-T7RNAP (T7 RNA polymerase), were kindly
provided by Dr. Liguo Zhang, Key Laboratory of Immunity
and Infection, Institute of Biophysics, Chinese Academy of
Sciences (IBP, CAS). All the cells were cultured in Dulbecco’s
modified Eagle’s medium (DMEM) (Invitrogen, 12800017)
supplemented with 10% heat-inactivated fetal bovine serum
(FBS) (Gibco), 100 U/ml penicillin, and 100 pg/ml
streptomycin, at 37°C in a 5% CO2 humidified atmosphere. To
generate the cell line constitutively expressing tagged
TMEM106A, 293A-SCARB2 cells were transfected with
pcDNA4-TMEMI106A as described below and selected with
Zeocin (200 pg/ml). Resistant colonies were individually
expanded and validated by western blotting. One positive clone
was chosen and named 293A-SCARB2-TMEMI106A. This
process was applied to the empty vector and resulted in
control cell 293A-SCARB2-Ctrl.

The plasmid pLPCX-TMEM106A is a lentiviral-based vector
expressing TMEM106A (Provided by Dr. Guangxia Gao at IBP,
CAS). For the expression of myc-tagged TMEM106A full length
and different truncated forms, DNAs were amplified from
pLPCX-TMEMI106A and cloned into pcDNA4/To/Myc-His B
vector between BamHI and Xbal. To generate pcDNA3-
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mCherry, mCherry ORF was cloned into the pcDNA3.1 vector
between Xhol and Xbal sites. pIRES2-mCherry was modified by
replacing the enhanced green fluorescent protein (EGFP) coding
sequence with mCherry coding sequence through cloning
between BamHI and Notl sites introduced by fusion PCR.
Human PSGL1 and SCARB2 ¢DNA were amplified from RD
and 293A-SCARB?2 cells, respectively, and subcloned to pIRES2-
mCherry by inserting into EcoRI/Sall, BglIl/EcoRI sites, resulting
in pPSGL1-IRES-mCherry, pSCARB2-IRES-mCherry
expression vectors. All primer sequences are listed in Table 1.
The pSUPER RNAIi System was used for knocking down the
expression of TMEM106A. The sequence of the shRNA targeting
the TMEMI106A transcript was designed according to the
recommendation of Sigma-Aldrich (https://www.sigmaaldrich.
com/catalog/genes) and named 106A-shRNA. To generate
pSUPER- GFP-106A-shRNA, a pair of complementary
oligonucleotides 5'-GATCCCCAAGTCAATCCTGTCCT
CCATTCAAGAGATGGAGGACAGGATTGACTTTTTTA-3’
(sense) and 5'-AGCTTAAAAAAAGTCAATCCTGT
CCTCCATCTCTTGAATGGAGGACAGGATTGACTTGGG-3’
(antisense) were synthesized with 5" ends being BglII and HindlIII
restriction site overhangs, then annealed and then cloned into
the BgIIl and HindIIl sites of pSUPER.retro.neo+gfp
(Oligoengine, herein abbreviated for pSUPER-GFP). For each
oligonucleotide, the target sequence was sense (underlined)

followed by antisense orientation (Italicized) separated by a
nine-nucleotide spacer.

Rabbit anti-HA tag mAb (CST, 3724S), anti-6x His tag
antibody (Abcam, H8), anti-LIMP II/SCARB2 antibody (D-3)
(Santacruz, sc-55570), anti-VP2 mAb (Millipore, MAB979),
rabbit anti-GAPDH polyclonal antibody (Sangon Biotech,
AB10016), mouse anti-B-tubulin (MG7) monoclonal antibody
(Beijing Ray Antibody Biotech, RM2003), HRP-conjugated goat
anti-mouse and anti-rabbit IgG antibodies (Sigma Aldrich) were
used in western blotting. Alexa Fluor 555-conjugated donkey
anti-Mouse IgG (H+L) and Alexa Fluor® 633-conjugate donkey
anti-Goat IgG (H+L) secondary antibodies were purchased from
Life Technologies, and anti-SCARB2 aa27-432 (RD, AF1966),
anti-SCARB2 aa339-437 (Abnova, H00000950-MO01), and anti-
TMEM106A (kindly provided by Dr. Yingyu Chen) were used
for flow cytometry and immunofluorescence assay.

Virus Production and Infection

EV-A71-MZ (GenBank accession no. KY582572), isolated from
the throat swab of an ICU patient at Meizhou People’s Hospital
(33), was propagated in RD cells. EV-A71-GFP, ie., EV-A71
carrying an EGFP reporter gene inserted between 5-UTR and
VP4 gene, was established by co-transfecting pcCNA3.1-T7-
RNAP and pWSK-T7-EV71-GFP plasmids at a 10:1 ratio into
293T cells (34). When GFP positive cells appeared, the

TABLE 1 | Primer Sequences.

Primer Name Usage

Sequences (5’-3’)

mCherry-1 F
mCherry-1 R
mCherry-2 F

Amplification of mCherry gene

Fusion PCR for pIRES2-mCherry

CACGGATCCGCCCCTCTCCCT
TCCTCGCCCTTGCTCACCAT
CCTTTGAAAAACACGATGATAATATGGCCACAACCATGGTGAGCAAGGGCGAGGAGG

mCherry-2 R
hPSGL1 F
hPSGL1 R
hSCARB2-1 F
hSCARB2-1 R
hTMEM106A-1 F
hTMEM106A-1 R
h106A (1-120) R
h106A (1-170) R
h106A (1-210) R

Amplification of human PSGL1
Amplification of human SCARB2
Amplification of human TMEM106A
Together with nTMEM106A-1 F

for amplification of the truncated

TMEM106A a.a(1-120), a.a(1-170)
and a.a(1-210), respectively

CACGCGGCCGCTTTACTTGTACAGCTCGT
CACGAATTCATGCCTCTGCAACTCCTCCT
CACGTCGACCTAAGGGAGGAAGCTGTGCA
CACAGATCTCTATGGGCCGATGCTG
CACGAATTCTTAGGTTCGAATGAGGGGT
CACGGATCCGCCACCATGGGTAAGACGTT
CACTCTAGTGGTGGGTGAGGGGTCAG
CACTCTAGACCAATGACGGACCGGGGAAA
CACTCTAGAACGAGGGACAGGTGCAGAAC
CACTCTAGAAG CCAGGTACAGATTTTGTA

h106A-C F Together with "nTMEM106A-1 R for CACGGATCCAGAGGCTGAAGCCCAAGC
h106A-TM-C F amplification of the truncated CACGGATCCGGCAGTGGCAAGATTCCC
TMEM106A-C a.a (116-262) and
TMEM106A-TM-C a.a (95-262), respectively
h106A-ATM F Reverse PCR for ampilification of AGGCTGAAGCCCAAGCACACGAAGCTC
h106A-ATM R TMEM106A-ATM (95-116 deleted) CTGGCAGGTGGGACAAGTCACGAAGC
EV-71 2C-F gPCR for EV-71 2C TGTATGTCTCATTATCAGGGG
EV-71 2C-R CCACCTGTTGCTTGTAACCGT
hGAPDH-F gPCR for human GAPDH GAAGGTGAAGGTCGGAGT
hGAPDH-R GAAGATGGTGATGGGATTTC
hSCARB2-2 F gPCR for human SCARB2 GTGGGGCCATACACCTACAG
hSCARB2-2 R GGGTCTCCAACAGATTGGTCT
hTMEM106A-2 F gPCR for human TMEM106A GAGAAGCAGTTGGTGGCTCT
hTMEM106A-2 R ATCAAAGGCCACTGTGGAGG
mTMEM106A F gPCR for monkey TMEM106A GAGAAGCAGTTGGTGGCTCT
mTMEM106A R ATCAAAGGCCACCGTGGAGG
mGAPDH F gPCR for monkey GAPDH GAAGGTGAAGGTCGGAGT
mGAPDH R GAAGATGGTGATGGGGCTTC
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supernatant was collected, added to RD cells, and incubated until
apparent cytopathogenic effects (CPE) appeared. To prepare
virus stocks, EV-A71-GFP viruses were propagated for one
more passage in RD cells; CV-A10 and CV-A16-GZ (GenBank
accession no. MG182694) viruses (provided by Dr. Weifeng Shi
at Taishan Medical University and Dr. Yingxian Yin at
Guangzhou Women and Children’s Medical Center,
respectively) were propagated in RD cells. When CPE
appeared apparently via microscopy observation, the
supernatants were collected, aliquoted, and frozen at - 80°C
for further use. Viral titers were measured by plaque assay. Virus
infection was carried out as follows: cells were incubated with
EV-A71 or EV-A71-GFP at a specific multiplicity of infection
(MOI) in a humidified CO, (5%) incubator at 37°C; one hour
later, unbound viruses were washed away; cells were then
cultured with fresh medium until tested. Viral titers were
measured by plaque assay.

IFN Treatment

Different kinds of cells were treated with 1000 IU/ml of
recombinant human IFN-02b (Prospec) for the indicated time,
and then total RNAs were isolated and used to measure specific
mRNA abundance by RT-qPCR. To examine the inhibitory
effect of IFN on EV-A71, Vero, 293A-SCARB2 and RD cells
were infected with EV-A71-GFP and treated with IFN-02b at 0,
1000 and 10000 IU/ml for 8 h. The replication of the virus EV-
A71-GFP was estimated by observing the GFP signal under a
fluorescence microscope (System Microscope BX63, Olympus).

Viral Plaque Assay

The viral plaque assay was performed as described previously
(35). Briefly, RD or Vero cells were seeded into a 12-well plate at
a density of 2x10° cells/well. When reaching about 90%
confluence, the cells were infected with culture supernatants
containing viruses undiluted or diluted in 10-fold series for 1 h.
Subsequently, the supernatants were aspirated, and cells were
washed gently with PBS and then covered with DMEM
containing 1% methylcellulose (Sigma-Aldrich) and 2% FBS.
After incubation for 3 days, cells were fixed with 4%
paraformaldehyde (Sigma-Aldrich) and stained with 0.1%
crystal violet. Plaques were then quantified by visual scoring.

Flow Cytometry (FCM)-Based Assay of
GFP Production From EV-A71-GFP

To assess the effect of the TMEM106A expression on the EV71-
specific receptor function, 293A cells were seeded into a 24-well
plate at a density of 1.5 x 10* cells/well and incubated for 18~24
h, then co-transfected with either pPSGLI-IRES-mCherry or
pSCARB2-IRES-mCherry along with pcDNA4-TMEMI106A or
pcDNA4 vectors at a mass ratio of 1:3 using Lipofectamine 2000
(Invitrogen). After incubation for 24 h, the cells were infected
with EV-A71-GFP at a specific MOI of 0.1 for 1 h and incubated
for 18 h. About 1x10° infected cells were collected and fixed in
4% paraformaldehyde for 15 min. After washing three times with
PBS, cells were resuspended in 0.5 ml of PBS for flow cytometry
(LSRFortessa, BD) assay of GFP production from EV-A71-GFP.

To estimate the effect of different TMEMI106A truncated
forms on EV-A71 replication, 293A-SCARB2 cells were seeded
into a 24-well plate and incubated as described above, then co-
transfected with the plasmids expressing full-length or truncated
forms of TMEM106A together with a reporter plasmid pCAG-
DsRed at a mass ratio of 3:1 and incubated for 24 h, followed by
EV-A71-GFP infection at an MOI of 0.1. Twelve hours post-
infection, the GFP production was measured by FCM as
described above.

Assessment of TMEM106A RNAI
Knockdown Efficiency

293A-SCARB2 and Vero cells were transfected individually with
pSUPER-GFP-106A-shRNA or pSUPER-GFP. The latter one
was used as a control. After incubation for 24 h, the cells
expressing high levels of GFP were sorted by FACS (BD
LSRFortessa). For testing the RNAi knockdown efficiency of
TMEMI106A, the sorted cells were treated with IFN-o2b (1000
IU/ml) for 12 h and used for TMEM106A mRNA level assay by
RT-qPCR, the amount of protein was assessed by western
blotting, or infected with EV-A71-MZ and incubated for
another 12 h for EV-A71 2C mRNA level assay by RT-qPCR.
The GAPDH mRNA level was used as an internal control. The
relative level of target mRNA in the cells expressing 106A-
shRNA was normalized to the cells transfected with the
control vector.

RT-qPCR Analysis

TRIzol reagent (Invitrogen) was used for cellular RNAs
extraction, and TRIzol LS reagent (Invitrogen) was used for
virus RNA extraction. Extracted RNAs were treated with DNase
using the RQ1 Rnase-Free Dnase Kit (Promega, M6101). cDNA
was synthesized with reverse transcriptase (Takara, PrimeScript
RT reagent Kit), then subjected to qPCR (Transgene, TransStart
Green qPCR SuperMix) using a LightCycler 480II (Roche). The
target RNA level was calculated by the comparative cycle
threshold (CT) method and normalized with GAPDH mRNA
level. The primers used for qPCR analysis are listed in Table 1.

TMEM106A Overexpression in
293A-SCARB2 Cells

293A-SCARB?2 cells were seeded into a 6-cm dish at a density of
10° cells/well. 16-18 h later, when the cell monolayer was about
70% confluent, the cells were transfected with pcDNA4-
TMEMI106A-His using the Lipofectamine 2000. 48 h after
transfection, the cells were transferred to a 10-cm dish and
zeocin (Life technology, R25005) was added to a final
concentration of 200 pg/ml to select stably transfected cell
lines. This selection took from one to two weeks. The medium
was carefully changed every day. The resultant cells from this line
were designated 293A-SCARB2-TMEMI106A.

Viral Attachment and Entry Assay

293A-SCARB2-TMEMI106A and 293A-SCARB2 cells were
seeded in 24-well plates containing coverslips at a density of
10° cells/well and cultured for 12 h. Then, cells were ice-chilled
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and incubated with EV-A71-MZ at an MOI of 100 for 1 h at 4°C,
to allow viral attachment but impede viral entry. After three
washes with ice-cold PBS, EV-A71 binding to the host cell
surface was fixed in 250 ml ice-cold 4% paraformaldehyde for
20 min.

For entry assay, the cells were first incubated with EV-A71-
MZ at 4°C for 1 h and then at 37°C for 30 min for viral entry. The
cells were washed with PBS and then fixed. The fixed cells were
permeabilized in PBS containing 0.2% TritonX-100 for 10 min,
washed three times with PBS containing 0.1% TritonX-100
(PBST), and blocked in PBST containing 5.5% FBS for 30 min.
Anti-VP2 antibody was used to detect the EV-A71 virions and
then incubated with the secondary antibody Alexa Fluor 555-
conjugated donkey anti-mouse IgG in the dark. Nuclei were
stained with DAPI (Life Technologies). The results were
analyzed by confocal microscopy (Zeiss, LSM800).

In Vitro Viral RNA Production and
Transfection Assay

EV-A71-GFP viral RNA was generated by using a T7
RiboMAX™ Large Scale RNA Production System-kit
(Promega, P1300). The plasmid pWSK-T7-EV71-GFP was
linearized by Xhol digestion and used as the DNA template.
293A-SCARB2-TMEMI106A and 293A-SCARB2 cells were
seeded in a 12-well plate at a density of 2.5 x 10> cells/well one
day before transfection. For the transfection, 2 pg of EV-A71-
GFP RNA mixed with 2.5 pl of Lipofectamine 2000 were added
to each well. The expression of GFP was monitored at regular
intervals under the microscope. After 18 h, the culture
supernatant was collected to measure the infectious titer of
extracellular viruses by plaque assay.

Membrane Protein Extraction and

Western Blot Analysis

Total, cytoplasmic, and membrane proteins of 293A-SCARB2 and
293A-SCARB2-TMEMI106A cells were individually extracted by
using the ProteoExtract®Transmembrane Protein Extraction Kit
(Novagen,71772-3), according to the manufacturer’s instructions.
The protein extracts were then analyzed by western blotting using
anti-SCARB2 or anti-TMEMI106A antibodies to show the
expression of SCARB2 and TMEMI106A proteins, with the
expression of GAPDH protein as a control. After that, the PVDF
membrane was stained to confirm the equal loading of two samples.

Determination of Membrane

SCARB2 Conformation
293A-SCARB2-TMEMI106A and 293A-SCARB2 cells were
detached with trypsin, washed with PBS, and pelleted at 500g
for 5 min. About 10° cells were stained in 50 ul of FACS buffer
(3% BSA in PBS) containing the FITC-conjugated JL-1 or JL-2
antibody (34), or common antibodies against different regions of
SCARB2 (a.a27-432 and a.a339-437) for 1 h at 4°C, followed by
three rounds of washing steps. After centrifugation, the cells were
stained with the secondary antibodies Alexa Fluor 555-
conjugated donkey anti-mouse IgG and Alexa Fluor633-
conjugated donkey anti-goat at 4°C. Finally, cells were washed,

resuspended in PBS, and analyzed on a cytometer FACS Calibur
(C6 Acurri, USA). Unless otherwise mentioned, all experimental
steps were performed on ice.

Co-Localization of Membrane SCARB2
and TMEM106A Protein
293A-SCARB2-TMEM106A and 293A-SCARB2 cells were
centrifuged, and the pellets (2 x 10° cells/tube) were co-
incubated with anti-SCARB2 (Abnova, H00000950-M01) and
anti-TMEMI106A for 1 h at 4°C, followed by incubation with
corresponding FITC-conjugated secondary antibodies. The cells
were then resuspended in 50 pul of PBS and transferred to
coverslips in a 24-well plate, fixed using ice-cold 4%
paraformaldehyde in PBS for 30 min, and incubated at room
temperature for 30 min. Until the cells were fixed, all steps were
performed at 4°C. The cell membrane was permeabilized, and
after blocking, nuclei staining was performed. Pictures were
captured as described in the viral entry assay.

Statistical Analysis

Each figure details the statistical tests used to analyze the data set
presented. Comparison of the data was performed using
Student’s ¢- test by performing SPSS software. Graphpad Prism
(version 8.0) was used for two-way ANOVA with Bonferroni
multiple comparisons statistical analysis. Before each statistical
test, the normality of each data set was assessed.

RESULTS

TMEM106A Is Required for Optimal
IFN-Mediated Antiviral Activity

The level of endogenous TMEMI106A mRNA was assessed in
commonly used cell lines as well as peripheral blood
mononuclear cells (PBMC) with or without IFN-02b treatment.
Among the tested cells, Vero cells produced the highest level of
TMEM106A mRNA, whereas all other cells produced similar levels
(Figure 1A), including the 293A-SCARB?2 cell line stably expressing
a SCARB2-transgene, suggesting that the ectopic expression of
SCARB2 did not change the TMEM106A RNA level. Consistent
with previous studies showing that TMEM106A is an ISG in Daudi
cells (31), IEN-02b treatment enhanced TMEM106A expression
(Figure 1A). Upon the stimulation of IFN-02b, the expression of
endogenous TMEM106A increased variably in different cell lines
(Figure 1A). In both 293A-SCARB2 and Vero cells, this induction
was in a time-dependent manner (Figure 1B). This upregulation
was weaker than that of ISG54 (Figure 1C) but showed a more
persistent pattern.

Next, we asked whether type I IEN treatment could inhibit EV-
A71 infection. Albeit the virus encodes mechanisms that antagonize
IFN signaling, IFN-02b treatment restricted EV-A71 infection in a
dose-dependent manner in Vero, 293A-SCARB2 and RD cells
(Figure 1D). To determine if TMEM106A contributed to this
restriction, shRNAs against TMEMI06A (106A-shRNA) were
introduced into 293A-SCARB2 and Vero cells and collected by
FACS sorting. All sorted cells were treated with IFN-0a2b. About

Frontiers in Immunology | www.frontiersin.org

March 2022 | Volume 13 | Article 817835


https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Guo et al.

Mechanism of TMEM106A Against EV-A71

A B C
30 1 IFN-
o 259 x = PN+ 5 @ 293A-SCARB2 * g 50-E3 293A-SCARB2
2 204 3 BN Vero g EE Vero
© f= ©
° 15 S 4 © 40 *
c < e} c
39 107 5% 3
<2 s m 283 <3 30 *
<= = <0
AR : 23 22
£ 4 T LA+ £5 20 %
2% 5 251+ 2
5 £ 5
£ oo g o oh 4h 8h 12h 18h :
Oh 4h 12h 18h
’bVQ;]’Qpe}ow@\O\ v O o0 R . L ) ;
rf}go?? N N Q\/Q@Q QQ,@ ¥ P Time after IFN-a2b addition (h) Time after IFN-a2b addition (h)
{b?:
0
E F
IFN-a2b 0 1000 10000 I 293A-SCARB2 EE Vero 0 293A-SCARB2 H Vero
(IU/ml) 8 8
S 10 S 20 ol *
Vero ° * °
5 § 0.8 * 5015
22 o6 g3
% E = ; 1.0
s 04 ; o
293A- EE o) %5 05
SCARB2 il 2% * 2
= g 00 T o0
[7) Q N \ Q
o (}.‘Qﬁ?‘ (}3@?‘ © ‘\Qﬁ O%Qﬁ?‘
N N X N
) ) R P
& & & &
O O N O

FIGURE 1 | Expression and anti-EV-A71 activity of endogenous TMEM106A. (A) RT-qPCR assessment of endogenous TMEM106A mRNA level in different cell lines
with or without IFN-ai2b (1000 1U/ml) treatment for 18 h. The mRNA level of TMEM106A was normalized to that of GAPDH in the different RNA samples. The
normalized data in 293A cell line was set as 1. Statistical differences between IFN-02b treatment and mock treated were assessed using Student’s t test.

(B) Cells from the 293A-SCARB2 or Vero lines were stimulated with IFN-o2b (1000 IU/ml) for O h, 4 h, 8 h, 12 h and 18 h, and assessed for TMIEM106A RNA
expression by RT-gPCR. TMEM106A mRNA level was normalized according to GAPDH mRNA level. The results are expressed as fold change relatively to the levels
in unstimulated cells (0 h) set as 1. Statistical differences between IFN-02b treatment and mock treated were assessed using Student’s ¢ test. (C) Cells from the
293A-SCARB2 or Vero lines were stimulated with IFN-a2b as in (B) and assessed for ISG54 mRNA level by RT-gPCR. Statistical differences between IFN-o:2b
treatment and mock treated were assessed using Student’s t test. (D) Assessment of the antiviral activity of IFN-a2b against EV-A71-GFP in Vero, 293A-SCARB2,
and RD cells. 293A-SCARB2, Vero, and RD cells were infected with EV-A71-GFP (MOI=0.1) and then treated with IFN-a:2b at 1000 or 10000 IU/ml, with untreated
as control. After 8 h incubation, viral infection was examined by the expression of GFP. (E) TMEMET06A mRNA knockdown in 293A-SCARB2 and Vero cells was
achieved by transfection with the shRNA-encoding plasmid pSUPER-GFP-TMEM106A-shRNA. Knockdown efficiency, compared with the cells transfected with the
control plasmid pSUPER-GFP (Ctrl), was assessed by RT-gPCR. Twenty-four hours post-transfection, the GFP-positive cells were FACS-sorted and treated with
IFN-02b for another 12 h. TMEM106A mRNA level was measured by RT-gPCR, with GAPDH mRNA level as internal control. Statistical differences between control
and shRNA-transfected cells were assessed using Student’s t test. (F) EV-A71 2C mRNA level in the cells where TMEM106A expression was knocked down by
shRNA. The GFP-positive cells sorted 24 h after transfection and stimulated with IFN-o2b for 12 h were infected with EV-A71 (MOI=0.1). Twelve hours post-
infection, viral RNA level was quantified by RT-gPCR with GAPDH mRNA level as internal control. Statistical differences between control and shRNA-transfected cells
were assessed using Student’s t test. All the RT-gPCR results above are presented as mean + SD of three independent experiments. *p < 0.05.

half of the TMEMI06A RNAs were knocked down by shRNAs
(Figure 1E), and this almost doubled the viral abundance
(Figure 1F). This result was apparent in both 293A-SCARB2 cells
and Vero cells. Thus, TMEMI06A is an ISG and is required for
optimal IFN-mediated EV-A71 restriction.

HEK293 cell line lacks the expression of TLRs in normal
states (36), making it an ideal cell line for studying the function
of an ISG. Compared to 293A alone, 293A-SCARB2 enhanced
the infection of EV-A71 significantly (37). We also observed this
phenomenon (data not shown). To facilitate the infection, we
used 293A-SCARB2 for the next assays.

TMEME106A Inhibits SCARB2-Mediated
Virus Binding and Infection

To further investigate the inhibitory mechanism operated by
TMEMI106A on viral infection, 293A-SCARB2-TMEMI106A, a

cell line ectopically expressing TMEM106A, was generated and
infected with three types of enteroviruses: EV-A71, CV-A16 or
CV-A10, with 293A-SCARB2-Ctrl expressing a corresponding
empty vector as control. Virus-containing culture supernatants
were collected at different time points post infection and their
titers were measured. Data showed that in TMEMI106A-
expressing cells, EV-A71 titer was dramatically decreased
compared to that in control cells (Figure 2A). Similarly, CV-
A16 replication was reduced in the presence of TMEMI106A
(Figure 2B). In contrast, CV-A10 infection was not affected by
TMEM106A expression (Figure 2C). Thus, TMEM106A inhibits
both EV-A71 and CV-A16 infection, but not CV-A10.
Although CV-A10 belongs to the enterovirus family, it uses
host cell expressed KREMENT1 as the receptor, contrary to EV-
A71 and CV-Al16, which use SCARB2 or PSGL1 (5). Our
observation suggested that TMEM106A-mediated viral
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FIGURE 2 | Antiviral activity in 293A-SCARB2-TMEM106A cells. (A-C) 293A cells stably expressing SCARB2 alone (Ctrl) or SCARB2 together with TVEM106A
(TMEM106A) were infected with EV-A71-MZ (A), CV-A16-GZ (B), or CV-A10 (C) at an MOI of 0.01. The viral yields were determined at different times post-infection by a
TCID50 assay. The data are mean + SD of three independent experiments. Statistical differences were assessed using a two-way ANOVA with Bonferroni multiple
comparisons and are highlighted by * (p < 0.05), ** (p < 0.005), *** (p < 0.0005) and **** (p < 0.0001). (D, E) 293A cells co-transfected with 100 ng of either pPSGL1-
IRES-mCherry or pSCARB2-IRES-mCherry, and with 300 ng of pcDNA4-TMEM106A or pcDNA4 vectors at a mass ratio of 1:3 for 24 h. Then the cells were infected
with EV-A71-EGFP at an MOI of 0.1 for 18 h. Half of the cells were analyzed by FACS (D), and the other half was analyzed by western blotting (E). VPO (VP2+VP4) and
VP2 are viral proteins. B-tubulin serves as loading control. Statistical differences between control and pcDNA4-TMEM106A-transfected cells in PSGL-1- or SCARB2-
expressing group were assessed using Student’s t test. Data are means + SD of three independent experiments. *p < 0.05; n.s., no statistical significance.

inhibition may be receptor-dependent. To test this hypothesis,
293A cells were co-transfected with plasmids expressing different
receptors and TMEM106A, which were subsequently challenged
by EGFP-encoding EV-A71 infection. Viral infection was
measured by flow cytometry. Only SCARB2-expressing cells
showed a decrease of viral infection, not PSGL1-expressing
cells (Figure 2D). We also tested levels of viral protein VPO
(the precursor of the capsid proteins VP2 and VP4) and VP2.
Consistently, the TMEM106A-dependent decrease of viral
protein expression was only observed in SCARB2-expressing
cells, but not PSGL-1-expressing cells (Figure 2E). Thus, our
data indicated that TMEM106A blocks SCARB2-dependent
viral infection.

TMEM106A Blocks Virus Binding

to Target Cells

Next, we set out to determine if SCARB2-mediated viral binding
and entry was blocked by TMEM106A. EV-A71 binds to the cell
surface receptor and enters the cell through the endocytosis
provoked by engagement of the receptor. Experimentally,
endocytosis can be blocked by lowering the culture
temperature, while the virus-receptor binding remains effective.

TMEMI106A-expressing 293A-SCARB2 cells, or controls
harboring an empty vector, were first incubated with EV-A71
at 4°C for attachment, and then at 37°C to allow the entry of the
virus. This protocol can separate the steps of viral binding to host
cell and entry. Cells taken after the first condition or after both
conditions were stained with DAPI and fluorescent antibodies
against the EV-A71 capsid protein VP2. This experiment showed
that in the presence of TMEM106A, EV-A71 binding to host
cells was dramatically decreased, the entry of viral particles was
consequently largely reduced (Figure 3A).

To further investigate if TMEMI106A affected other steps of
the viral life cycle, EV-A71-GFP RNA was in vitro transcribed
using pWSK-EV71-GFP as a template and transfected cells,
allowing skipping the receptor binding and entry steps.
TMEM106A expression did not affect viral GFP signals at 9 or
12 h post transfection, and slightly decreased GFP expression at
24 h post transfection (Figures 3B, C). We deduced that the
slight inhibition at 24 h was due to TMEM106A blocking new
cycles of EV-A71 virion infection, occurring after EV-A71 RNA
transfection. At 18 h post transfection, the culture supernatants
containing the virus were collected and used to infect recipient
cells. This experiment indicated that viral titers from
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FIGURE 3 | Mechanistic study of the inhibition of EV-A71 by TMEM106A. (A) The effect of TMEM106A expression on the attachment (left) and endocytosis (right) of
EV-A71 was examined by incubating control cells (293A-SCRB2) and cells expressing TMEM106A (293A-SCRB2-TMEM106A) with EV-A71-MZ (MOI=100) for 1 h at
4°C (pbinding), with or without an additional 30-min incubation at 37°C (endocytosis). The EV-A71 virions were detected by immunofluorescence assay using a
primary antibody against EV-A71 VP2 and an Alexa-Fluor 555-conjugated secondary antibody. The cells were counterstained with DAPI to show the nucleus.
Bar=10 um. DIC, differential interference contrast. (B) To examine the effect of TMEM106A expression on the post-entry stages of EV-A71 replication, EV-A71-EGFP
RNAs were transcribed from the linearized pWSK-EV71-EGFP, and then transfected into 293A-SCARB2-TMEM106A or control 293A-SCARB2 cells. The expression
of EGFP and the cellular viral RNA levels at different time points post transfection were examined by fluorescence microscope. (C) The GFP-positive cells in 50 fields
were counted and the mean number was calculated. Statistical differences between Ctrl and TMEM106A were assessed using Student’s ¢ test. * (p < 0.05) and

*** (p < 0.001). (D) Eighteen hours after transfection with the viral RNA, the viral yield in 293A-SCARB2-TMEM106A and 293A-SCARB2 cells was measured by
plaque assay. (E) The value from the 293A-SCARB2 control cells was set at the 100% of virus production to estimate remaining percentage of viral production in
presence of TMEM106A. Statistical differences between control and TMEM106A were assessed using Student’s ¢ test. The data are mean + SD of three
independent experiments. n.s., no statistical significance.
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TMEM106A empty and expressed cells were similar at this time
point (Figures 3D, E). Altogether, these data suggest that
TMEMI106A inhibits EV-A71 by blocking its binding to the
entry receptor SCARB2 on host cells.

TMEM106A Colocalizes With SCARB2 and
Produces Steric Hindrance on SCARB2
Next, we investigated how TMEM106A would affect SCARB2-
mediated viral binding by using the 293A-SCARB2-TMEM106A
cell line, with the 293A-SCARB2 cell line as a control. We first
asked whether TMEM106A would interfere with SCARB2
expression. Equal number of 293A-SCARB2-TMEMI106A and
293A-SCARB2 cells were collected and used for total RNAs
isolation. Meanwhile, the total cell lysates, cytoplasmic and
membrane proteins were prepared individually. RT-qPCR
results indicated that the expression of TMEM106A did not
change the mRNA level of SCARB2 (Figure 4A). Western
blotting also showed that TMEM106A expression had little
effect on SCARB2 abundance at the cell membrane
(Figure 4B). More importantly, TMEM106A is also localized
to the cell membrane (Figure 4B). The localization of
TMEM106A and SCARB2 at the membrane raised the
hypothesis that the two proteins may associate with each other,
which in turn, sterically block viral binding to SCARB2. Indeed,
immunofluorescent staining indicated that SCARB2 colocalized
with TMEM106A on the plasma membrane of the cells
(Figure 4C), suggesting their association.

To map the affected sites, we used several anti-SCARB2
antibodies targeting different epitopes of the protein. The
structural analysis of SCARB2 showed several helices inside the
lumenal loop exposed to the extracellular environment. Previous
studies suggested that this region is critical for EV-A71
recognition and binding by VP1 and VP2 (38). Polyclonal
(SCARB2 pADb) and JL1 antibodies recognize the entire
lumenal loop, JL2 antibody targets the alpha helices 2, 5 and
14, and the monoclonal antibody (SCARB2 mADb) binds to alpha
helices 12 and 14 (Figure 4D, right panel). Cytometric analysis
showed that, while all four antibodies recognized SCARB2
successfully in the absence of TMEMI106A, only SCARB2-mAb
still bound SCARB2 in the presence of TMEM106A. The other
three antibodies were blocked by the presence of TMEM106A
(Figure 4E). These data suggested that TMEM106A associates
with the SCARB2 lumenal loop, including alpha helices 2, 5 and
14, which are critical sites for EV-A71 binding (38). Taken
together, our data suggest that through colocalizing to the
SCARB?2 proteins, TMEM106A provokes a steric hindrance for
EV-A71 binding.

TMEM106A Functions Through Its
Extracellular Region

TMEMI106A is a type-II membrane protein, containing a
cytoplasmic region (amino acids 1-95, a.a 1-95), a
transmembrane region (a.a 96-115) and an extracellular region
(amino acids 116-262) (Figure 5A) (39). We reasoned that the

extracellular region of TMEMI106A could be responsible for
SCARB2 association and subsequent EV-A71-binding
inhibition. To test this hypothesis, we constructed vectors
expressing different truncated forms of TMEM106A
(Figure 5A). Expression level and size of all truncated and full-
length proteins were verified by western blotting on whole cell
lysates (Figure 5B). TMEM106A proteins lacking the C-terminal
region (a.a 1-120, a.a 1-170 and a.a 1-210) did not inhibit EV-A71
replication, as monitored by virus-encoded GFP expression,
whereas the transmembrane region together with the
extracellular region (TM-C) retained a comparable antiviral
activity as the full-length protein (a.a 1-262) (Figure 5B). The
extracellular region alone (C) was unable to inhibit EV-A71
replication, likely because it lacked the membrane targeting
signal sequence for correct localization. These data suggested
that TMEM106A locates on the cell membrane and blocks EV-
A71 infection through its extracellular region anchored on the
plasma membrane, interfering with the virus-binding site
on SCARB2.

DISCUSSION

Here, we showed that TMEM106A is an ISG upregulated upon
type I interferon treatment and is required for optimal IFN-
mediated antiviral activity against EV-A71 infection (Figure 1).
TMEMI106A blocks SCARB2-mediated EV-A71 and CV-A1l6
infection but does not affect infections mediated by other
receptors (Figure 2). Further, we showed that TMEM106A
specifically targets the SCARB2 lumenal loop, creating a steric
hindrance for EV-A71 binding (Figures 3 and 4). The
transmembrane region and extracellular region of TMEMI106A
are responsible for this competition (Figure 5). Based on these
results, we hypothesized a working model for the inhibition of
EV-A71 infection by TMEM106A (Figure 6).

The antiviral role of IFN is mostly mediated by the induction of
ISG expression. Many studies have addressed the mechanisms
whereby EV-A71 antagonizes IFN signaling (19-23); however,
how ISGs inhibit EV-A71 infection remains elusive. We found
that TMEMI06A is not a robustly stimulated ISG compared to
ISG54 but is more durable (Figures 1B, C). Our results
(Figures 1E, F) suggested that TMEMI106A could act as a host
factor protecting host cells from EV-A71 infection. Recently,
TMEMI106A was found to inhibit HIV-1 and other enveloped
virus release (32). It is incorporated into progeny virions and is
located on the virion membrane. The incorporated TMEM106A
then interacts with other TMEMI06A proteins on the plasma
membrane through intermolecular interactions between the two
extracellular domains, which in turn, forces the progeny virion to
attach to the cell surface (32). We observed that in the case of non-
enveloped enteroviruses, TMEM106A selectively inhibited EV-
A71 and CV-A16, but not CV-AlQ, in a receptor-dependent
manner, suggesting a new antiviral mechanism. Further
exploring how TMEMI106A impacts other types of enteroviruses
will help to establish its role in antiviral response. How this
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FIGURE 4 | SCARB2 expression and co-localization with TMEM106A, and mapping of SCARB2/TMEM106A association. (A) Assessment of SCARB2 mRNA level
in the presence of over-expressed TMEM106A protein. Total RNAs were isolated from 293A-SCARB2-TMEM106A and 293A-SCARB2 control cells and subjected
to RT-gPCR assay. The mRNA level of SCARB2 was normalized to that of GAPDH. The relative mRNA level of control cells was set as 100%. Statistical differences
between Ctrl and TMEM106A were assessed using Student’s ¢ test. The data are mean + SD of three independent experiments. n.s., no statistical significance.

(B) Assessment of SCARB2 protein level in the presence of over-expressed TMEM106A protein. Total, cytoplasmic and membrane protein extracts were prepared
from 293A-SCARB2-TMEM106A and 293A-SCARB2 control cells. Western blot analysis was carried out by using anti-SCARB2 and anti-TMEMA106A antibody,
respectively, to compare the protein levels of SCARB2 as well as TMEM106A. The membrane was then stained to confirm the equal loading of two samples.

(C) Immunofluorescence microscopic picture showing the membrane co-localization of SCARB2 and TMEM106A. 293A-SCARB2-TMEM106A and 293A-SCARB2
cells were collected and co-incubated with anti-SCARB2 and anti-TMEM106A antibodies, followed by incubation with corresponding FITC-conjugated secondary
antibodies. The cells were then transferred to coverslips and fixed with ice-cold 4% paraformaldehyde. Finally, the cell membrane was permeabilized, and nuclear
DNA was stained with DAPI (blue). Bar=10 um. (D) Crystal structure of SCARB2 ectodomain (PDB:4TW2) (left panel) featuring the binding sites of the antibodies
recognizing different domains of SCARB2 (right panel). (E) Conformation analysis of membrane SCARB2 via surface staining analyzed by flow cytometry. 293A-
SCARB2-TMEM106A and 293A-SCARB?2 cells were collected, incubated with the FITC-conjugated JL-1 or JL-2 antibody, or common antibodies against different
regions of SCARB2 (a.a. 27-432 and a.a. 339-437) for 1 h at 4°C, followed by the Alexa Fluor 555-conjugated anti-mouse IgG and Alexa Fluor633-conjugated anti-
goat IgG staining. Finally, the cells were analyzed by using flow cytometry. Control 293A-SCARB2 and 293A-SCARB2-TMEM106A cells were incubated with isotype
(solid and dashed in black) as florescence negative control. Blue and red lines represent cells incubated with the indicated SCARB2 antibodies.

Mechanism of TMEM106A Against EV-A71

Frontiers in Immunology | www.frontiersin.org 10 March 2022 | Volume 13 | Article 817835


https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Guo et al.

Mechanism of TMEM106A Against EV-A71

independent experiments. *p < 0.05.

A
Cytoplasm Transmembrane  Extracellular
Region
Full-length = a.a (1-262) ———= = | R |
1 95 115 262
[ a.a (1-210) [ 1 ]
a.a (1-170) E———— I ]
Truncated
f a.a (1-120) EE————— I H
orms
C DN |
ATM EE————= ]
L T™M-C [  RRRRRRRDNNX, |
B
~ 100+
s
c
il
S 80+
Q0
a
Q
o
o 604
w
Q
> 40
Ae’é
WB: :
’ 3
MyC - . e
-

GAPDH -p'._---_—’

FIGURE 5 | The C-terminal domain of TMEM106A is involved in EV-A71 attachment. (A) Domain architecture of TMEM106A protein and truncations. (B) Antiviral activity
of different deletion mutants of TMEM106A. Plasmids expressing myc-tagged wild-type (a.a. 1-262) or truncated TMEM106A were individually transfected into 293A-
SCARB2 cells together with a reporter plasmid pCAG-DsRed at a ratio of 3:1, followed by EV-A71-GFP infection at an MOI of 0.1. An empty vector without TMEM106A
fragment was used as control. Level of full-length TMEM106A or deletion mutants were analyzed by western blotting using an anti-myc mAb (lower panel). The GFP
signal produced by EV-A71-GFP was detected by FACS. The data were normalized according to the GFP produced in the control cells transfected with the empty
vector, in which where none of the TMEM106A forms were expressed, set as 100% (upper panel). The results are represented as mean + SD obtained in three

influences enterovirus infection in vivo is also of interest to
investigate in the future.

It was reported that TMEM106A is conserved among species
including humans, chimpanzees, rhesus macaque, dogs, cows,
mice, and rats (26), implicating it plays important roles in vivo.
TMEMI106A was initially identified as a tumor suppressor gene,
down-regulated in expression in gastric cancer (GC) cell lines but
not in normal gastric tissues (26). The regulatory role of
constitutively expressed and lipopolysaccharide (LPS)-induced
TMEMI106A on the immunological activity of macrophage via
the MAPK and NK-xB signaling pathways were also reported

(29, 30). All these findings suggested that TMEM106A may link
the extracellular environment to intracellular responses. Our
mapping assays showed that the extracellular region of
TMEMI106A anchored on the plasma membrane is sufficient to
inhibit virus infection (Figure 5). How this TMEMI106A-
SCARB2 association affects macrophage needs further study in
the future.

SCARB2 is a type-IIl membrane protein, bearing a 400 a.a
luminal domain in the extracellular region. Its physiological
function consists of mediating the transport and reorganization
of the endosomal/lysosomal compartment’s membrane (40). The
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FIGURE 6 | Proposed mechanism of the suppression of EV-A71 infection by TMEM106A. Both SCARB2 and PSGL-1 act as cell surface receptors enabling
EV-AT71 infection. SCARB2 facilitates EV-A71 infection by playing critical roles in virus attachment, entry and uncoating. Innate immune response to viral infection,
through engagement of receptors, activates signaling pathways that induce the expression and secretion of type | IFN. In turn, IFN molecules bind their cognate
receptors, signal through the JAK-STAT pathway, and induce hundreds of ISGs. One of them, TMEM106A, encodes a transmembrane protein, which exerts antiviral
activity by blocking the recognition site of EV-A71 through its association with SCARB2, but not PSGL-1.

alpha 5 and 7 helices of SCARB2 are known as key regions for EV-
A71 binding (38). We observed that colocalization of TMEM106A
with SCARB2 blocks the accessibility of antibodies targeting the
luminal domain. More importantly, antibodies directed against
regions of helices 2, 5 and 14 could not bind SCARB2 in the
presence of TMEMI106A, suggesting that these regions are
occupied by TMEM106A (Figures 4D, E). Correct membrane-
anchoring of the extracellular region of TMEMI106A is required
for its antiviral activity (Figure 5B), highlighting the importance
of the positioning of TMEM106A and SCARB2 for binding.
Whether this mode of action represents a common antiviral
mechanism among species is of broad interest to tackle viral
infections. Targeting SCARB2-virus binding is promised to play
an important role in restricting viral infection and spread. Our
findings revealed a potential tool for EV-A71 prevention by
utilizing the TMEM106A-SCARB2 interaction.

DATA AVAILABILITY STATEMENT

The datasets presented in this study can be found in online
repositories. The names of the repository/repositories and accession
number(s) can be found in the article/Supplementary Material.

ETHICS STATEMENT

The Ethics Committee of Meizhou People’s Hospital waived the
requirement for ethical approval and written informed consent for
participants in this study because this application involves the use
of de-identified swabs that could not be identified, in accordance
with the national legislation and the institutional requirements.

AUTHOR CONTRIBUTIONS

XG, XM, and SZ were major contributors in writing this
manuscript. XG, SZ, and XM designed the experiments. XG,
SZ, XBM, NL, X]J, and HY carried out the experiments and data
collection. XG, SZ, and XBM performed the data analysis. All
authors read and approved the final manuscript.

FUNDING

This work was supported by the grants from the Natural Science
Foundation of Guangdong Province (2019A1515012133), the
Guangdong Provincial Key Laboratory of Precision Medicine and

Frontiers in Immunology | www.frontiersin.org

March 2022 | Volume 13 | Article 817835


https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Guo et al.

Mechanism of TMEM106A Against EV-A71

Clinical Translation Research of Hakka Population (2018B0303
22003), the Science and Technology Program of Meizhou
(2019B0202001, 2019B001), Key Scientific and Technological
Project of Meizhou People’s Hospital (PY-A2019003).

ACKNOWLEDGMENTS

We thank Dr. Liguo Zhang for providing the plasmids pCAG-
DsRed, pWSK-EV71-GFP, pcDNA3.1-T7RNP, the cell line
293A-SCARB2 and the antibodies against SCARB2. We thank

REFERENCES

. Goksugur N, Goksugur S. Hand, Foot, and Mouth Disease. N Engl ] Med
(2010) 362:e49. doi: 10.1056/NEJMicm0910628
2. Tian H, Yang Q-Z, Liang J, Dong S-Y, Liu Z-J, Wang L-X. Clinical Features
and Management Outcomes of Severe Hand, Foot and Mouth Disease. Med
Princ Pract (2012) 21:355-9. doi: 10.1159/000334619
3. Ni XF, Li X, Xu C, Xiong Q, Xie BY, Wang LH, et al. Risk Factors for Death
From Hand-Foot-Mouth Disease: A Meta—Analysis. Epidemiol Infect (2020)
148:e44. doi: 10.1017/50950268819002279
4. Thammasonthijarern N, Kosoltanapiwat N, Nuprasert W, Sittikul P, Sriburin
P, Pan-ngum W, et al. Molecular Epidemiological Study of Hand, Foot, and
Mouth Disease in a Kindergarten-Based Setting in Bangkok, Thailand.
Pathogens (2021) 10:576. doi: 10.3390/pathogens10050576
5. Kobayashi K, Koike S. Cellular Receptors for Enterovirus A71. ] BioMed Sci
(2020) 27:23. doi: 10.1186/512929-020-0615-9
6. Aswathyraj S, Arunkumar G, Alidjinou EK, Hober D. Hand, Foot and Mouth
Disease (HFMD): Emerging Epidemiology and the Need for a Vaccine
Strategy. Med Microbiol Immunol (2016) 205:397-407. doi: 10.1007/
500430-016-0465-y
7. YiE-J, Shin Y-J, Kim J-H, Kim T-G, Chang S-Y. Enterovirus 71 Infection and
Vaccines. Clin Exp Vaccine Res (2017) 6:4. doi: 10.7774/cevr.2017.6.1.4
8. Plevka P, Perera R, Yap ML, Cardosa J, Kuhn RJ, Rossmann MG. Structure of
Human Enterovirus 71 in Complex With a Capsid-Binding Inhibitor. Proc
Natl Acad Sci (2013) 110:5463-7. doi: 10.1073/pnas.1222379110
9. Jiao X-Y, Guo L, Huang D-Y, Chang X-L, Qiu Q-C. Distribution of EV71
Receptors SCARB2 and PSGL-1 in Human Tissues. Virus Res (2014) 190:40—
52. doi: 10.1016/j.virusres.2014.05.007
10. Lin Y-W, Lin H-Y, Tsou Y-L, Chitra E, Hsiao K-N, Shao H-Y, et al. Human
SCARB2-Mediated Entry and Endocytosis of EV71. PloS One (2012) 7:
€30507. doi: 10.1371/journal.pone.0030507
11. Lin H-Y, Yang Y-T, Yu S-L, Hsiao K-N, Liu C-C, Sia C, et al. Caveolar
Endocytosis Is Required for Human PSGL-1-Mediated Enterovirus 71
Infection. J Virol (2013) 87:9064-76. doi: 10.1128/JV1.00573-13
12. Thompson SR, Sarnow P. Enterovirus 71 Contains a Type I IRES Element
That Functions When Eukaryotic Initiation Factor eIF40047 Is Cleaved.
Virology (2003) 315:259-66. doi: 10.1016/50042-6822(03)00544-0
13. Rasti M, Khanbabaei H, Teimoori A. An Update on Enterovirus 71 Infection and
Interferon Type I Response. Rev Med Virol (2019) 29:¢2016. doi: 10.1002/rmv.2016
14. YiL, LuJ, Kung H, He M-L. The Virology and Developments Toward Control
of Human Enterovirus 71. Crit Rev Microbiol (2011) 37:313-27. doi: 10.3109/
1040841X.2011.580723
15. Swiecki M, Colonna M. Type I Interferons: Diversity of Sources, Production
Pathways and Effects on Immune Responses. Curr Opin Virol (2011) 1:463—
75. doi: 10.1016/j.coviro.2011.10.026
16. Huang H-I, Lin J-Y, Chen S-H. EV71 Infection Induces IFNf} Expression in
Neural Cells. Viruses (2019) 11:1121. doi: 10.3390/v11121121
17. Luo Z, Su R, Wang W, Liang Y, Zeng X, Shereen MA, et al. EV71 Infection
Induces Neurodegeneration via Activating TLR7 Signaling and IL-6
Production. PloS Pathog (2019) 15:e1008142. doi: 10.1371/journal.
ppat.1008142

—

Dr. Guangxia Gao for providing the plasmid pLPCX-
TMEM106A. We are also grateful to Dr. Weifeng Shi and Dr.
Yingxian Yin for providing the virus CV-A10 and CV-Al6-
GZ, respectively.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online at:
https://www.frontiersin.org/articles/10.3389/fimmu.2022.817835/
full#supplementary-material

18. Lin Y-L, Lu M-Y, Chuang C-F, Kuo Y, Lin H-E, Li F-A, et al. TLR7 Is Critical
for Anti-Viral Humoral Immunity to EV71 Infection in the Spinal Cord.
Front Immunol (2021) 11:614743. doi: 10.3389/fimmu.2020.614743

19. Lei X, Liu X, Ma Y, Sun Z, Yang Y, Jin Q, et al. The 3C Protein of Enterovirus
71 Inhibits Retinoid Acid-Inducible Gene I-Mediated Interferon Regulatory
Factor 3 Activation and Type I Interferon Responses. J Virol (2010) 84:8051—
61. doi: 10.1128/JV1.02491-09

20. Kuo R-L, Kao L-T, Lin S-J, Wang RY-L, Shih S-R. MDA5 Plays a Crucial Role
in Enterovirus 71 RNA-Mediated IRF3 Activation. PloS One (2013) 8:¢63431.
doi: 10.1371/journal.pone.0063431

21. Lei X, Xiao X, Xue Q, Jin Q, He B, Wang J. Cleavage of Interferon Regulatory
Factor 7 by Enterovirus 71 3c Suppresses Cellular Responses. J Virol (2013)
87:1690-8. doi: 10.1128/JV1.01855-12

22. Hung H-C, Wang H-C, Shih S-R, Teng I-F, Tseng C-P, Hsu JT-A. Synergistic
Inhibition of Enterovirus 71 Replication by Interferon and Rupintrivir. ] Infect
Dis (2011) 203:1784-90. doi: 10.1093/infdis/jir174

23. Liu Y, Zhang Z, Zhao X, Yu R, Zhang X, Wu S, et al. Enterovirus 71 Inhibits
Cellular Type I Interferon Signaling by Downregulating JAK1 Protein
Expression. Viral Immunol (2014) 27:267-76. doi: 10.1089/vim.2013.0127

24. Broek MF, Muller U, Huang S, Zinkernagel RM, Aguet M. Immune Defence
in Mice Lacking Type I and/or Type II Interferon Receptors. Immunol Rev
(1995) 148:5-18. doi: 10.1111/§.1600-065X.1995.tb00090.x

25. Liu M-L, Lee Y-P, Wang Y-F, Lei H-Y, Liu C-C, Wang S-M, et al. Type I
Interferons Protect Mice Against Enterovirus 71 Infection. ] Gen Virol (2005)
86:3263-9. doi: 10.1099/vir.0.81195-0

26. Xu D, QuL, HuJ, Li G, Lv P, Ma D, et al. Transmembrane Protein 106A Is
Silenced by Promoter Region Hypermethylation and Suppresses Gastric
Cancer Growth by Inducing Apoptosis. J Cell Mol Med (2014) 18:1655-66.
doi: 10.1111/jemm. 12352

27. Wu C, Xu J, Wang H, Zhang J, Zhong ], Zou X, et al. TMEM106a is a Novel
Tumor Suppressor in Human Renal Cancer. Kidney Blood Press Res (2017)
42:853-64. doi: 10.1159/000484495

28. LiuJ, Zhu H. TMEM106A Inhibits Cell Proliferation, Migration, and Induces Apoptosis
of Lung Cancer Cells. J Cell Biochem (2019) 120:7825-33. doi: 10.1002/jcb.28057

29. Dai H, Xu D, Su J, Jang J, Chen Y. Transmembrane Protein 106a Activates
Mouse Peritoneal Macrophages via the MAPK and NF-kB Signaling
Pathways. Sci Rep (2015) 5:12461. doi: 10.1038/srep12461

30. Zhang X, Feng T, Zhou X, Sullivan PM, Hu F, Lou Y, et al. Inactivation of
TMEMI106A Promotes Lipopolysaccharide-Induced Inflammation via the
MAPK and NF-kb Signaling Pathways in Macrophages. Clin Exp Immunol
(2021) 203:125-36. doi: 10.1111/cei.13528

31. Zhang X, Yang W, Wang X, Zhang X, Tian H, Deng H, et al. Identification of
New Type I Interferon-Stimulated Genes and Investigation of Their
Involvement in IFN-f Activation. Protein Cell (2018) 9:799-807. doi: 10.1007
/513238-018-0511-1

32. Mao D, Yan F, Zhang X, Gao G. TMEM106A Inhibits Enveloped Virus Release
From Cell Surface. iScience (2022) 25(2):103843. doi: 10.1016/j.is¢i.2022.103843

33. Zeng S, Meng X, Huang Q, Lei N, Zeng L, Jiang X, et al. Spiramycin and
Azithromycin, Safe for Administration to Children, Exert Antiviral Activity
Against Enterovirus A71 In Vitro and In Vivo. Int ] Antimicrob Agents (2019)
53:362-9. doi: 10.1016/j.ijantimicag.2018.12.009

Frontiers in Immunology | www.frontiersin.org

March 2022 | Volume 13 | Article 817835


https://www.frontiersin.org/articles/10.3389/fimmu.2022.817835/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fimmu.2022.817835/full#supplementary-material
https://doi.org/10.1056/NEJMicm0910628
https://doi.org/10.1159/000334619
https://doi.org/10.1017/S0950268819002279
https://doi.org/10.3390/pathogens10050576
https://doi.org/10.1186/s12929&ndash;020&ndash;0615&ndash;9
https://doi.org/10.1007/s00430&ndash;016&ndash;0465&ndash;y
https://doi.org/10.1007/s00430&ndash;016&ndash;0465&ndash;y
https://doi.org/10.7774/cevr.2017.6.1.4
https://doi.org/10.1073/pnas.1222379110
https://doi.org/10.1016/j.virusres.2014.05.007
https://doi.org/10.1371/journal.pone.0030507
https://doi.org/10.1128/JVI.00573&ndash;13
https://doi.org/10.1016/S0042&ndash;6822(03)00544&ndash;0
https://doi.org/10.1002/rmv.2016
https://doi.org/10.3109/1040841X.2011.580723
https://doi.org/10.3109/1040841X.2011.580723
https://doi.org/10.1016/j.coviro.2011.10.026
https://doi.org/10.3390/v11121121
https://doi.org/10.1371/journal.ppat.1008142
https://doi.org/10.1371/journal.ppat.1008142
https://doi.org/10.3389/fimmu.2020.614743
https://doi.org/10.1128/JVI.02491&ndash;09
https://doi.org/10.1371/journal.pone.0063431
https://doi.org/10.1128/JVI.01855&ndash;12
https://doi.org/10.1093/infdis/jir174
https://doi.org/10.1089/vim.2013.0127
https://doi.org/10.1111/j.1600&ndash;065X.1995.tb00090.x
https://doi.org/10.1099/vir.0.81195&ndash;0
https://doi.org/10.1111/jcmm.12352
https://doi.org/10.1159/000484495
https://doi.org/10.1002/jcb.28057
https://doi.org/10.1038/srep12461
https://doi.org/10.1111/cei.13528
https://doi.org/10.1007/s13238&ndash;018&ndash;0511&ndash;1
https://doi.org/10.1007/s13238&ndash;018&ndash;0511&ndash;1
https://doi.org/10.1016/j.isci.2022.103843
https://doi.org/10.1016/j.ijantimicag.2018.12.009
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Guo et al.

Mechanism of TMEM106A Against EV-A71

34,

35.

36.

37.

38.

39.

Zhang X, Yang P, Wang N, Zhang J, Li J, Guo H, et al. The Binding of a
Monoclonal Antibody to the Apical Region of SCARB2 Blocks EV71
Infection. Protein Cell (2017) 8:590-600. doi: 10.1007/s13238-017-0405-7
Tang W-F, Huang R-T, Chien K-Y, Huang J-Y, Lau K-S, Jheng J-R, et al. Host
MicroRNA Mir-197 Plays a Negative Regulatory Role in the Enterovirus 71
Infectious Cycle by Targeting the RAN Protein. J Virol (2016) 90:1424-38.
doi: 10.1128/JV1.02143-15

Hornung V, Rothenfusser S, Britsch S, Krug A, Jahrsdérfer B, Giese T, et al.
Quantitative Expression of Toll-Like Receptor 1-10 mRNA in Cellular
Subsets of Human Peripheral Blood Mononuclear Cells and Sensitivity to
CpG Oligodeoxynucleotides. | Immunol (2002) 168:4531-7. doi: 10.4049/
jimmunol.168.9.4531

Li X, Fan P, Jin J, Su W, An D, Xu L, et al. Establishment of Cell Lines With
Increased Susceptibility to EV71/CA16 by Stable Overexpression of SCARB2.
Virol J (2013) 10:250. doi: 10.1186/1743-422X-10-250

Zhou D, Zhao Y, Kotecha A, Fry EE, Kelly JT, Wang X, et al. Unexpected
Mode of Engagement Between Enterovirus 71 and Its Receptor SCARB2. Nat
Microbiol (2019) 4:414-9. doi: 10.1038/s41564-018-0319-z

Sonnhammer EL, von Heijne G, Krogh A. A Hidden Markov Model for
Predicting Transmembrane Helices in Protein Sequences. Proc Int Conf Intell
Syst Mol Biol (1998) 6:175-82.

40. Reczek D, Schwake M, Schroder J, Hughes H, Blanz J, Jin X, et al. LIMP-2 Is a
Receptor for Lysosomal Mannose-6-Phosphate-Independent Targeting of
Beta-Glucocerebrosidase. Cell (2007) 131:770-83. doi: 10.1016/j.cell.2007.
10.018

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Guo, Zeng, Ji, Meng, Lei, Yang and Mu. This is an open-access
article distributed under the terms of the Creative Commons Attribution License
(CC BY). The use, distribution or reproduction in other forums is permitted, provided
the original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice. No
use, distribution or reproduction is permitted which does not comply with these terms.

Frontiers in Immunology | www.frontiersin.org

March 2022 | Volume 13 | Article 817835


https://doi.org/10.1007/s13238&ndash;017&ndash;0405&ndash;7
https://doi.org/10.1128/JVI.02143&ndash;15
https://doi.org/10.4049/jimmunol.168.9.4531
https://doi.org/10.4049/jimmunol.168.9.4531
https://doi.org/10.1186/1743&ndash;422X&ndash;10&ndash;250
https://doi.org/10.1038/s41564&ndash;018&ndash;0319&ndash;z
https://doi.org/10.1016/j.cell.2007.10.018
https://doi.org/10.1016/j.cell.2007.10.018
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	Type I Interferon-Induced TMEM106A Blocks Attachment of EV-A71 Virus by Interacting With the Membrane Protein SCARB2
	Introduction
	Materials and Methods
	Cells, Plasmids, and Antibodies
	Virus Production and Infection
	IFN Treatment
	Viral Plaque Assay
	Flow Cytometry (FCM)-Based Assay of GFP Production From EV-A71-GFP
	Assessment of TMEM106A RNAi Knockdown Efficiency
	RT-qPCR Analysis
	TMEM106A Overexpression in 293A-SCARB2 Cells
	Viral Attachment and Entry Assay
	In Vitro Viral RNA Production and Transfection Assay
	Membrane Protein Extraction and Western Blot Analysis
	Determination of Membrane SCARB2 Conformation
	Co-Localization of Membrane SCARB2 and TMEM106A Protein
	Statistical Analysis

	Results
	TMEM106A Is Required for Optimal IFN-Mediated Antiviral Activity
	TMEME106A Inhibits SCARB2-Mediated Virus Binding and Infection
	TMEM106A Blocks Virus Binding to Target Cells
	TMEM106A Colocalizes With SCARB2 and Produces Steric Hindrance on SCARB2
	TMEM106A Functions Through Its Extracellular Region

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


