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ABSTRACT

Endogenous retroviruses (ERVs), the majority of which exist as degraded remnants of ancient viruses, comprise approximately
8% of the human genome. The youngest human ERVs (HERVs) belong to the HERV-K(HML-2) subgroup and were endogenized
within the past 1 million years. The viral envelope protein (ENV) facilitates the earliest events of endogenization (cellular attach-
ment and entry), and here, we characterize the requirements for HERV-K ENV to mediate infectious cell entry. Cell-cell fusion
assays indicate that a minimum of two events are required for fusion, proteolytic processing by furin-like proteases and expo-
sure to acidic pH. We generated an infectious autonomously replicating recombinant vesicular stomatitis virus (VSV) in which
the glycoprotein was replaced by HERV-K ENV. HERV-K ENV imparts an endocytic entry pathway that requires dynamin-medi-
ated membrane scission and endosomal acidification but is distinct from clathrin-dependent or macropinocytic uptake path-
ways. The lack of impediments to the replication of the VSV core in eukaryotic cells allowed us to broadly survey the HERV-K
ENV-dictated tropism. Unlike extant betaretroviral envelopes, which impart a narrow species tropism, we found that HERV-K
ENV mediates broad tropism encompassing cells from multiple mammalian and nonmammalian species. We conclude that
HERV-K ENV dictates an evolutionarily conserved entry pathway and that the restriction of HERV-K to primate genomes re-
flects downstream stages of the viral replication cycle.

IMPORTANCE

Approximately 8% of the human genome is of retroviral origin. While many of those viral genomes have become inactivated,
some copies of the most recently endogenized human retrovirus, HERV-K, can encode individual functional proteins. Here, we
characterize the envelope protein (ENV) of the virus to define how it mediates infection of cells. We demonstrate that HERV-K
ENV undergoes a proteolytic processing step and triggers membrane fusion in response to acidic pH—a strategy common to
many viral fusogens. Our data suggest that the infectious entry pathway mediated by this ENV requires endosomal acidification
and the GTPase dynamin but does not require clathrin-dependent uptake. In marked contrast to other betaretroviruses,
HERV-K ENV imparts broad species tropism in cultured cells. This work provides new insights into the entry pathway of an ex-
tinct human virus and provides a powerful tool to further probe the endocytic route by which HERV-K infects cells.

Endogenous retroviruses (ERVs) comprise approximately 8%
of the human genome (1). Such ERVs provide a physical re-

cord of ancient infections by once exogenous retroviruses; how-
ever, the degraded states of most sequences largely obscure their
biological properties. Consequently, relatively little is known
about the earliest events of endogenization, including how the
viruses initially entered the germ line to become vertically trans-
mitted elements. The process of endogenization begins with cel-
lular attachment and viral entry, which is mediated by the enve-
lope protein (ENV). ERV sequences accumulate mutations over
time, and consequently, ENVs from the most recently endog-
enized ERVs are likely to most closely recapitulate the properties
of their ancient progenitor viruses.

The most recently endogenized human endogenous retrovi-
ruses (HERVs) belong to the HERV-K(HML-2) group. Multiple
independent endogenization events have given rise to the approx-
imately 90 proviral copies and 1,000 solo long terminal repeats
(LTRs) that are present in reference human genomes (2). While
the presence of HERV-K(HML-2) sequences in Old World pri-
mates suggests that the group is approximately 30 to 35 million
years old (3, 4), the youngest human-specific copies are thought to
have been inserted as recently as 100,000 to 250,000 years ago
(5–7). As a result, largely intact HERV-K proviruses are present in
the human genome, and some loci are capable of producing func-

tional proteins (8–15). This includes the env gene of HERV-K 108,
which mediates infection of a pseudotyped lentivirus (15). While
no single provirus can produce infectious virions, infectious
HERV-K molecular clones have been generated from recon-
structed ancestral consensus sequences (16, 17).

The gag, pol, and env genes of HERV-K(HML-2) are similar to
those of viruses belonging to the genus Betaretrovirus of the family
Retroviridae. Other betaretroviruses with this arrangement in-
clude mouse mammary tumor virus (MMTV), Jaagsiekte sheep
retrovirus (JSRV), and enzootic nasal tumor virus (ENTV). Such
beta-type envelopes are processed by furin or furin-like proteases
into surface (SU) and transmembrane (TM) subunits, which are
noncovalently associated (18). SU contains the receptor-binding
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site, and TM contains the fusion machinery, along with a trans-
membrane domain and cytoplasmic tail of variable length. All
betaretroviral ENVs tested (those of MMTV, JSRV, and ENTV)
require endosomal uptake and acidification to mediate mem-
brane fusion and infection (19–21).

Beta-type envelopes strongly influence viral tropism. MMTV
uses the transferrin receptor of certain species of mice and rats (19,
22–24). JSRV uses Hyal2 from a variety of mammals, but not
rodents (25), whereas ENTV uses only Hyal2 of ovine cells (25,
26). Recent work demonstrated that HERV-K ENV imparts broad
tropism among mammalian cells (27). Endogenous beta-type en-
velopes are present in mammals, whereas gamma types are found
throughout metazoans (18, 28). However, betaretroviral gag-pol
regions and gamma-type env genes are present in nonmammalian
species (29–31), suggesting that there may be an ENV-dictated
species-specific tropism restriction for beta-type envelopes.

ENV dictates the initial events that lead to endogenization,
from cell binding to membrane fusion. Here, we define the re-
quirements for entry and envelope tropism of the ancient progen-
itor of HERV-K, using a reconstructed ancestral HERV-K ENV.
We show that HERV-K ENV requires proteolytic processing and
acidic pH to mediate membrane fusion. Using a replication-com-
petent recombinant vesicular stomatitis virus (VSV) in which the
attachment and fusion glycoprotein G was replaced by HERV-K
ENV, we demonstrate that HERV-K enters cells via an endocytic
pathway requiring dynamin-mediated membrane scission and
endosomal acidification. We further demonstrate that the HERV-K
entry pathway is distinct from clathrin-mediated endocytosis or
macropinocytosis. We extend the findings of broad species tro-
pism by demonstrating that HERV-K ENV mediates entry into a
broad range of nonmammalian cells. We suggest that restricted
species tropism is not a general property of beta-type ENVs, and
therefore, the lack of these endogenous env genes outside of mam-
mals and of HERV-K(HML-2) outside of Old World primates
requires alternative explanations.

MATERIALS AND METHODS
Cell lines, plasmids, and viruses. Human embryonic kidney 293T cells
(ATCC CRL-3216; American Type Culture Collection, Manassas, VA),
human hepatocellular carcinoma Huh7.5 cells (32), African green mon-
key kidney Vero cells (ATCC CCL-81), African green monkey kidney
Bs-c-1 cells (ATCC CCL-26), Syrian golden hamster kidney BSRT7 cells
(a kind gift from K. Conzelmann [33]), Crandell-Rees feline kidney CRFK
cells (ATCC CCL-94), Mexican free-tailed bat lung Tb1.lu cells (ATCC
CCL-88), and chicken embryo DF-1 cells (ATCC CRL-12203) were main-
tained at 37°C and 5% CO2 in Dulbecco’s modified Eagle medium
(DMEM) (Corning Life Sciences, Tewksbury, MA) supplemented with
10% fetal bovine serum (FBS) (Tissue Culture Biologicals, Tulare, CA).
Russel’s viper heart VH2 cells stably expressing human NPC1 (34) were
maintained at 34°C and 5% CO2 in DMEM supplemented with 10% FBS.

A codon-optimized version of the env gene of the Phoenix recon-
structed ancestral HERV-K(HML-2) (17) was ordered from GenScript
(Piscataway, NJ). To generate HERVK� (see below), HERVK ENV was
truncated after amino acid T658, and the entire VSV-G cytoplasmic tail
(amino acid sequence, RVGIYLCIKLKHTKKRQIYTDIEMNRLGK) was
added using overlap extension PCR. Both HERVK and HERVK� were
cloned into the pGEM3 expression vector using KpnI and XbaI sites and
into the pCAGGS expression vector using KpnI and NheI sites. Furin
cleavage site (CS) mutants were generated in pGEM-HERVK and pGEM-
HERVK� to alter the cleavage site sequence from RSKR to SSKS, using
site-directed mutagenesis with the following primer: GGGCGTCCTGAA
CAGCTCTAAAAGCTTCATCTTTACCC, where the underlined nucleo-

tides were changed. pVSV-HERVK and pVSV-HERVK� were generated
by cloning the respective env sequences into pVSV-�G-eGFP (35) using
MluI and NotI sites. To generate pVSV-PIV5, a DNA fragment containing
parainfluenzavirus PIV5 F and PIV5 HN (both strain W3A) separated by
the VSV intergenic sequence (TTTATGAAAAAAACTAACAGCAATC)
was generated by overlap extension PCR and cloned into pVSV-�G-eGFP
as described above. PIV5 F and HN were cloned from pCAGGS-PIV5F
and pCAGGS-PIV5HN (a kind gift from Robert A. Lamb).

VSV-HERVK, VSV-HERVK�, and VSV-PIV5 were generated through
transfection of the genomic plasmid, along with helper plasmids en-
coding VSV N, P, L, and G, as previously described (36). VSV-eGFP
(enhanced green fluorescent protein) and VSV-EBOV (Ebola virus)
were previously generated (35, 37). All the viruses were propagated on
BSRT7 cells in DMEM supplemented with 2% FBS and penicillin-
streptomycin/kanamycin.

Cell-cell fusion. BSRT7 cells were seeded in 12-well plates and in-
fected with VVT7.3 (38), a vaccinia virus encoding the T7 RNA polymer-
ase, at a multiplicity of infection (MOI) of 3. The cells were subsequently
transfected with 2 �g per well of pGEM3-HERVK, pGEM3-HERVK�,
pGEM3-HERVK-CS�, pGEM3-HERVK�-CS�, or pGEM3 empty vector
using Lipofectamine 2000 transfection reagent (Life Technologies, Grand
Island, NY). Five hours posttransfection, the medium was changed to
DMEM supplemented with 2% FBS, 50 mM HEPES, and 2.5 �g ml�1

AraC (to prevent expression of vaccinia virus glycoproteins). Eighteen
hours posttransfection, the cells were treated with phosphate-buffered
saline (PBS) at the indicated pH for 20 min at 37°C, at which point the cells
were washed and standard growth medium was added. The cells were
incubated for 4 h at 37°C and subsequently imaged using a 10� objective
on a Nikon eclipse TE300 microscope (Nikon Instruments, Melville, NY)
equipped with a Spot RT camera (Diagnostic Instruments, Sterling
Heights, MI). For the cleavage site mutants, NucBlue live-cell stain
(Life Technologies) was added prior to imaging to ease visualization of
syncytia.

SDS-PAGE and Western blots. Cell lysates from BSRT7 cells trans-
fected as explained above were run on a 10% (wt/vol) polyacrylamide gel
and transferred to a nitrocellulose membrane. The membrane was
blocked in 5% (wt/vol) nonfat dry milk in PBS plus 0.1% Tween 20 and
probed with an anti-HERV-K ENV antibody (HERM-1811-5; Austral
Biologicals, San Ramon, CA) at a 1:1,000 dilution, followed by goat anti-
mouse horseradish peroxidase (HRP) (Sigma-Aldrich, St. Louis, MO) at a
1:5,000 dilution. Antibodies were diluted in 5% nonfat dry milk in PBS
plus 0.1% Tween 20. The membranes were incubated with ECL reagent
(Thermo Scientific, Waltham, MA), and signal was detected by film (Den-
ville Scientific, South Plainfield, NJ).

The purified virus was run on a 10% (wt/vol) acrylamide 0.13% (wt/
vol) bis-acrylamide gel and transferred to a nitrocellulose membrane or
incubated with Sypro-Ruby (Thermo Fisher, Waltham, MA). The mem-
branes were blocked with Li-Cor blocking buffer (Li-Cor, Lincoln, NE)
and incubated with anti-HERV-K ENV antibody (1:1,000 dilution), anti-
VSV-G cytoplasmic tail antibody (V5507: Sigma-Aldrich) (1:20,000 dilu-
tion), or anti-VSV-M antibody 23H12 (a kind gift from D. S. Lyles [39]) in
Li-Cor buffer, followed by incubation with anti-mouse antibody conju-
gated to IRDye 680RD (Li-Cor) (1:20,000 dilution). Fluorescent signals
were detected using a Li-Cor Odyssey CLx imager. Gels were incubated
with Sypro-Ruby reagent overnight and treated according to the manu-
facturer’s instructions, and fluorescent signal was detected using a Ty-
phoon 9400 variable-mode imager (General Electric Healthcare, Piscat-
away, NJ).

Virus growth, purification, and titration. Viruses were grown in
BSRT7 cells. The viral supernatant was used directly for infectivity exper-
iments or further purified on a 15 to 45% sucrose gradient, and the titer
was determined by plaque assay on BSRT7 cells as previously described
(40). Green fluorescent protein (GFP)-expressing fluorescent plaques
were imaged using a Typhoon 9400 imager.

To determine the relative infectivities of VSV-eGFP, VSV-HERVK,
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and VSV-HERVK�, purified virus was diluted to the same protein con-
centration, and the number of PFU per microgram was determined by
plaque assay on BSRT7 cells.

Lentiviral pseudotypes were produced by transfecting 293T cells in
T75 tissue culture flasks with 12 �g pNL-EGFP/CMV-WPREDU3 (41); 8
�g pCD/NL-BH*DDD (42); and 8 �g of pCAGGS-VSVG, pCAGGS-
HERVK, or pCAGGS-HERVK� using polyethylenimine (PEI) transfec-
tion reagent (Sigma-Aldrich). The viral supernatant was collected 2 days
posttransfection.

Electron microscopy. Purified VSV-eGFP, VSV-HERVK, or VSV-
HERVK� was deposited onto carbon-coated copper grids and stained
with 1% (wt/vol) phosphotungstic acid (PTA) in H2O (pH 7.5). Virus
particles were viewed using a Technai G2 Spirit BioTwin transmission
electron microscope (FEI, Hillsboro, OR).

Endosomal uptake inhibition assay. Bs-c-1 or CRFK cells were pre-
treated for 1 h with the following compounds at the indicated concentra-
tions: 0.1 �M bafilomycin A1 (BafA1; Sigma-Aldrich B1793), 120 �M
dynasore (Sigma-Aldrich D7693), 25 �M 5-(N-ethyl-N-isopropyl)
amiloride (EIPA; Sigma-Aldrich A3085), and 6 �M latrunculin B (LatB;
Sigma-Aldrich L5288). All the compounds were reconstituted in dimethyl
sulfoxide (DMSO). Pretreated cells were inoculated with the indicated
virus at an MOI of 0.5 for 1 h at 37°C. The cells were washed, and the
medium with inhibitor was replaced. Six to 8 h postinfection, cells were
either prepared for imaging or collected for flow cytometric analysis. For
fluorescence microscopic imaging, cells were washed 3 times with PBS,
fixed with 2% paraformaldehyde (PFA) in PBS, and subsequently stained
with 4=,6-diamidino-2-phenylindole (DAPI) for 30 min at room temper-
ature. Samples were imaged using an ImageXpress Micro automated mi-
croscope (Applied Precision, Issaquah, WA). The images were processed
using ImageJ software (U.S. National Institutes of Health, Bethesda, MD).
For cytometric analysis, cells were collected and fixed in 2% PFA. Fluo-
rescence was measured using a modified FACSCalibur instrument (Cytek
Development, Freemont, CA), and the percentage of GFP-positive cells
was quantified using FlowJo software (Tree Star Industries, Ashland, OR).
The data are represented as percent GFP-positive cells normalized to
DMSO-treated control cells.

For inhibitor studies using lentiviral pseudotypes, cells were pre-
treated as described above and incubated with GFP-expressing lentivirus
carrying the indicated envelope protein at an approximate MOI of 0.05 for
6 h at 37°C in the presence of inhibitor. The cells were washed with
DMEM, and the medium was replaced with DMEM with 10 mM ammo-
nium chloride (NH4Cl). Cells were collected 3 days postinfection and
analyzed by flow cytometry as described above.

Infectivity and tropism. The indicated cell lines were incubated with
VSV-HERVK� or VSV-eGFP at an MOI of 1, based on titers in Vero cells,
for 1 h at 37°C. The virus was removed, the cells were washed, and the
growth medium was replaced. The cells were incubated at 37°C for 6 h,
except for VH2-NPC1 cells, which were incubated at 34°C for 8 h. The
cells were washed once with PBS, fixed with 2% PFA, and subsequently
stained with DAPI for 30 min at room temperature. Samples were imaged
using an ImageXpress Micro automated microscope. The images were
processed using ImageJ software.

RESULTS
Membrane fusion catalyzed by HERV-K ENV requires proteo-
lytic processing and acidic pH. To study HERV-K ENV, we as-
sembled a codon-optimized version of the Phoenix env consensus
sequence (17) (referred to here as HERVK). We also generated a
variant in which the cytoplasmic tail was truncated and replaced
by that of VSV-G (referred to here as HERVK�) to facilitate its
incorporation into VSV particles (43–45). As controls, we de-
signed two further variants that should block HERV-K-mediated
fusion by engineering the predicted furin cleavage site, RSKR, to
SSKS, yielding HERVK-CS� and HERVK�-CS�, respectively
(Fig. 1A) (15, 46). To determine the effects of the modifications on

HERV-K ENV expression, we transfected the respective plasmids
into BSRT7 cells previously infected with a recombinant vaccinia
virus expressing T7 RNA polymerase as a source of transcriptase.
Each of the variants was expressed, as shown by their reactivity
with an antibody against the HERV-K TM domain in a Western
blot (Fig. 1B). As expected, HERVK and HERVK� were pro-
cessed, yielding uncleaved (�95-kDa) and cleaved (�40-kDa)
forms, and mutation of the furin cleavage site ablated the cleaved
form for HERVK-CS� and HERVK�-CS�.

To determine whether the expressed ENVs were fusogenic,
transfected cells were exposed to the indicated pH, and cell-cell
fusion was visualized by microscopy (Fig. 1C). Cell-cell fusion, as
evidenced by syncytium formation, required an acidic pH of 5.6
for both HERVK and HERVK�. The extents of fusion were similar
for HERVK and HERVK� and were abrogated by mutation of the
furin cleavage site (Fig. 1D). Collectively, these data demonstrate
that proteolytic processing and acidic pH are required for
HERV-K ENV-catalyzed membrane fusion, whereas its autolo-
gous cytoplasmic tail is not critical for fusion.

HERV-K ENV is incorporated into infectious VSV particles.
Retroviral envelopes are the major determinant of viral entry and
receptor usage (47). To study HERV-K ENV in the context of an
infectious virus, therefore, we generated a recombinant VSV in
which the glycoprotein G was replaced by HERV-K ENV (VSV-
HERVK) (Fig. 2A). The resulting virus grew to titers of 3 � 105

PFU ml�1 and was markedly attenuated in its growth in cells com-
pared to wild-type (WT) VSV, as also evidenced by its small-
plaque phenotype (Fig. 2A). Replacement of the cytoplasmic tail
of HERVK with that of VSV-G to produce VSV-HERVK� in-
creased the viral yield to 3 � 107 PFU ml�1 and increased the
plaque size (Fig. 2A). The relative infectivity of the viruses was
determined by measuring the infectious titer per microgram of
protein of purified virions. WT VSV (1.1 � 109 PFU �g�1) was
37-fold more infectious per microgram than VSV-HERVK
(2.9 �107 PFU �g�1) and 3-fold more infectious than VSV-
HERVK� (3.3 � 108 PFU �g�1). This suggests that the HERV-K
variants produce more defective particles, likely reflecting differ-
ences in glycoprotein incorporation.

Using SDS-PAGE and Western blotting of purified virions, we
show that HERVK and HERVK� ENVs are present in purified
VSV virions (Fig. 2B). As expected, HERVK incorporation ap-
pears less efficient than that of HERVK�, as evidenced by their
relative abundances compared to internal components of viral
particles (Fig. 2B). Electron micrographs of purified virions
showed that the particles have a morphology consistent with that
of WT VSV and show visible ENV spikes on the surfaces of both
viruses (Fig. 2C). Since HERVK� displays cell-cell fusion proper-
ties similar to those of HERVK and the recombinant VSV-
HERVK� yields a 100-fold increase in infectious virus, we elected
to use the virus to further characterize the entry pathway mediated
by HERV-K.

HERV-K ENV-mediated cell entry requires endosomal acid-
ification and dynamin. We next investigated whether HERV-K
requires endocytic uptake to mediate productive infection. For
this purpose, we chose BafA1, an inhibitor of the vacuolar ATPase
that prevents endosomal acidification; dynasore, an inhibitor of
the GTPase dynamin required for membrane scission; EIPA, an
inhibitor of macropinocytosis; and LatB, an inhibitor of actin po-
lymerization. We compared the effects of those inhibitors on
HERV-K ENV-mediated infection with their effects on a selected
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panel of recombinant VSV with known entry pathways. Specifi-
cally, we chose WT VSV, which enters via clathrin-mediated en-
docytosis and requires actin to complete the process of internal-
ization and is thus sensitive to BafA1, dynasore, and LatB (40, 48).
VSV-EBOV, which bears the Ebola virus glycoprotein, enters
via a dynamin-dependent macropinocytic pathway, rendering
its infection sensitive to BafA1, EIPA, dynasore, and LatB (49).
In contrast, VSV-PIV5, which bears the F and HN glycopro-
teins of parainfluenzavirus 5 and fuses at the plasma membrane
(50), should be insensitive to any of the inhibitors. We previ-
ously demonstrated that VSV virions bearing nonfunctional
glycoproteins with single point mutations in the fusion loop

are completely noninfectious, indicating that the background
level of infectivity in these experiments is negligible (51). We
measured infection of Bs-c-1 cells by the expression of eGFP
expressed from the respective viral genomes and visualized by
fluorescence microscopy (Fig. 3A). As expected, cells infected
with VSV, VSV-EBOV, and VSV-PIV5 exhibited the antici-
pated sensitivity to the various inhibitors (Fig. 3B). Infection of
cells by VSV-HERVK� was sensitive to BafA1 and dynasore,
but not to EIPA or LatB, indicating that HERV-K ENV-medi-
ated entry requires endosomal acidification and dynamin but
does not require macropinocytosis or actin polymerization.
The LatB insensitivity of VSV-HERVK� contrasts with the

FIG 1 HERV-K ENV requires proteolytic processing and acidic pH to mediate membrane fusion. (A) Schematic of HERV-K envelopes tested in this study. A
codon-optimized Phoenix env sequence was generated (HERVK) and subsequently altered to switch the cytoplasmic tail with that of VSV-G (HERVK�) and to
further remove the furin cleavage site (HERVK-CS� and HERVK�-CS�). The sequences of the WT (RSKR) and mutated (SSKS) cleavage sites are indicated.
White, HERV-K sequence; gray, VSV-derived sequence; SU, surface subunit; TM, transmembrane subunit; SP, signal peptide; RBD, receptor-binding domain;
CT, cytoplasmic tail. (B) Western blot of cell lysates expressing HERV-K ENVs. BSRT7 cells expressing HERV-K ENV variants from panel A were examined by
Western blotting using an anti-HERVK ENV antibody. The positions of molecular mass markers are shown. Upper band, unprocessed ENV; lower band, TM
subunit. (C) Cell-cell fusion assay. BSRT7 cells were transfected as in panel B and then treated with buffer at the indicated pH. (Right) Magnification (�3) of the
boxed regions from pH 5.6-treated cells to show syncytia. Syncytia are visible in cells transfected with both envelopes at pH 5.6, but not at pH 5.8 or 7.4. (D) Cell
fusion assay with envelopes lacking furin cleavage. BSRT7 cells were transfected with the indicated envelopes, and the cell fusion assay was performed as described
for panel C with buffer at pH 5.4. NucBlue nuclear stain (blue) was added to ease visualization of syncytia. Syncytia are visible for HERVK and HERVK�, but not
for HERVK-CS� or HERVK�-CS�.
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LatB sensitivity of VSV and other VSV pseudotypes that de-
pend upon clathrin-mediated endocytosis for their uptake,
where the size of the particle dictates a need for the actin ma-
chinery to complete the process of internalization (48).

To determine if dependence upon endosomal acidification and
dynamin is specific to Bs-c-1 cells or whether it is a general re-
quirement for HERV-K entry, we tested the sensitivity of VSV-
HERVK� to these inhibitors in CRFK cells, a feline kidney cell line
that is known to support infection by viruses bearing HERV-K
ENV (16, 46). Bs-c-1 and CRFK cells were treated and infected
with VSV-HERVK� as described above, and eGFP expression was
measured by flow cytometry (Fig. 3C). The results in the Bs-c-1
cells mirror those of the previous experiment, with a decrease in
infectivity in cells treated with BafA1 and dynasore but not in cells
treated with EIPA or LatB. In CRFK cells, the virus remained sen-
sitive to BafA1 and dynasore and exhibited partial sensitivity to

EIPA and LatB. This may reflect a difference in uptake between the
two cell types but confirms the requirement for dynamin and the
vacuolar ATPase in uptake.

While there are many advantages to using recombinant VSV to
study virus entry, retroviruses are spherical and incorporate
smaller amounts of their respective envelope proteins. Previous
work has shown that a functional HERV-K ENV can mediate in-
fection of pseudotyped lentiviruses (46). We therefore elected to
use pseudotypes of the retrovirus HIV-1 to investigate whether
HERV-K ENV dictates the same entry requirements for lentivi-
ruses as for VSV. For this purpose, we also selected CRFK cells, as
they lack any postentry block to HIV-1 infection (52). The cells
were treated with the endocytic inhibitors and infected with
HIV-1 pseudotypes bearing VSV-G, HERVK, or HERVK�. Cells
were collected 3 days postinfection, and eGFP expression was an-
alyzed by flow cytometry (Fig. 4A). The trends in sensitivity to the

FIG 2 Generation and characterization of VSV-HERVK and VSV-HERVK�. (A) Genomic organization of VSV-eGFP, VSV-HERVK, and VSV-HERVK�. The
negative-sense RNA genomes are shown in the 3=-to-5= orientation. The five viral genes are shown for VSV-eGFP: N, nucleocapsid; P, phosphoprotein; M,
matrix; G, glycoprotein; L, large polymerase. The noncoding leader (le) and trailer (tr) genomic regions are also indicated. Each virus contains the eGFP gene,
which serves as a marker for infection. To generate VSV-HERVK and VSV-HERVK�, the glycoprotein gene of VSV-eGFP was replaced with the gene encoding
the HERVK or HERVK�ENV, respectively. Viruses generated from these genomic plasmids were replication competent. Representative plaque assays in BSRT7
cells are shown for each virus, as well as the endpoint titers. (B) SDS-PAGE analysis of purified virions. (Left) Sypro Ruby-stained gel showing all the viral proteins.
Molecular mass markers are indicated on the left, and the positions of viral proteins are indicated on the right. For both VSV-HERVK and VSV-HERVK�, the
SU subunit is indicated (approximately 50 kDa). TM runs in the same position as VSV N (approximately 42 kDa). (Right) Western blots (WB) probed with
antibodies against HERV-K TM, VSV-M, and VSV-G cytoplasmic tail. The lower band in the bottom right gel corresponds to the TM of HERVK�, which reacts
with the VSV-G cytoplasmic-tail antibody. (C) Electron micrographs of purified particles stained with 1% PTA. Glycoprotein spikes are visible coating the
surfaces of the virions. (Left) Magnified portions of the virions corresponding to the boxed areas on the right.
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inhibitors were consistent with the recombinant VSV experi-
ments, with the exception that VSV-G was no longer sensitive to
LatB (Fig. 4B). Since lentiviruses are spherical and their diameter
(120 nm) is less than that of a clathrin-coated pit (53), in contrast
to VSV, uptake of these particles should not require actin to com-
plete the process of internalization (48) and therefore will be in-
sensitive to LatB treatment. Both HERVK and HERVK� were sen-
sitive to BafA1 and dynasore. The HERVK�-pseudotyped
lentiviruses did not show the same magnitude of sensitivity to

dynasore treatment as VSV-HERVK�; however, this may be due
to the differences in timing of the experiments necessitated by the
inherent temporal differences between entry and gene expression
in the two viral systems. Together, these data indicate that the
HERV-K envelope mediates entry via a pathway that requires en-
dosomal acidification and dynamin.

HERV-K ENV has broad species tropism. Beta-type ENVs are
known to have restricted species tropism based on receptor usage;
however, the range of cell types tested has been limited to those in
which specific retroviruses can replicate (19, 22–26). Since the
VSV core can replicate in all eukaryotic cells in culture, VSV-
HERVK provides a unique reagent to interrogate more broadly
the ability of HERV-K ENV to mediate entry into those cells.

Cell lines from a variety of species and tissues, representing the
major clades of amniotes (from reptile to human), were infected
with VSV-HERVK� or VSV-eGFP. They included the human kid-
ney and liver cell lines 293T and Huh-7.5, an African green mon-
key kidney cell line (Vero), a Syrian golden hamster kidney cell
line (BSRT7), a cat kidney cell line (CRFK), a Mexican free-tailed
bat lung cell line (Tb1.Lu), a chicken embryo cell line (DF-1), and
a Russel’s viper heart cell line (VH2-NPC1). The cells were in-
fected with VSV-HERVK or VSV-eGFP at an MOI of 1 (based on
titers from Vero cells) and imaged by fluorescence microscopy.
HERV-K ENV mediated infection of all the mammalian cell lines
tested (27) (Fig. 5). VSV-HERVK� was also capable of infecting

FIG 3 HERV-K ENV-mediated entry requires endosomal acidification and
dynamin. (A) Schematic of the experimental procedure. Cells were pretreated
with the indicated endocytic inhibitors and infected with VSV bearing the
indicated glycoproteins at an MOI of 1 in the presence of inhibitor. The cells
were washed 1 h postinfection and incubated in the presence of medium with
inhibitors prior to fixation at 6 to 8 h postinfection. (B and C) eGFP expression
was monitored by fluorescence microscopy (B) or flow cytometry (C). (B)
Fluorescence microscopy of GFP-expressing infected cells (green). Cell nuclei
were stained with DAPI (blue). (C) Inhibition of VSV-HERVK� infection in
Bs-c-1 and CRFK cell lines, measured by flow cytometry. The percent GFP-
positive infected cells were normalized to vehicle control (DMSO)-treated
cells. Approximately 50% of the cells were infected in the DMSO-treated con-
trol group for both cell lines. The errors bars represent standard errors of the
mean.

FIG 4 Retroviral particles bearing HERV-K ENV require endosomal acidifi-
cation and dynamin. (A) Schematic of the experimental procedure. CRFK cells
were treated with inhibitors and infected with pseudotyped lentiviruses bear-
ing the indicated glycoproteins. The cells were washed 6 h postinfection, and
medium with ammonium chloride was added to prevent entry of any surface-
bound particles. Cells were collected 3 days postinfection, and GFP expression
was analyzed by flow cytometry. (B) Effects of endocytic inhibitors on infec-
tion by pseudotyped lentiviruses. The percentage of GFP-positive infected cells
was normalized to vehicle control (DMSO)-treated cells. Approximately 5% of
the cells were infected in the DMSO-treated cells for each virus. The error bars
represent standard errors of the mean.
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the nonmammalian DF-1 (chicken) and VH2 (viper) cell lines
(Fig. 5). The cell lines tested also spanned several tissue types,
indicating that HERV-K ENV also has broad tissue tropism. These
results indicate that HERV-K ENV imparts broad species tropism
to the virus and suggest either that the entry pathway dictated by
HERV-K ENV is evolutionarily conserved throughout amniotes
or that it can utilize multiple, redundant pathways.

DISCUSSION

The major findings of this study are (i) that membrane fusion
mediated by HERV-K ENV requires its proteolytic processing and
is triggered by acidic pH; (ii) that virions bearing HERV-K ENV
are endocytosed through a dynamin-dependent, actin-indepen-
dent pathway; and (iii) that HERV-K ENV mediates entry into a
broad range of cell types in culture. These findings imply that the
presence of HERV-K in a limited number of species is unrelated to
the tropism of the envelope protein itself and that the productive
uptake pathway is not via clathrin-dependent endocytosis.

We determined that the HERV-K envelope requires two dis-
tinct cellular processes to initiate membrane fusion (Fig. 1). The
first is proteolytic processing, likely by furin-like proteases in the
producer cell, to enter a fusion-competent state. In a second step,
fusion is triggered in the target cell upon exposure to endosomal
pH. These requirements match those for extant beta-type enve-
lopes, suggesting the properties are both ancient and conserved
within this envelope class (19–21). Replacing the cytoplasmic tail
of HERV-K ENV with that of VSV-G had no apparent impact on
the ability of the envelope to be cleaved by cellular proteases or to
mediate fusion at acidic pH. This need for acidic pH to trigger
HERV-K-mediated membrane fusion implies that surface expres-
sion of HERV-K ENV alone is insufficient for cell-cell fusion, sug-
gesting that if there is a physiologic role for HERV-K ENV involv-
ing membrane fusion, an additional trigger is required.

Chemical inhibitor studies using infectious VSV and lentiviral
pseudotypes demonstrated that HERV-K entry is dependent upon

FIG 5 HERV-K ENV imparts broad tropism. Cell lines from a variety of species spanning multiple classes of animals and tissue types were infected with
VSV-HERVK� and VSV-eGFP at an MOI of 1 based on the titer in Vero cells. Infection was detected by expression of eGFP (green), and cells were stained with
DAPI (blue). Cell line species are indicated with Latin and common (in parentheses) names, along with the source tissue for the cells and the time of divergence
from the last common ancestor between humans and the indicated species in millions of years (mya).
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endosomal uptake, dynamin-mediated membrane scission, and
endosomal acidification (Fig. 3 and 4). The route of entry is inde-
pendent of macropinocytosis and actin polymerization. Since the
morphology of the VSV particle dictates the requirement for actin
to complete the process of internalization when entering via a
clathrin-mediated process (40, 48), the lack of a requirement for
actin polymerization indicates that HERV-K ENV does not enter
via the same clathrin-mediated entry pathway as VSV. Together,
these data suggest that HERV-K ENV dictates an entry pathway
that is dynamin dependent but clathrin and macropinocytosis in-
dependent, which is distinct from what we have observed with
other recombinant VSVs (49, 54). Available evidence supports the
notion that MMTV also enters cells via clathrin-independent en-
docytic uptake; however, the requirement for dynamin or mac-
ropinocytosis is unknown (19).

For HERV-K ENV-mediated infection, we observed a depen-
dence on dynamin and endosomal acidification in all cell types
tested but found variation in sensitivity to inhibitors of macropi-
nocytosis and actin polymerization. Although we do not know the
basis for this difference, it is possible that HERV-K may exhibit
different entry requirements in different cell types or that it has a
flexible entry route, potentially utilizing multiple cellular uptake
pathways. Lentiviral pseudotypes bearing both the full-length and
cytoplasmic-tail-switched ENVs show the same entry require-
ments as VSV-HERVK�, indicating that VSV-HERVK� faithfully
recapitulates the entry pathway of HERV-K in the context of a
retrovirus. Moreover, this shows that switching the cytoplasmic
tail of HERV-K ENV does not affect the basic properties of the
envelope, suggesting that the sequence of the cytoplasmic tail is
not essential for its entry-mediating functionality.

Understanding ERV envelope tropism at both the cellular and
species levels underlies efforts to determine the origins of the ex-
tant progenitor virus and the series of events that culminated in its
presence in the genome. Unlike the relatively narrow species tro-
pism of extant beta-type envelopes, HERV-K ENV imparted ex-
ceptionally broad species and tissue tropism. These data extend a
recent report that also found broad tropism of HERV-K ENV in
mammalian cells (27) and provide an example of a beta-type en-
velope that is capable of mediating infection of nonmammalian
cells. The broad tropism in mammals is consistent with the known
distribution of exogenous betaretroviruses and endogenous be-
taretrovirus-like sequences in a wide range of mammals. How-
ever, while there are ERVs in birds and reptiles that have betaret-
rovirus-like gag-pol regions, the env genes of these ERVs are more
similar to gamma-type env genes, and no true beta-type env has
been identified outside of mammals (18, 28–31). This suggests
that restricted tropism is not a general property of beta-type en-
velopes and that the lack of endogenous beta-type envelopes out-
side of mammals is not explained solely by ENV tropism.

The broad tropism and entry requirements of HERV-K ENV
are reminiscent of foamy viruses. Foamy viruses, belonging to the
retrovirus genus Spumavirus, also have exceptionally broad ENV-
mediated tissue and species tropism. The prototype foamy virus
(PFV) ENV is capable of mediating infection of cells from mam-
mals, birds, and reptiles, including cells from many different tissue
types (55–57). Most foamy virus ENVs also require acidic pH for
fusion, reaching maximal cell-cell fusion at approximately pH 5.5
(58). While the specific route of uptake is unknown, all foamy
viruses tested require endosomal acidification to mediate viral en-
try (58). Further investigation will be required to determine

whether HERV-K and foamy viruses enter cells via similar mech-
anisms.

The evidence presented here suggests that HERV-K(HML-2)
ENV utilizes host factors that are ubiquitously expressed in cul-
tured cells and highly conserved across 300 million years of evo-
lution. While multiple independent HERV-K infection events
have resulted in endogenized viruses, we found no evidence for an
ENV-mediated requirement for gamete or gamete progenitor
cells. Rather, the broad cellular tropism of the virus likely accounts
for its propensity to become endogenized. The absence of HERV-
K(HML-2) sequences outside of Old World primate genomes
cannot, therefore, be explained by ENV-dictated tropism. The
restriction factors TRIM5� and tetherin appear to be ineffective
against HERV-K, although it is sensitive to APOBEC 3F (16, 59).
Perhaps the restricted presence of HERV-K(HML-2) is achieved
by other restriction factors, or it may reflect the stochastic nature
of endogenization.

HERV-K(HML-2) exists in the human genome as many cop-
ies, which were likely derived from multiple insertion events (2).
Here, we test a single HERV-K clone, Phoenix (17). This clone was
generated as a putative ancestor to the human-specific HERV-K
elements, suggesting that the properties that we describe here are
likely conserved among HERV-K elements. Consistent with this
work, a study using a different reconstructed ancestral HERV-K
ENV also demonstrated broad tropism (27). It is possible, how-
ever, that the tropism and/or entry pathway may not be shared by
all HERV-K ENVs, and additional work will be required to resolve
this.

In addition to the knowledge gained regarding the entry path-
way mediated by HERV-K ENV and the host range and tissue
tropism, the present study has provided new tools and reagents
that should aid in further dissection of the entry pathway of
HERV-K ENV, which may shed light on any potential physiolog-
ical role of the envelope. The generation of an autonomously rep-
licating virus that depends upon HERV-K ENV for infection
(VSV-HERVK�) and grows to high titer in cell culture will likely
prove invaluable in genetic screens to define the viral and host
determinants of HERV-K-mediated infection. This VSV-HERVK
virus may also serve as a useful reagent for structural studies of the
HERV-K glycoprotein.
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