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ABSTRACT Human cytomegalovirus (HCMV) exhibits a complex host-pathogen interac-
tion with peripheral blood monocytes. We have identified a unique, cell-type specific
retrograde-like intracellular trafficking pattern that HCMV utilizes to gain access to the
monocyte nucleus and for productive infection. We show that infection of primary
human monocytes, epithelial cells, and fibroblasts leads to an increase in the amount of
the trafficking protein Syntaxin 6 (Stx6). However, only knockdown (KD) of Stx6 in
monocytes inhibited viral trafficking to the trans-Golgi network (TGN), a requisite step
for nuclear translocation in monocytes. Conversely, KD of Stx6 in epithelial cells and
fibroblasts did not change the kinetics of nuclear translocation and productive infection.
Stx6 predominantly functions at the level of the TGN where it facilitates retrograde
transport, a trafficking pathway used by only a few cellular proteins and seldom by
pathogens. We also newly identify that in monocytes, Stx6 exhibits an irregular vesicular
localization rather than being concentrated at the TGN as seen in other cell-types.
Lastly, we implicate that viral particles that associate with both Stx6 and EEA1 early in
infection are the viral population that successfully traffics to the TGN at later time points
and undergo nuclear translocation. Additionally, we show for the first time that HCMV
enters the TGN, and that lack of Stx6 prevents viral trafficking to this organelle. We
argue that we have identified an essential cell-type specific regulator that controls early
steps in efficient productive infection of a cell-type required for viral persistence and
disease.

IMPORTANCE Human cytomegalovirus (HCMV) infection causes severe and often fatal
disease in the immunocompromised. It is one of the leading infectious causes of
birth defects and causes severe complications in transplant recipients. By uncovering
the unique pathways used by the virus to infect key cells, such as monocytes, re-
sponsible for dissemination and persistence, we provide new potential targets for
therapeutic intervention.

KEYWORDS early endosomes, HCMV, monocytes, Syntaxin 6, trans-Golgi network,
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Human cytomegalovirus (HCMV) is a betaherpesvirus that infects 50–90% of the
global population and is a significant cause of morbidity and mortality in immuno-

compromised populations including AIDS patients, cancer patients, and transplant
recipients (1–5). HCMV is also a leading cause of congenital infections, which results in
varying degrees of neurological damage in developing fetuses and often leads to fetal
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demise (1–5). HCMV pathogenesis is directly linked to the widespread dissemination of
the virus throughout the body. Dissemination to the various organ systems is hema-
togenous and facilitated by infection of peripheral blood monocytes (4–7). These circu-
lating infected monocytes can freely access all organ systems, cross the blood brain
barrier, and enter the bone marrow, which serves as the reservoir for lifelong viral per-
sistence (1, 4, 8). In this manner, monocytes serve as the essential vehicle for wide-
spread dissemination of the virus and for the establishment of latency following
primary infection.

To successfully infect monocytes, HCMV must gain access to the monocyte nucleus.
HCMV is a DNA virus and as such requires access to the host cell nucleus to begin viral
gene expression and genomic replication (1). Thus, nuclear translocation is a critical
facet of the viral life cycle of HCMV and of all herpesviruses. We have previously identi-
fied that HCMV nuclear translocation in monocytes is both temporally and physically
unique relative to that seen in other infected cell-types (9–11). In fibroblasts and epi-
thelial cells, HCMV can be detected in the nucleus beginning around 30 min postinfec-
tion (mpi) (9, 10), while in CD341 hematopoietic progenitor cells, this process takes
approximately 1–2 h (9). However, in monocytes, nuclear translocation begins around
3 days postinfection (dpi) (10, 11). We have also previously noted that intracellular traf-
ficking of the virus is distinct in monocytes and is navigated in the absence of released
tegument proteins or de novo viral gene expression. First, HCMV attaches to and acti-
vates the cellular surface receptors epidermal growth factor receptor (EGFR) and b1/b3
integrins via viral glycoproteins gB and the pentamer complex gH/gL/UL128-131, respec-
tively. Following the engagement and activation of monocyte EGFR and b1/b3 integrins,
HCMV is taken into the cell where it is rapidly found in EEA11 vesicles (early endosomes
or macropinosomes) (10–14). This is contrary to viral entry in fibroblasts and epithelial
cells where viral envelope fusion and de-envelopment typically occur at the plasma mem-
brane or early endosome. In monocytes, the virus then transitions from the early endo-
some to the trans-Golgi network (TGN) and then subsequently to Rab111 recycling endo-
somes where viral de-envelopment occurs. De-envelopment is followed by nuclear
translocation and delayed viral genome replication, ultimately leading to productive
infection (1, 9–11). Additionally, we have previously published that viral passage through
the TGN in monocytes is required for nuclear translocation, as disruption of the TGN sig-
nificantly inhibits the ability of the virus to reach the nucleus (10). These necessary traf-
ficking events are directed by the viral glycoprotein-induced activation of integrin-Src sig-
naling and the chronic activation of the EGFR-Akt signaling axis (10, 11). Unlike that seen
in other cell-types, gB/EGFR and pentamer/integrin engagement and activation is
required for attachment and viral entry into monocytes, as well as successful nuclear
translocation of the virus. In fact, absence of HCMV-induced EGFR or c-Src signaling path-
ways in monocytes post-entry inhibits the progression of the virus to the nucleus and can
result in viral degradation (10, 11).

This distinct route of HCMV nuclear translocation in monocytes that we have uncov-
ered bears the hallmarks of retrograde transport; in that the virus travels from the cell
surface to early endosomes, and then to the TGN (15). In nonneuronal cells, retrograde
transport is defined by the recycling of endocytosed lipids, transmembrane receptors,
and extracellular proteins from the cell surface to the endosomal network, and subse-
quently to the TGN and/or endoplasmic reticulum (16–18). Retrograde transport is an
essential pathway to maintain and control various critical cellular processes such as in-
tracellular signaling, lipid and cellular homeostasis, and organelle identity (17–20). This
is a highly selective and limited trafficking pathway restricted to only a few classes of
cellular proteins including acid hydrolase receptors, cation independent/dependent
mannose-6-phosphate receptors, soluble N-ethylmaleimide-sensitive factor attach-
ment protein receptors (SNAREs), and a select few transmembrane and soluble
enzymes (i.e., EGFR and furin) (15, 17–19, 21). Because retrograde trafficking exhibits
complex regulation and limited cargo capacity, few pathogens utilize this pathway for
entry into host cells. Most notably, bacterial and plant toxins utilize the retrograde
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transport pathway to enter and toxify cells. For example, Shiga toxin, cholera toxin,
and ricin bind to glycoproteins or glycosphingolipids on the cell surface, which allow
the correct sorting of these toxins along the retrograde transport route to the Golgi
and subsequently the ER from which they then promote cytotoxicity (15–17, 19,
21–23). Only three viruses (HPV, SV40, and AAV) have been documented to utilize the
retrograde transport pathway for entry and infection, all of which are nonenveloped
viruses (15, 16, 24). While HCMV, along with other enveloped viruses such as HIV and
vaccinia virus, are known to exploit retrograde transport machinery to facilitate virus
assembly and egress, they have not been reported to exploit retrograde transport for
viral entry (15, 16, 24–27). To our knowledge, our new findings implicate HCMV as the
initial example of the use of retrograde transport for an enveloped virus entry process,
which likely makes this process of herpesvirus infection an extremely rare event, espe-
cially for an enveloped virus.

Retrograde trafficking is predominantly facilitated by specific combinations of lipids,
small GTPases, tethering molecules, and SNAREs (15, 16, 18, 19, 21, 23, 28). SNAREs
function to facilitate membrane fusion between transport vesicles and target cellular
compartments by complexing with cognate receptors to create membrane fusion
complexes for transport of cargo throughout the cell (21, 29, 30). A key SNARE in retro-
grade transport is syntaxin 6 (Stx6). Stx6 predominantly functions at the endosomal/
TGN interface where it mediates the fusion of endosomes and the TGN (31–35).
Although Stx6 is predominantly concentrated at the TGN in most cell-types, in can also
be present on early endosomes, recycling endosomes, and the plasma membrane. In
cells of the myeloid lineage, which typically exhibit more dynamic trafficking needs
than other cell-types, Stx6 localization and function changes with the needs of the cell
(29, 32, 35–41). For example, Stx6 is concentrated at the TGN in macrophages, but is
predominantly found on EEA11 vesicles in dendritic cells (32, 35–38). It has been docu-
mented that perturbations of Stx6 have a profound impact on retrograde transport.
Decreases in the amount or inhibition of Stx6 function causes a concomitant decrease
in retrograde trafficking from endosomes to the TGN, while overexpression of Stx6 has
been shown to increase retrograde trafficking (35, 36, 39, 42–44).

As previously mentioned, we have observed that in monocytes, HCMV undergoes a
retrograde-like trafficking route for entry (10, 11) that we argue is abnormal for viruses
and especially for enveloped viruses. Because this transport route, particularly the tran-
sition of HCMV from early endosomes to the TGN, is required for nuclear translocation
and productive infection in monocytes, we believe the identification of this process
represents a new and important pathway required for HCMV infection in a clinically rel-
evant cell-types. This retrograde-like trafficking event is thereby critical for the viral life
cycle within monocytes and warrants further study. Because we have demonstrated
that HCMV undergoes requisite trafficking from early endosomes/macropinosomes
(EEA11 vesicles) to the TGN prior to nuclear translocation in monocytes, we hypothe-
sized that HCMV manipulated Stx6 to successfully traffic the viral particle to the TGN.
In this study we show that HCMV infection significantly and rapidly affects both Stx6
transcript and protein levels. While we observed these changes in protein levels in
HCMV-infected fibroblasts and epithelial cells, it is likely due to a common, non-cell-
type-specific, element of the viral binding events. However, we excitedly report that
only in monocytes is Stx6 functionally important for HCMV nuclear translocation.
Further, we demonstrate that this phenotype is specific to Stx6 and that in the absence
of Stx6, HCMV is retained in EEA11 vesicles rather than moving forward along the viral
nuclear translocation route to the TGN. We also show Stx6 is unexpectedly concen-
trated on EEA11 vesicles in primary monocytes, rather than at the TGN. Here we report
that in contrast to what is typically seen in other cells, Stx6 seems to function on the
early endosome side of the endosome-to-TGN transition to facilitate retrograde traf-
ficking and fusion of the viral particle into the TGN. Finally, we observed that the viral
particles that associate with both the early endosomes and Stx6 early in infection are
the likely population of viral particles that successfully traffic to the TGN, and subsequently
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to the nucleus. Together, our data documents what we argue is the initial description of
an enveloped virus exploiting retrograde trafficking machinery for entry and through our
mechanistic analysis highlights the distinct trafficking mechanics underlying HCMV nu-
clear translocation in monocytes.

RESULTS
HCMV infection alters Stx6 transcript and protein levels in infected cells. As

mentioned previously, retrograde transport is a selective and limited intracellular traf-
ficking route generally classified as cargo transport from the endosomal network to
the TGN and/or ER. While some bacterial and plant toxins, along with a small number
of nonenveloped viruses, have been documented to commandeer the retrograde traf-
ficking pathway for entry, this seems to be a rare event for enveloped viruses.
However, we have documented that after being endocytosed by monocytes, HCMV
first traffics to EEA11 vesicles (early endosomes or macropinosomes), then to the TGN,
and subsequently to Rab111 recycling endosomes prior to de-envelopment and nu-
clear translocation (10, 11). Because this nuclear translocation route is reminiscent of
the uncommon retrograde transport pathway, we hypothesized that HCMV was utiliz-
ing retrograde transport machinery to facilitate these specific intracellular trafficking
events, specifically the transition of HCMV from early endosomes to the TGN. Thus, we
wanted to better understand this possible new trafficking mechanism in monocytes.

Our previous studies led to construction of a microarray database that compares
the transcriptomes of mock and HCMV-infected primary human monocytes at 4 h post-
infection (hpi) (45, 46). For the purposes of this study, we reexamined our established
microarray transcriptome data to investigate transcriptional changes during early
infection (4 hpi) (GEO accession number GSE11408) (Fig. 1A, Table 1). Utilizing this
transcriptomic approach, we screened for trafficking protein transcripts significantly
affected by viral infection. When analyzing the top 250 most significantly altered tran-
scripts (Fig. 1A), we identified several transcripts of trafficking proteins that were
increased or decreased relative to mock. The transcript of the major retrograde trans-
port protein Stx6 was the most significantly dysregulated (P value: 2.62e206) out of the
transcripts examined (Table 1). Therefore, while all the proteins of the transcripts iden-
tified in our transcriptome analysis, such as Syntaxin 11 and VAMP5, are involved in ve-
sicular transport in some capacity and will be investigated in the future, we focused on
Stx6 due to its role in early endosome-to-TGN retrograde transport (19, 21, 28, 33–35,
37, 41, 42, 44). Surprisingly, as highlighted in the insert in Fig. 1A, transcripts of Stx6
were decreased relative to mock (-1.778 fold change). However, Stx6 transcripts are
translationally repressed in P-bodies within the cytosol in order to be rapidly translated
in response to the immediate needs of the cell (47–50). Furthermore, translation is
coupled with RNA stability (51–53). That is, it has been reported that more frequently
translated transcripts are associated with increased degradation (51–53). Therefore, a
rapid significant drop of Stx6 transcripts in response to a stimulus, such as viral infec-
tion or cellular differentiation, we hypothesized would correlate to a rise in Stx6 pro-
tein levels. We confirmed the decrease in Stx6 transcripts during early infection via
RNAseq analysis (4 hpi – 6 wpi [GSE206198]) (Fig. 1B). In this RNAseq analysis, we found
that Stx6 transcripts increased over time and at approximately 1 week postinfection
(wpi) overtook mock-infected cell Stx6 transcript levels, with a continued upward trend
out to at least 6 wpi. This likely represents the virus-driven monocyte-to-macrophage
differentiation (approximately 1–2 wpi [4, 54]), a process that is associated with a sig-
nificant increase in trafficking proteins to accommodate the increased trafficking
demands of the differentiated macrophage (4, 40).

Because HCMV trafficking from EEA11 endosomes to the TGN is a requisite step for
nuclear translocation and is characteristic of retrograde transport, and because Stx6 is
a central component of retrograde trafficking from early endosomes to the TGN, we
next wanted to determine if HCMV infection impacted Stx6 protein levels. We infected
primary human monocytes with HCMV TB40/E (multiplicity of infection [MOI] = 5) and
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immunoblotted for Stx6 at time points leading up to and including the time frame in
which the virus traffics through the TGN (30 mpi – 24 hpi) (Fig. 2A and B). We also per-
formed the same experiment in human embryonic lung (HEL) fibroblasts (Fig. 2C and D)
and ARPE-19 epithelial cells (Fig. 2E and F). Because we and others have documented

FIG 1 HCMV infection causes transcriptomic changes to trafficking proteins. (A) RNA was isolated from
HCMV-infected primary human monocytes at 4 hpi from 6 donors and converted to cDNA (GEO
accession number GSE11408). A microarray was then performed on whole cell transcripts, which were
analyzed by GEO2R software and compared to mock infected cells. A volcano plot was constructed of
transcripts upregulated (red) and downregulated (blue) relative to mock. P value versus fold change
relative to mock is plotted. (B) RNA was isolated from mock and HCMV-infected primary human
monocytes (3 donors) at 4 hpi, 24 hpi, 2, 4, and 6 wpi and prepared for RNAseq (GSE206198). Paired end
sequencing was performed (.25 � 106 reads) and aligned to HCMV Lisa and human genome to
determine differential expression (FDR=0.05). Transcripts per million (TPM) were log 2 normalized for gene
level analysis. Stx6 gene expression in mock (blue) and HCMV-infected monocytes (red) are shown.

TABLE 1 List of trafficking protein transcripts significantly altered by HCMV infectiona

Gene title Gene symbol Function P value
Kinesin family member 5B KIF5B Distribution of mitochondria and lysosomes 3.52e-01
Kinesin family member 5C KIF5C Endosomal recycling, compartment/slow Recycling 1.65e-01
Rab27A RAB27A Late endosome positioning, maturation, and secretion 1.46e-01
Synaptosome-associated protein 23 SNAP23 Endocytic recycling and phagosome maturation 6.31e-03
Syntaxin 6 STX6 Endosome-TGN retrograde transport 2.62e-06
Syntaxin 11 STX11 Late endosome-TGN protein transport 1.10e-05
Vesicle-associated membrane protein 5 VAMP5 Plasma membrane to early endosome vesicular transport 3.07e-01
aTranscript data from GSE11408 (4 hpi).
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nuclear translocation to occur within 30 mpi in these cells (10, 55, 56), the infection time
course was abridged to reflect a time point appropriate for nuclear translocation (1 hpi)
(10). On average, HCMV infection led to a 5–15-fold increase in Stx6 protein levels in
infected fibroblasts over mock-infected fibroblasts, a 5–8-fold increase in Stx6 levels
in infected vs mock-infected epithelial cells, and a 2–6-fold increase in Stx6 levels in
infected vs mock-infected monocytes at all time points examined. As de-envelop-
ment of HCMV does not occur until approximately 1–3 dpi in monocytes (10, 11),
these data indicate that upregulation of Stx6 protein is likely due to a commonality
in receptor-ligand-mediated signaling events that follows viral binding. That is, EGFR
and integrins are on all cell-types and once triggered, produce both common and
cell-type-specific signaling. We have previously shown that EGFR and b1/b3 are the
specific cellular receptors that mediate HCMV attachment and entry into monocytes
(10, 13, 14), and that the signalosomes downstream of these receptors are broad and
overlap with that of other known HCMV receptors on other cell-types such as PDGFR-
a (1, 57, 58). Our data would argue that, in general, viral binding has some common
signaling outcomes and this might be why Stx6 is upregulated in multiple cell-types.

Knockdown of Stx6 disrupts HCMV trafficking to the TGN in monocytes. Because
the HCMV-induced increase in the protein level of Stx6 was statistically significant in the
cell-types tested, we next wanted to determine if the upregulation of Stx6 was functionally

FIG 2 HCMV infection increases Stx6 protein levels. Primary human monocytes (A and B), HEL fibroblasts (C and D), and ARPE-19
epithelial cells (E and F) were synchronously infected with HCMV TB40/E UL32-GFP (MOI = 5). Protein was harvested 30 mpi, 1
hpi, and/or 2 hpi, 4 hpi, 24 hpi depending on the experiment. Protein lysates were immunoblotted for Stx6 and actin. Protein
band densities were quantified by LI-COR Image Studio software, normalized to mock, and expressed as fold change over mock.
Single factor ANOVA was performed for statistical significance. *, P , 0.05; **, P , 0.01; ***, P , 0.001. N = 3 per cell-type.
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important for viral trafficking and/or nuclear translocation. Next, we treated primary
human monocytes, ARPE-19 epithelial cells and fibroblasts with siRNA targeting Stx6 to
knock down (KD) Stx6 gene expression, or a scrambled siRNA as a control. KD efficiency
of Stx6 was measured by Western blot and quantified by densitometry (Fig. 3A–D and
Fig. 4A–B). Knockdown efficiency of 60% or higher was consistently achieved in all cell-
types. After a 24-h (ARPE-19 cells/fibroblasts) or 48-h (monocyte) siRNA incubation, the
cells were then synchronously infected with HCMV TB40/E (MOI = 5 for immunoblots;

FIG 3 Knockdown of Stx6 does not affect HCMV nuclear translocation in fibroblasts or epithelial cells. HEL fibroblasts (A
and B) and ARPE-19 epithelial cells (B and D) were treated with siRNA targeting Stx6 or a scrambled (Scr) siRNA control.
Treated cells were incubated for 24 h to ensure maximal knockdown. Immunoblots were performed on whole cell lysate
and Stx6 band density was measured and normalized to quantify knockdown efficiency (B and D). The treated cells were
then synchronously infected with HCMV TB40/E UL32-GFP (MOI = 5). Protein was harvested from infected and mock-
infected fibroblasts (E and F) and ARPE-19 cells (G and H) at 3 hpi and 6 hpi, respectively. Lysates were immunoblotted
for HCMV IE-1 and actin (E–H). Protein amount was quantified using LI-COR Image Studio software. Student’s t-tests were
used to assess statistical significance. N = 3 per cell-type. (C) *, P , 0.05; **, P , 0.01; ***, P , 0.001.
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FIG 4 Knockdown of Stx6 disrupts HCMV trafficking to the TGN in monocytes. Primary human monocytes
were treated with siRNA targeting Stx6 or scrambled (Scr) siRNA control and incubated for 48 h for

(Continued on next page)
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MOI = 10 for immunofluorescence). Fibroblasts and epithelial cells are rapidly permissive
for HCMV infection with viral DNA being found within the nucleus beginning approxi-
mately 30 mpi (10, 55, 56). Therefore, we immunoblotted for HCMV immediate early pro-
tein 1 (IE1), the first de novo expressed viral gene product at 3 hpi in fibroblasts (Fig. 3E
and F) and 6 hpi in ARPE-19 cells (Fig. 3G and H), as a readout for successful nuclear trans-
location. In both fibroblasts and epithelial cells (Fig. 3), there was no significant difference
in IE1 gene expression between cells treated with the siRNA targeting Stx6 or the
scrambled control. Additionally, as HCMV exhibits similar viral entry into ARPE-19 cells rela-
tive to monocytes, we performed RT-qPCR to measure IE1 transcript levels at 1 hpi in
HCMV-infected, Stx6 siRNA-treated ARPE-19 cells. We found no significant difference
between IE1 gene expression in control HCMV-infected cells and infected cells treated
with Stx6 siRNA (data not shown). This data indicated that although HCMV infection
causes an increase in Stx6 protein in both fibroblasts and epithelial cells, Stx6 is not func-
tionally important for HCMV nuclear translocation in fibroblasts and epithelial cells.

Monocytes, however, are not initially permissive for HCMV replication (10, 11, 55,
56). Therefore, to assess the impact of Stx6 on viral nuclear translocation, we used the
Nikon N-SIM E Super Resolution microscope system (;100 nm limit of resolution) on
Stx6 siRNA-treated primary human monocytes along with scrambled controls to track
the progress of the viral particle to the nucleus by measuring viral particle colocaliza-
tion with the specific cellular compartments we previously documented to be key for
viral nuclear translocation in these cells (10, 11). Because Stx6 primarily functions in ret-
rograde trafficking events from early endosomes to the TGN, we first focused on these
compartments. We synchronously infected the siRNA-treated monocytes with HCMV
TB40/E (MOI = 10). After incubation with the virus, the monocytes were then fixed at
15 mpi, when we expected the virus to be within early endosomes, and at 2 hpi, when
we expected the virus to be associated with the TGN, as previously documented (10,
11). The fixed cells were then stained with antibodies to the viral particle and various
cellular compartments. Specifically, a TB40/E UL32-GFP virus (9–11) was employed and
an anti-GFP antibody was used to enhance the signal to the viral particle. The cellular
compartments examined were early endosomes/macropinosomes (using an antibody
to EEA1) and the TGN (using an antibody to TGN46). Distance between the center of
the viral particle (the UL32-GFP signal) and nearest edge of target organelle (early
endosome or TGN) was manually quantified by Nikon 3D reconstruction and line profil-
ing, a technology we established previously (11). Our new data showed that HCMV
trafficking to the early endosome at 15 mpi was unaffected by Stx6 KD (Fig. 4C, top left
and right panels) with no significant difference in colocalization of viral particles with
early endosomes between Stx6 KD cells, HCMV only, and scrambled siRNA controls
(see quantified data in Fig. 4D). However, viral colocalization between HCMV and the
TGN at 2 hpi was greatly affected by Stx6 KD, which resulted in a loss of colocalization
(Fig. 4C, bottom left and right panels). On average, we observed a significant ;350%
increase in the distance of the viral particles away from the TGN in Stx6 KD cells relative
to HCMV only and scrambled siRNA controls (quantified in Fig. 4E). Because trafficking
to the TGN is requisite for HCMV nuclear translocation in monocytes, this data sug-
gested that Stx6 was functionally important for trafficking of HCMV to the TGN in
monocytes and thus is important for nuclear translocation. We then wanted to deter-

FIG 4 Legend (Continued)
maximal knockdown. (A) An immunoblot was performed on whole cell lysate (representative blot shown).
Stx6 band density was measured using LI-COR Image Studio software. Band density was normalized to Scr
control to quantify knockdown efficiency (B). The cells were then synchronously infected with HCMV
TB40/E UL32-GFP (MOI = 10), then fixed at 15 mpi, 2 hpi, and 4 hpi. Cells were then permeabilized and
stained for markers of early endosome (EEA1), the TGN (TGN46), late endosome (M6PR), recycling
endosome (Rab11), and HCMV (anti-GFP). Images were acquired on a Nikon N-SIM E Super Resolution
microscope system (100x objective) in single slices (z stacks) using the same laser settings. Representative
images are shown (C). Yellow arrows indicate co-localization. Viral particle distance to the nearest edge of
the target organelle was quantified from at least 10 cells (D–G) using the microscope companion analysis
software. Student’s t-tests were used to assess statistical significance. **, P , 0.01; ***, P , 0.001. A–E:
N = 3; F–G: N = 2.
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mine the impact of Stx6 KD on viral degradation as well as subsequent trafficking from
the TGN to recycling endosomes. To assess the impact of Stx6 KD on viral degradation,
we performed Super Resolution microscopy to examine HCMV colocalization with late
endosomes at 2 hpi, where Stx6 siRNA-treated, HCMV-infected monocytes were
stained with antibodies targeting HCMV UL32-GFP (anti-GFP) and the late endosome
(anti-M6PR) at 2 hpi (Fig. 4F). We observed no significant difference in virus colocaliza-
tion with late endosomes between cells treated with Stx6 siRNA, HCMV only or
scrambled siRNA controls, indicating that Stx6 KD does not influence viral degradation
in monocytes. We previously showed that trafficking of the virus to the recycling endo-
somes is required for nuclear translocation and thus serves as a surrogate event for
successful HCMV nuclear translocation (10, 11). To assess the impact of Stx6 KD on the
late stage of the HCMV nuclear translocation pathway, and thereby successful nuclear
translocation, we performed Super Resolution microscopy where Stx6 siRNA-treated,
HCMV-infected cells were stained for HCMV UL32-GFP (anti-GFP) and recycling endo-
somes (Rab11) (Fig. 4G). We have previously published that HCMV is colocalized with
recycling endosomes in monocytes beginning at approximately 2 hpi (10, 11). We
chose to assess viral colocalization with recycling endosomes at 4 hpi rather than later
time points in the viral life cycle for a few reasons: 1) 4 hpi is beyond the point of initial
HCMV/Rab111 vesicular co-localization; (2 hpi); and 3) we wanted to minimize the
effect of other intracellular trafficking machinery compensating for Stx6 function,
thereby confounding observable Stx6 defect-associated trafficking phenotypes. For
example, Stx5 has been documented to compensate for Stx6 function during endo-
some-TGN retrograde trafficking (19–21). At 4 hpi, we observed that, similar to the viral
trafficking phenotype observed at the TGN at 2 hpi, Stx6 KD significantly inhibited
HCMV trafficking to the recycling endosome at 4 hpi relative to HCMV only and
scrambled siRNA controls. This data suggests that Stx6 is an important regulator of not
only HCMV early endosome-TGN transport, but also successful nuclear translocation of
the virus.

Only Stx6 is associated with HCMV trafficking in monocytes. Stx6 is known to be
involved in the recycling of membranes and membrane receptors. Additionally, it has
been documented that disruption of one syntaxin can disrupt entire portions of the syn-
taxin trafficking network (34, 35, 38, 42, 43, 59–61). Because these scenarios may have an
impact on viral trafficking, we wanted to ensure that the viral trafficking defect observed
in Stx6 KD cells was specific to Stx6. Syntaxin 12 (Stx12) is involved in trafficking events
that functionally overlap with Stx6 (i.e., recycling of membranes from the TGN to the
plasma membrane) and has previously been used as a control for understanding Stx6’s
role in cells (38, 39, 60, 62). Therefore, we next treated primary human monocytes with
siRNA targeting Stx12 (Fig. 5A and B). An average KD efficiency of approximately 75% was
consistently achieved (Fig. 5B). After a 48-h incubation, the monocytes were synchronously
infected with HCMV TB40/E UL32-GFP (MOI = 10) and subsequently fixed and stained for
HCMV (anti-GFP) and organelles (EEA1 for early endosomes; TGN46 for TGN). Super resolu-
tion microscopy was then performed to measure the viral particles colocalization with the
target cellular compartment (early endosome or TGN) as previously described (Fig. 5C and
D). We observed no significant difference in the colocalization of the vial particle with early
endosomes in Stx12 KD cells versus HCMV only, Stx6 or scrambled siRNA controls (Fig. 5C).
Additionally, we observed no significant difference in colocalization of the viral particle
with the TGN relative to HCMV only controls. We also observed a significant ;230%
increase in distance of viral particles away from the TGN in Stx6 KD cells relative to Stx12
KD cells (Fig. 5D). Overall, HCMV trafficking in Stx12 siRNA-treated monocytes behaves sim-
ilarly to that seen in untreated controls, suggesting that the viral trafficking defect
observed in Stx6 KD cells is not due to a defect in syntaxin-driven lipid/membrane turn-
over or a general syntaxin network malfunction.

Furthermore, to determine if the observed viral trafficking defect could be due to
impaired viral entry into the cell as a byproduct of the Stx6 or Stx12 KDs, we also per-
formed a viral entry assay and qPCR to compare the amount of viral DNA detected
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within Stx6 and Stx12 siRNA-treated monocytes within 1 hpi (Fig. 5E). When calculating
the ratio of viral genomes to the cellular housekeeping gene for C-reactive protein
(CRP), we observed no significant difference in the amount of HCMV genome present
within either Stx6 or Stx12 KD cells at 1 hpi relative to untreated and scrambled siRNA-
treated control cells. In support of this data, we also used immunofluorescence micros-
copy to quantify the number of viral particles within Stx6 KD cells at 15 mpi and 2 hpi
(Fig. 5F and G). We found that there was no significant difference between the total
number of viral particles inside of untreated vs Stx6 siRNA-treated monocytes at either

FIG 5 Stx-associated trafficking disruption is specific to Stx6. Primary human monocytes were treated with siRNA targeting Stx12 or a scrambled control
(Scr) (A). An immunoblot was performed on whole cell lysate and Stx12 band density was measured using LI-COR Image Studio software. Band density was
normalized to Scr control to quantify knockdown efficiency. A representative blot is shown (A and B). (C and D) Primary human monocytes were treated
with siRNA targeting Stx6, Stx12, or a Scr control. The cells were then synchronously infected with HCMV TB40/E UL32-GFP (MOI = 10). The cells were then
fixed at 15 mpi and 2 hpi. The fixed cells were then permeabilized and stained for TGN (TGN46) and HCMV (measured via UL32-GFP). High resolution
images were acquired on a Nikon N-SIM E Super Resolution microscope system (100x objective) in single slices (z stacks) using the same laser settings.
Viral particle (measured via UL32-GFP) distance to the nearest edge of the TGN was quantified from at least 10 cells and 20 viral particles using the
companion analysis software of the microscope. Quantification of images is shown. Student’s t-tests were used to assess statistical significance. *, P , 0.05;
**, P , 0.01. (E) A viral entry assay (HCMV TB40/E UL32-GFP; MOI = 1) was performed on Stx6, Stx12, or Scr siRNA-treated primary human monocytes. DNA
from these cells was then isolated and qPCR was performed with primers for HCMV UL123 and cellular CRP. (F–G) Total viral particles (measured via UL32-
GFP) within infected and Stx6 siRNA-treated monocytes were counted at 15 mpi and 2 hpi using the NIKON N-SIM E Super Resolution microscope system
(100� objective) in single slices (z stacks) using the same laser settings. Student’s t-tests were used to assess statistical significance. N = 3.
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time point. Together, these data suggest that Stx6 KD does not affect in viral entry, but
that it does play a significant role in the successful trafficking of the virus in monocytes.
Furthermore, the data provides evidence that Stx6 is at least one of the key cell-types
specific regulatory molecules controlling the retrograde transport of the virion in
monocytes.

Stx6 exhibits vesicular localization in monocytes. Next, we wanted to determine
how Stx6 might be functioning in monocytes, and thereby how the virus may be utilizing
Stx6 to facilitate retrograde trafficking from early endosomes to the TGN. As discussed pre-
viously, retrograde transport can be defined as the trafficking of cargo, lipids, and mem-
brane-bound receptors from the endosomal network to the TGN and/or the ER; a process
facilitated by retrograde trafficking proteins such as Stx6 (16–18). While predominantly dis-
tributed at the TGN in most cell-types, Stx6 is known to be differentially distributed in cells
of the myeloid lineage, likely due to the more dynamic trafficking needs of these cells. For
example, Stx6 is typically concentrated at the TGN in macrophages, while predominantly
distributed on early endosomes in dendritic cells (32, 35–38). Because monocytes are also
of the myeloid lineage and the location of Stx6 in monocytes would provide insight into
where and how it might function in the HCMV-containing EEA11 vesicle-to-TGN transi-
tion, we wanted to determine Stx6 localization in primary human monocytes. To address
Stx6 localization, we first fixed uninfected primary human monocytes and subsequently
stained the cells with antibodies against Stx6 (Fig. 6A–C). We utilized 3 different antibodies
targeting 3 distinct C- and N-terminal residue sites of the Stx6 protein to ensure that
observed staining was not due to potential antibody bias. Using super resolution immuno-
fluorescence microscopy, we observed that all 3 antibodies used displayed similar punc-
tate staining throughout the cells. Because Stx6 could potentially localize to either early
endosomes or the TGN in monocytes, we also fixed and stained uninfected monocytes
with antibodies against both Stx6 and the early endosome (EEA1) or TGN (TGN46) to
determine Stx6 organelle localization (Fig. 6D and E). We observed that in uninfected
monocytes, Stx6 exhibits punctate, vesicular staining that primarily overlaps with EEA1
rather than the TGN marker. Additionally, we manually quantified the colocalization of
Stx6 with target organelles in these cells using the accompaniment software to the Nikon
N-SIM E Super Resolution microscope system and found that approximately half (;47%)
of Stx6 is colocalized with EEA1, while approximately 3% of Stx6 is colocalized with TGN46
(Fig. 6C). The remaining Stx6 is likely distributed between recycling endosomes and the
plasma membrane. Therefore, the Stx6 distribution in primary human monocytes seems
similar to that observed in dendritic cells, where the majority of Stx6 is located in the endo-
somal compartment with little Stx6 concentrated in the TGN as reported for macrophages
and other cell-types (29, 32, 35–38, 40, 59). We also wanted to determine if HCMV infection
altered the distribution of Stx6. Super resolution microscopy was performed next on triple-
stained HCMV-infected monocytes at 15 mpi (Fig. 6G) and 2 hpi (Fig. 6H). While infection
led to an observable increase in Stx6 at both time points relative to uninfected controls,
supporting our previous immunoblot data (Fig. 2A), Stx6 staining remained punctate and
predominantly associated with EEA1 throughout infection. These data suggest that HCMV
infection does not alter Stx6 distribution during infection of monocytes. Based on the loca-
tion we observe within the cell, it is likely that Stx6 functions on the endosomal side of the
early endosome-to-TGN transition rather than at the TGN as reported in other cell-types
(29, 35, 38, 59).

Lack of Stx6 leads to HCMV retention in EEA1+ endosomes. Because the viral
particle does not progress to the TGN during the expected time frame (45 mpi – 2 hpi)
in the absence of Stx6, we next wanted to determine where the viral particle is traf-
ficked when retrograde transport is disrupted via Stx6 KD. As our data indicates that
Stx6 functions from the endosomal compartment, we hypothesized that in the ab-
sence of Stx6, HCMV cannot progress to the TGN and is retained in EEA11 endosomes.
To test this hypothesis, we treated primary human monocytes with siRNA targeting
Stx6 or a scrambled siRNA as a control. The cells were then synchronously infected
with HCMV TB40/E UL32-GFP (MOI = 10) following a 48-h siRNA incubation and then
fixed at 15 mpi and 2 hpi, during which time the virus transitions from early
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endosomes to the TGN. Subsequently, the monocytes were stained with anti-GFP
(mature viral particle), and anti-TGN46 (TGN) or anti-EEA1 (early endosome) (Fig. 7A).
Nikon 3D reconstruction and line profiling was used to measure the distance between
the viral particle and nearest target organelle as previously described (Fig. 7B). As
expected, the viral particle successfully progressed to the early endosome around 15
mpi in both Stx6 siRNA and scrambled siRNA-treated cells. We also observed the
expected failure of the viral particle to progress to the TGN at 2 hpi in Stx6 KD cells.
However, when the infected, Stx6 siRNA-treated monocytes were stained for early
endosomes rather than the TGN at 2 hpi, we found that there was significant viral
colocalization with EEA11 endosomes relative to that seen in untreated and
scrambled siRNA control treated cells. This data is also supported by our previously
published finding that indicates HCMV remains in EEA11 vesicles when the TGN is
chemically destroyed prior to infection (10), as many interacting partners for Stx6 are

FIG 6 Stx6 is localized on EEA11 vesicles rather than the TGN in primary monocytes. Three distinct primary antibodies targeting Stx6
were used to assess the localization of Stx6 in uninfected primary human monocytes. (A) Anti-Stx6 targeting amino acids 1 to 255. (B)
Anti-Stx6 targeting amino acids 50 to 200. (C) Anti-Stx6 targeting amino acids 1 to 25. Super resolution microscopy was performed as
described in Fig. 4 (D–F). Uninfected primary human monocytes were fixed and stained with antibodies to EEA1 (A) or TGN46 (B) and
Stx6. High resolution images were acquired on a Nikon N-SIM E Super Resolution microscope system (100� objective) in single slices
(z stacks) using the same laser and lookup table (LUT) settings. Representative images are shown. Stx6 colocalization (;0.1 mm
distance) with target organelle was manually quantified using the companion analysis software of the microscope (F). HCMV TB40/E
(MOI = 10) -infected primary human monocytes were fixed at 15 mpi (G) and 2 hpi (H) and stained with antibodies against EEA1 or
TGN46, HCMV UL32-GFP, and Stx6. High resolution images were acquired on a Nikon N-SIM E Super Resolution microscope system
(100� objective) in single slices (z stacks) using the same laser and LUT settings. Representative images are shown. White arrows
indicate co-localization between organelle and Stx6. N = 3 for all experiments.
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present on the TGN. Absence of the TGN would thereby restrict Stx6 function and lead
to a similar outcome as a Stx6 KD. Thus, these data support that the absence of Stx6
inhibits the necessary movement of HCMV to the TGN by enforcing retention of
mature viral particles within EEA11 vesicles.

Stx6 facilitates fusion of HCMV-containing EEA1+ endosomes with the TGN.
Stx6 functions as a fusion protein by nature, typically facilitating the fusion of early
endosomes with the TGN. Because our new data indicates that Stx6 is located primarily
within the endocytic compartment in monocytes, we wanted to determine if HCMV
utilizes Stx6 on early endosomes as fusion machinery to enter the TGN in these leuko-
cytes. To gain insight into the mechanical process that occurs during the transition of
the virus from the early endosome to the TGN, we next wanted to determine if there is
indeed a fusion event that occurs between HCMV-carrying EEA11 vesicles and the
TGN. To accomplish this goal, we synchronously infected primary human monocytes
with HCMV TB40/E UL32-GFP (MOI = 10). The cells were then fixed at 2 hpi and stained
with antibodies against HCMV (anti-GFP) and TGN (TGN46). We utilized the Nikon N-
SIM E Super Resolution microscope system to determine if HCMV could be found
within the TGN of infected monocytes. Specifically, we completed 3D volumetric
reconstructions on infected cells and analyzed cross sections of the TGN to identify any
viral particle signal surrounded by TGN signal on all sides, which we concluded to be
present within the TGN (Fig. 8A). Indeed, we make the initial observation that HCMV
particles can be consistently found within the TGN of monocytes at 2 hpi. While the
nonenveloped viruses SV40, AAV, and HPV utilize retrograde transport for entry, only
HPV is found in a Golgi-like structure (15, 16, 24). Thus, HCMV residing within the TGN
appears to be a unique finding among viruses that utilize retrograde transport for
entry. Because the Stx6 SNARE complex (Stx6-Stx16-Vti1a-VAMP4) is the major media-
tor of retrograde transport from early endosomes to the TGN as well as the fusion pro-
cess between these compartments (19), these data indicate that the pool of Stx6

FIG 7 HCMV is retained in EEA11 vesicles in the absence of Stx6. Primary human monocytes were treated with siRNA
targeting Stx6 or a scrambled (Scr) control and incubated for 48 h to ensure maximal knockdown. The cells were then
synchronously infected with HCMV TB40/E (MOI = 10). Control and infected monocytes were then fixed at 2 hpi. The cells
were then permeabilized and stained with antibodies against GFP (to stain the virus TB40/E UL32-GFP), early endosomes
(EEA1) or the TGN (TGN46). High resolution images were acquired on a NIKON N-SIM E Super Resolution microscope
system (100� objective) in single slices (z stacks) using the same laser settings. Representative images are shown. Yellow
arrows indicate colocalization (A). Viral particle (measured by UL32-GFP) distance to the nearest edge of the target
organelle was quantified from at least 10 cells and 20 viral particles using the companion analysis software of the
microscope (B). Student’s t-tests were used to assess statistical significance. ***, P , 0.001. N = 3.
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located predominantly on EEA11 endosomes in monocytes functions in a retrograde
manner to facilitate fusion of the virus-containing early endosome with the TGN.

To gain more in-depth information as to how the biological processes involving
Stx6 facilitate early endosome-to-TGN transition of HCMV, we synchronously infected
primary human monocytes with HCMV TB40/E UL32-GFP (MOI = 10) over a time course
reflecting this transitional trafficking period (15 mpi – 4 hpi). We subsequently fixed
and triple-stained the cells with antibodies against HCMV (anti-GFP), Stx6, and EEA1 or
TGN46 (Fig. 8B and C). Super resolution immunofluorescence microscopy was used to

FIG 8 HCMV particles that associate with both Stx6 and EEA1 early in infection fuse with the TGN. Primary human monocytes were synchronously infected
with HCMV TB40/E (MOI = 10). The cells were fixed at 15 mpi, 30 mpi, 1 hpi, 2 hpi, and 4 hpi. The fixed cells were then stained with antibodies against
HCMV (UL32-GFP), TGN (TGN46) or the early endosome (EEA1) (A), and Stx6 (B–E). High resolution images were acquired on a Nikon N-SIM E Super
Resolution microscope system (100� objective) in single slices (z stacks) using the same laser settings. Representative images are shown. (A) Representative
image of an infected monocyte at 2 hpi. Volumetric 3D reconstruction was performed on the image. The cross-section is shown. Yellow staining indicates
colocalization (;0.1 mm distance). (B and C) Representative images of triple-stained infected monocytes. White boxes indicate areas within the image
where triple colocalization occurs. (D) Total viral particles associated with the target organelle (;0.1 mm distance; blue bars) were manually quantified
using the companion software to the microscope. Out of that population, the number of viral particles colocalized with both target organelle and Stx6
were quantified (orange bars). (E) The number of viral particles associated with organelle only or both organelle and Stx6 was calculated as percentages.
(F) Model of likely biological events happening between virus-containing early endosomes and the TGN at the observed time points. N = 3.
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acquire 3D reconstructions of the stained cells. We then manually counted mature viral
particles (via UL32-GFP staining) associated with both Stx6 and an organelle marker
(EEA1 or TGN) (Fig. 8B–E). We expressed this data as both the number of viral particles
(Fig. 8D) and the percentage of viral particles (Fig. 8E) associated with the target organ-
elle. Out of the viral particles associated with the early endosome or TGN, we then
quantified how many of those particles were also associated with Stx6. Initially, we
observed that the total amount of viral particles within monocytes decreases through-
out infection with approximately half of viral particles associated with EEA1 at 15 mpi
being lost by 4 hpi. This observation further supports the “bottleneck” phenomenon
surrounding viral trafficking through the TGN reported in our prior publications where
few viral particles traffic through the TGN at a given time, causing a sharp decrease in
the amount of virus found within the cells at later time points (10, 11). It is important
to note that we have previously demonstrated some viral particles within late endo-
somes early in infection, which contributes to particle loss over time (10), but we now
have mechanistic insights as to why and how that loss of viral particles over time might
occur. Interestingly, the percentage of viral particles associated with both the target or-
ganelle and Stx6 remains constant throughout infection (approximately 36–40%),
except for 2 hpi, where association of viral particles with both the TGN and Stx6 peaks
at 60% before returning to 36% by 4 hpi. Because Stx6 predominantly functions on the
outside of the TGN rather than inside, it is likely that from 1–4 hpi, the viral particles
associated with both the TGN and Stx6 are those fixed mid-fusion event while the viral
particles associated with the TGN only at these time points have likely already dissoci-
ated from Stx6 and lie within the TGN to be further transported to the recycling endo-
some. Because we have previously documented 2 hpi as the peak time point for viral
trafficking to the TGN, we expected that this time point would be associated with the
highest percentage of viral particles associated with both the TGN and Stx6.

Surprisingly, similar amounts of viral particles associated with both EEA1 and Stx6
early in infection (15–30 mpi) comprise the approximate total amount of viral particles
located at the TGN at later time points (1–4 hpi). Because of this trend, Stx6 localization
to the endosomal compartment and its function on the exterior of the TGN, as well as
the pattern of viral particle colocalization discussed above, we make the following pro-
posal that early in infection (15–30 mpi), HCMV is taken into EEA11 endosomes or
EEA11/Stx61 endosomes (Fig. 8F). It is likely that viral particles in endosomes lacking
Stx6 are either degraded or remain in early endosomes until Stx6 recruitment to that
endosome occurs. Viral particles in EEA11/Stx61 endosomes can then successfully
progress in a retrograde manner to the TGN. Once docked at the TGN (1–4 hpi), the
HCMV-containing EEA11/Stx61 endosome can then fuse with the TGN, allowing the
viral particle entrance to the lumen of the TGN.

While analysis is limited by the constraints of primary human monocytes, we pro-
pose that HCMV uses retrograde trafficking machinery to gain access to the TGN and
that the population of viral particles in EEA11/Stx61 endosomes comprise the popula-
tion of viral particles that successfully enter the TGN lumen via a Stx6-driven mem-
brane fusion event. Further, we suggest that the EEA11/Stx61 viral particles comprise
the population of HCMV that can subsequently traffic to Rab111 recycling endosomes
from the TGN and undergo successful nuclear translocation, thereby identifying Stx6
as a limiting factor for HCMV nuclear translocation in monocytes.

DISCUSSION

Monocytes are a critical cell-types for the infection cycle of HCMV within the host as
they serve as essential vehicles of hematogenous dissemination throughout the body to
all organ systems, as well as the bone marrow, which serves as the viral latency compart-
ment (1, 5, 8). HCMV pathogenesis is, thus, directly associated with the ability of the virus
to successfully infect monocytes. We have previously established that HCMV nuclear trans-
location in these cells, an essential part of the viral intracellular life cycle, follows a unique
physical and temporal pathway to the nucleus relative to that seen in other cell-types and
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is primarily driven by virus-induced EGFR and integrin signaling events following viral
binding (10, 11, 13, 14). However, the trafficking mechanics that physically underlie this
pathway remain to be resolved. Because the nuclear translocation of HCMV is requisite for
viral genome replication and productive viral infection, we began to investigate the spe-
cific trafficking mechanics of this pathway in monocytes.

HCMV utilizes a distinct nuclear translocation pathway in monocytes that bears the
hallmarks of retrograde transport as it traffics from early endosomes to the TGN (10,
11). However, the retrograde transport pathway is restricted and highly selective even
among cellular proteins. Because of this stringent regulation, it is uncommon for
pathogens to utilize this pathway for entry (15–19, 21–23). However, in this study, we
show that HCMV infection dysregulates Stx6, a SNARE protein that primarily functions
in retrograde transport by facilitating the fusion of early endosomes with the TGN
(31–35). We show that transcripts for Stx6 are significantly decreased during early
infection while Stx6 protein is significantly increased during early infection. While this
event seems counterintuitive, Stx6 transcripts are known to be stalled and held within
cells for immediate translation in response to cellular trafficking demand (47–50). It is
important to note that mRNA translation and mRNA stability are coupled, further sup-
porting the observed transcript and protein kinetics of Stx6 (51–53). Because we see a
significant decrease in Stx6 transcripts accompanied by a significant increase in Stx6
protein, and given the dynamic nature of monocytes, it is likely that HCMV infection
causes the rapid translation of stalled Stx6 transcripts to accommodate the trafficking
needs of the cell that change with viral infection.

While Stx6 transcript and protein was dysregulated by HCMV infection in mono-
cytes, we also observed that Stx6 protein was significantly upregulated in all cell-types
tested (monocytes, fibroblasts, and epithelial cells). However, this is most likely due to
some common features of viral binding and ensuing signaling events that are not cell-
types-specific. As previously mentioned, HCMV glycoproteins gB and pentamer com-
plex bind to EGFR and b1/b3, respectively, on the monocyte cell surface and activate
the subsequent PI3K/Akt and c-Src signaling cascades (10, 11). Even though there are
unique aspects of binding of HCMV to EGFR and integrins in monocytes, there are also
features that are common across various cell-types. That is, HCMV binding of these and
other receptors on fibroblasts and epithelial/endothelial cells also initiate overlapping
early downstream signaling events to promote cell-types-specific viral entry (63, 64).
Therefore, we argue that the common overlapping viral binding and signaling events
can result in some similar physiological outcomes across cell-types.

HCMV infection caused a significant increase of Stx6 protein expression throughout
infection of all cell-types examined. While we observed an increase of Stx6 in fibro-
blasts and epithelial cells, loss of Stx6 did not impact the kinetics of the infection pro-
cess in these cells, indicating a lack of functional importance during the early stage of
infection. We also showed, importantly, that Stx6 is functionally required for nuclear
translocation of HCMV in monocytes, demonstrating a cell-types-specific function. KD
of Stx6 inhibited the ability of the virus to reach the TGN, which is a requisite trafficking
event for nuclear translocation. Additionally, KD of Stx6 significantly inhibited progress
of HCMV to recycling endosomes, a surrogate for successful nuclear translocation (10,
11), and did not significantly impact viral degradation. This biological effect seems to
be specific to Stx6 rather than a defect in viral entry, lipid/membrane turnover, or de-
fective syntaxin network due to off-target effects of the KD. This finding suggests that
HCMV utilizes retrograde transport machinery for monocyte entry, which is uncommon
for viruses and rare for enveloped viruses (15, 16, 24–27).

Additionally, we identified that Stx6 exhibits an unexpected localization in monocytes.
In most cell-types, including macrophages, Stx6 is concentrated at the TGN where it func-
tions primarily to facilitate endosome-TGN fusion events. However, in primary human
monocytes, we found that Stx6 is instead vesicular and exhibits significant colocalization
with EEA11 early endosomes. While this distribution is uncharacteristic of macrophages,
Stx6 is often associated with EEA11 early endosomes in dendritic cells. Thus, Stx6
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distribution in myeloid cells appears to change with the needs of the cell (29, 31, 32,
35–41). Further, while HCMV infection increases Stx6 protein, Stx6 localization within the
cell appears to be unaffected and remains punctate and vesicle-associated throughout
infection. This indicates to us that Stx6 functions on HCMV-containing early endosomes
and facilitates the forward movement of the viral particle to the TGN. In fact, KD of Stx6
inhibits the progression of the viral particle to the TGN and simultaneously causes reten-
tion of viral particles within the endosomal compartment.

We have also shown here for the first time that HCMV enters the TGN in primary
human monocytes. While we have previously published HCMV association with the
TGN along the nuclear translocation route, we have now utilized super resolution mi-
croscopy and volumetric 3D reconstruction to determine that HCMV is definitively
present within the TGN prior to nuclear translocation. This ability of the viral particle to
enter the TGN further supports the distinct aspects of HCMV trafficking in monocytes
and the distinct molecular mechanisms in this process. Because the mature viral parti-
cle is contained in EEA11 endosomes prior to entering the TGN, we conclude that a
fusion event occurs between the virus-containing early endosome and the membrane
of the TGN, allowing the virus to cross into the lumen of the TGN. In the instance of ret-
rograde-targeted cellular cargo, Stx6 predominantly performs this function (19, 29, 33,
34). There are no specific inhibitors of Stx6 function. However, this data, combined
with the previously discussed data of Stx6 localization, as well as the loss of viral parti-
cle localization with the TGN concurrent with the loss of Stx6 lead us to conclude that
Stx6 is responsible for the fusion event between the HCMV-containing endosome and
the TGN. Furthermore, it has been demonstrated that overexpression of Stx6 protein
alone is sufficient to drive dominant retrograde transport (35, 36, 39, 42–44). Although
technologically limited within our primary cell system, we also have data indicating
that the population of viral particles associated with both Stx6 and EEA1 early in infec-
tion is the population of viral particles that successfully navigate to the TGN.

With our combined data from this study, we propose a model in which HCMV infec-
tion causes an increase of Stx6 protein in primary human monocytes (Fig. 9). The
excess Stx6 protein accumulates on EEA11 endosomes that contain or will contain vi-
ral particles. This overabundance of Stx6 on EEA11 endosomes enforces retrograde
transport, allowing the virus-containing endosome to bypass the limiting retrograde
trafficking proteins at the endosome-TGN interface and fuse directly with the TGN. This
fusion event then gives the virus access to the TGN lumen, from which it can then pro-
gress to the recycling endosome and finally to the nucleus. Because the transition of
the virus from the endosome to the TGN is a requisite trafficking event to achieve nu-
clear translocation, we argue that in turn, Stx6 is an important factor for HCMV nuclear
translocation in monocytes. In this study we have shown for the first time that HCMV
dysregulates Stx6 in primary human monocytes and is functionally important for viral
entry events. We also show for the first time that Stx6 is primarily associated with
endosomes in monocytes, a departure from canonical Stx6 localization at the TGN, and
that loss of Stx6 prevents forward progress of the viral particle along the nuclear trans-
location pathway. Additionally, we have discovered that HCMV localizes within the
TGN in primary human monocytes. Thus, this study significantly contributes to our
understanding of how HCMV productively infects monocytes.

As previously mentioned, we have demonstrated that HCMV nuclear translocation
within monocytes is directed by the binding of the viral glycoproteins gB and penta-
mer complex to cell surface EGFR and b1/b3 integrins (10, 11, 13, 14). Specifically, the
engagement of these cellular receptors by HCMV, as well as the virus-induced activa-
tion of the respective PI3K/Akt and c-Src signaling cascades, drives successful intracel-
lular trafficking of the virus (10, 11). Pentamer/integrin engagement and activation are
critical for early trafficking events where virus-induced c-Src signaling prevents viral
particle sorting to late endosomes and promotes progression of HCMV from early
endosomes to the TGN, a required trafficking event to achieve nuclear translocation
(10). Additionally, gB/EGFR engagement and chronic activation of the PI3K/Akt signaling
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pathway is important for progression through all organelles associated with the HCMV
nuclear translocation pathway in monocytes (11). These post-entry trafficking events
occur in the absence of de-enveloped viral effector proteins (;2 dpi) or de novo viral
gene expression (; 2 wpi) and are thus predominantly driven by virus-induced signaling
(4, 7, 10, 11). We have shown here that Stx6 is an important factor within the nuclear
translocation pathway of HCMV in monocytes. Therefore, it is likely that these virus-
induced signaling events also manipulate Stx6 to facilitate trafficking of HCMV from early
endosomes to the TGN. Thus, the role of virus-induced signaling on Stx6 in HCMV-
infected monocytes will be assessed in future studies.

It is rare for viruses to utilize retrograde transport for entry and even rarer for envel-
oped viruses. We argue that we have at least made the initial discovery of this process
during herpesvirus infections. That is, our current findings argue that HCMV utilizes ret-
rograde trafficking machinery for post entry events prior to nuclear translocation in pri-
mary human monocytes. To our knowledge, this study may implicate HCMV as the first
enveloped virus to utilize retrograde trafficking machinery for entry.

MATERIALS ANDMETHODS
Human primary monocyte isolation. Human peripheral blood was collected via venipuncture and

dual-density gradient centrifugation as previously described and in accordance with Institutional Review
Board (H99-064) approval (65). Approval was granted by the Louisiana State University Health Shreveport
Institutional Review Board (approval no. H99-064). All Health Insurance Portability Accountability Act
guidelines were followed. Human subjects were informed of the current study as well as the potential risks
involved within the venipuncture procedure. The subjects were also informed that their informed consent
(gained prior to each blood donation) could be revoked at any time during their study participation.

FIG 9 Model: HCMV infection upregulates Stx6, which facilitates viral retrograde transport to the TGN, and
thereby nuclear translocation. HCMV infection of monocytes triggers a significant increase in Stx6 protein,
which accumulates on early endosomes. At approximately 15–45 mpi, HCMV is taken into early endosomes. A
portion of viral particles are taken into vesicles containing both EEA1 and Stx6. Overabundance of Stx6
enforces or biases retrograde transport of these virus-containing vesicles to the TGN. At the TGN, the virus-
containing endosome, laden with Stx6, can bypass retrograde transport-limiting complexes and bind directly to
cognate receptors at the TGN surface such as VAMP4. This Stx6-dependent interaction mediates membrane
fusion between the virus-carrying vesicle and the TGN. Once in the lumen of the TGN, the viral particles then
subsequently travel on to recycling endosomes and then to the nucleus where viral genome replication and
subsequent productive infection can occur. Stx6 siRNA inhibits the HCMV-driven upregulation of Stx6, which
consequently inhibits viral trafficking to the TGN – a necessary trafficking event prior to nuclear translocation in
monocytes. Image created with BioRender.com.
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Virus preparation. The HCMV strain TB40/E containing a GFP fusion to UL32 (TB40/E UL32-GFP) was
cultured using human embryonic lung (HEL) fibroblasts. The virus was harvested via ultracentrifugation
through a sorbitol cushion (20% [wt/vol]) (6, 66, 67). The virus was resuspended in Gibco RPMI 1640 and
subsequently used to infect monocytes at MOI = 5 unless stated otherwise.

Affymetrix gene array and analysis. Whole transcriptome data of HCMV-infected primary human
monocytes was generated and analyzed as previously described (45). The GEO accession information for
these data is GSE11408.

RNASeq. Primary human monocytes were cultured in 10% RPMI/human serum on tissue culture
plates coated with fibronectin. Fresh media was added every other day to prolong cell viability. Total
RNA was harvested from HCMV (TB40/E)-infected or mock-infected monocytes over the indicated time
course. RNA quality was assessed, and cytoplasmic rRNA was depleted using the Illumina HMR Ribo-
Zero rRNA removal kit. An mRNA sequencing library was prepared with the NEBNextUltra directional
library kit and the TruSeq stranded mRNA kit (Illumina). Paired end sequencing (2 � 75 cycles) was per-
formed on an Illumina NextSeq 500 obtaining over 25 � 106 reads per sample. Reads were aligned to
the annotated HCMV Lisa reference strain (GenBank accession number KF297339.1) and human genome
using STAR_2.4.2a and counted using RSEM 1.2.31. EBseq 1.2.0 was used to determine differential
expression using an false-discovery rate (FDR) of 0.05. Transcripts per million (TPM) were log 2 normal-
ized for gene level analysis.

Western blot analysis. Fibroblasts (HEL), epithelial cells (ARPE-19), and primary human monocytes
were left untreated or treated with siRNA targeting Stx6, Stx12, or a scrambled control as indicated in
the text. The cells were then subsequently infected with HCMV TB40/E UL32-GFP. Protein was harvested
over the designated time courses. Whole cell lysate was then resolved via SDS/PAGE and transferred to
polyvinylidene difluoride (PVDF) membranes. The membranes were then blocked and incubated with
primary antibodies (Stx6 [Cell Signaling], actin [Santa Cruz], or HCMV IE1 as previously described [68]).
The immunoblots were subsequently incubated with IRDye 680RD and IRDye 800CW conjugated sec-
ondary antibodies (LI-COR). Bands were detected using a LI-COR fluorescent imaging system and accom-
panying Image Studio software.

siRNA transfection. Primary human monocytes (3 � 106 per sample) were transfected with siRNA as
previously described and incubated at 37°C for 24–48 h prior to HCMV infection (14, 54, 69, 70).
Monocytes were treated with 100 nM Stx6, Stx12, and scrambled control siRNA (Sigma-Aldrich).
Transfection was performed using an Amaxa Nucleofector (Lonza).

Immunofluorescence microscopy. Primary human monocytes were plated onto coverslips coated
with fibronectin and incubated overnight (10, 11). Cells were then infected with TB40/E UL32-GFP
(MOI = 10) the following day. At each designated time point, the monocytes were fixed and permeabil-
ized. Subsequently, the fixed cells were stained with primary antibodies to detect Stx6 (Abcam), EEA1
(Cell Signaling), TGN46 (Thermo Fisher Scientific), and GFP-488 (Life Technologies). A Nikon N-SIM E
Super Resolution microscope system (100� objective) was used to capture high-resolution images.
Images were acquired in single slices (z-stacks). Each image presented in the text is a representative sin-
gle slice from a z-stack. Images were acquired using the same laser power settings. 488, 594, and 647
lasers of the super resolution system were used to visualize structures and proteins within the green,
red, and far-red channels, respectively. Nuclei were stained with Hoescht and nuclei images were cap-
tured using the widefield function of the Nikon as the super resolution component of the microscope
did not possess a laser for the blue channel. Widefield nuclear images were merged into the correspond-
ing super resolution images using the companion analysis software of the microscope. Due to pan-
demic-related supply chain issues for the SIM component of the microscope, confocal microscopy on
the same microscope system was used to capture images for Fig. 4F and G using settings similar to
those discussed above.

Entry assays. Entry assays for HCMV were performed as previously described (13, 14, 70). Primary
human monocytes were treated with Stx6, Stx12, or scrambled control siRNA for 48 h prior to infection.
Briefly, the treated cells were then cooled to 4°C for 1 h and subsequently infected on ice with HCMV
TB40/E UL32-GFP (MOI = 1) to allow viral binding, but not entry. The cells were then shifted to 37°C
(except 4°C binding controls) for 1 h to allow viral entry. Unbound virus was then washed with away
with phosphate-buffered saline (PBS). HCMV-infected monocytes were then treated with 10 mg/mL pro-
teinase K (Roche) in PBS-100 mM EDTA for 45 m on ice. DNA was subsequently isolated from the cells
using the EZNA Tissue DNA Kit (Omega Bio-Tek) and prepared for qPCR.

qPCR. Quantitative PCR was performed as previously described (10, 11, 13, 14) on isolated total cel-
lular DNA. Primers to detect cellular CRP and HCMV UL123 were used in qPCR.

Data availability. All data presented in this study in which large data sets were analyzed or reana-
lyzed are available in their entirety through submission of the data to the GEO repository (via NCBI).
RNAseq data were submitted to GEO under accession number GSE206198. Accession numbers of previ-
ously existing data sets are individually discussed in the Materials and Methods section and/or are refer-
enced for the methods employed in the generation of the data sets.
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