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Following entry of the HIV-1 core into target cells, productive infection depends on the proper disassembly of the viral capsid
(uncoating). Although much is known regarding HIV-1 entry, the actions of host cell proteins that HIV-1 utilizes during early
postentry steps are poorly understood. One such factor, transportin SR2 (TRN-SR2)/transportin 3 (TNPO3), promotes infection
by HIV-1 and some other lentiviruses, and recent studies have genetically linked TNPO3 dependence of infection to the viral
capsid protein (CA). Here we report that purified recombinant TNPO3 stimulates the uncoating of HIV-1 cores in vitro. The
stimulatory effect was reduced by RanGTP, a known ligand for transportin family members. Depletion of TNPO3 in target cells
rendered HIV-1 less susceptible to inhibition by PF74, a small-molecule HIV-1 inhibitor that induces premature uncoating. In
contrast to the case for TNPO3, addition of the CA-binding host protein cyclophilin A (CypA) inhibited HIV-1 uncoating and
reduced the stimulatory effect of TNPO3 on uncoating in vitro. In cells in which TNPO3 was depleted, HIV-1 infection was en-
hanced 4-fold by addition of cyclosporine, indicating that the requirement for TNPO3 in HIV-1 infection is modulated by
CypA-CA interactions. Although TNPO3 was localized primarily to the cytoplasm, depletion of TNPO3 from target cells inhib-
ited HIV-1 infection without reducing the accumulation of nuclear proviral DNA, suggesting that TNPO3 facilitates a stage of
the virus life cycle subsequent to nuclear entry. Our results suggest that TNPO3 and cyclophilin A facilitate HIV-1 infection by
coordinating proper uncoating of the core in target cells.

Retroviruses such as HIV-1 contain viral RNA-protein (vRNP)
complexes encased in a conical capsid shell. The capsid is

composed of a polymer of CA subunits arranged in a hexagonal
lattice (1–4). The viral core consists of the capsid and its contents.
The core is packaged in an envelope, which is required for fusion
of the virus with the cell. Upon fusion with the target cell, the core
is released into the cytosol, where it is thought to undergo an
uncoating process involving disassembly of the capsid (5), but the
spatial and temporal aspects of uncoating are poorly understood.
Recent genetic evidence suggests that uncoating occurs as early as
30 to 45 min postinfection (6, 7). Another study employed elec-
tron microscopy and detected intact cores at the nuclear mem-
brane several hours postinfection, suggesting that uncoating oc-
curs at a late stage (8). It is also presently not clear where uncoating
occurs in the cell. Some evidence suggest that uncoating takes
place in the cytoplasm (6, 9), while other evidence suggests that it
takes place at nuclear pore complexes (NPCs) (8). Nonetheless,
uncoating is tightly regulated by viral and, presumably, host cel-
lular factors (reviewed in references 10 and 11). Viral proteins
such as CA affect the process of uncoating. Mutations in CA that
alter capsid stability generally impair HIV-1 infectivity (5) sug-
gesting that optimal stability of the capsid is critical for productive
infection. Host factors may also play a role in modulating HIV-1
uncoating (reviewed in references 12 and 13).

The host protein transportin 3 (TNPO3) was identified by ge-
nome-wide screens as an HIV-1 dependency factor (14, 15).
TNPO3, a member of the importin � family of proteins, binds to
serine/arginine-rich proteins (S/R proteins) and promotes their
passage through the nuclear pore (16). Following translocation
into the nucleus, the bound protein cargo is released upon binding
of TNPO3 to RanGTP. Depletion of TNPO3 reduced HIV-1 in-

fection in both dividing and nondividing cells (17), suggesting
that an activity of TNPO3 is required for efficient infection even in
cycling cells, where the virus might access the target cell DNA
during mitosis without traversing nuclear pores. TNPO3 was also
shown to bind to the viral integrase protein (IN) and to facilitate
uptake of IN into the nucleus (17), though the relationship of IN
binding to HIV-1 infection is unclear (18). Using a panel of ret-
roviruses and HIV-1/murine leukemia virus (MLV) chimeric vi-
ruses, Krishnan et al. previously showed that TNPO3 dependency
during infection was dictated by CA and was not quantitatively
correlated with IN binding (19). This conclusion was also sup-
ported by the findings of other groups, who showed that point
mutations in CA, including E45A, Q63A/Q67A, and N74D,
among others, render HIV-1 insensitive to TNPO3 depletion (20,
21). Collectively, these results suggested that a function of the viral
capsid is modulated by TNPO3 or vice versa.

The abundant host protein cyclophilin A (CypA) binds to the
HIV-1 capsid and facilitates HIV-1 replication (22–24). Despite
considerable investigation, the mechanism by which CypA stim-
ulates replication is unknown. CypA appears to act at an early
postentry stage of the virus infection before reverse transcription
(25). It is a peptidyl-prolyl isomerase that binds to an exposed
surface loop on CA (26), and it has been shown to catalyze
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cis-trans isomerization of the Gly89-Pro90 peptide bond on the
CA protein (27, 28). Binding of CypA to CA causes nuclear mag-
netic resonance (NMR) chemical shift changes within and distal
to the CypA-binding loop, suggesting that interaction with CA
may result in conformational changes outside the CypA-binding
loop and this might facilitate disassembly of the capsid (12, 27–
30). Several other lines of evidence have also hinted at a role of
CypA in HIV-1 uncoating (12, 27–35). In accordance with this
evidence, Li et al. recently demonstrated that CypA modulates
HIV-1 uncoating depending on the target cell type (36). There is
also indirect evidence for a role of CypA in protection of the
HIV-1 capsid from a putative cell-intrinsic host restriction factor
(37–39). However, neither the identity of the putative restriction
from which CypA protects the virus nor the mechanism by which
it does this is known. Collectively, these findings are suggestive of
a direct role of CypA in modulating capsid stability; however,
there is no biochemical evidence for such an effect.

In this study, we employed biochemical and cell-based assays
to understand the mechanism of action of TNPO3 and CypA in
HIV-1 infection. We show that TNPO3 stimulates HIV-1 uncoat-
ing in vitro and stimulates the uncoating activity of a small-mole-
cule capsid-targeting compound (PF74). PF74 was less effective at
inhibiting HIV-1 infection of cells depleted of TNPO3. We also
report that recombinant CypA directly inhibits HIV-1 uncoating
in vitro. Furthermore, CypA binding to the capsid inhibited
TNPO3-induced uncoating of HIV-1 in vitro and also made the
virus more dependent on TNPO3 for infection. Our data indicate
that TNPO3 and CypA can directly modulate the stability of the
HIV-1 capsid.

MATERIALS AND METHODS
Plasmids and chemicals. CA mutants were subcloned from HIV-1 pro-
viral DNA construct R9 (40) by transfer of ApaI-SpeI or BssHII-SpeI DNA
fragments into HIV-GFP, an envelope-defective pNL4-3-based HIV-1 re-
porter virus clone encoding green fluorescent protein (GFP) in place of
Nef (41). The presence of these mutations in the final construct was con-
firmed by DNA sequencing. R9-�E-N74D was subcloned from proviral
DNA construct R9-N74D by transfer of a BssHII-SpeI DNA fragment into
the R9-�E vector (42). Plasmid pHCMV-G encodes a vesicular stomatitis
virus G (VSV-G) protein (43) under the control of the human cytomeg-
alovirus (CMV) promoter. The bacterial expression vector pGEX6P-3-
TNPO3 was previously described (19). PF74 was synthesized and purified by
the Chemical Synthesis Core, Vanderbilt Institute of Chemical Biology.
Stocks of the compound were prepared by dissolution in dimethyl sulfoxide
(DMSO) and stored at �80°C. Cyclosporine (CsA) was from Calbiochem.
psPAX2, raltegravir (RAL), and efavirenz were obtained from the NIH AIDS
Research and Reference Reagent Program.

Cells and viruses. HeLa and 293T cells were cultured in Dulbecco’s
modified Eagle’s medium (DMEM) (Cellgro) supplemented with 10%
fetal bovine serum (FBS), penicillin (50 IU/ml), and streptomycin (50
�g/ml) at 37°C with 5% CO2. Virus stocks were produced by calcium
phosphate transfection of 293T cells (44). VSV-G-pseudotyped reporter
virus particles were produced by cotransfection of 15 �g of wild-type
(WT) or mutant HIV-GFP plasmid and 5 �g of pHCMV-G plasmid
DNA. Two days after transfection, culture supernatants were harvested,
clarified by filtration through 0.45-�m-pore-size filters, and frozen into
aliquots at �80°C. The CA content of virus stocks was quantified by a
p24-specific enzyme-linked immunosorbent assay (ELISA) as previously
described (45).

Recombinant protein purification. For purification of TNPO3, BL21
cells transformed with pGEX6P3-TNPO3 were grown in 3 liters of LB
medium at 37°C to an A600 of 0.6 to 0.7. Protein was induced by culturing
in the presence of 1 mM isopropyl-thio-�-D-galactopyranoside (IPTG)

for 4 h. Bacteria were collected by centrifugation, resuspended in cold lysis
buffer (150 mM NaCl, 1 mM EDTA, 1 mM dithiothreitol [DTT], 50 mM
Tris-HCl, pH 7.4), and lysed with a French press (1,200 lb/in2 pressure, 2
passes) followed by sonication (20% amplitude, 4 pulses of 15 s each) to
shear bacterial DNA. The concentration of NaCl was adjusted to 500 mM,
and the extract was clarified by centrifugation at 23,000 � g for 30 min at
4°C. The supernatant was incubated with 1.4 ml of a 50% slurry of gluta-
thione-Sepharose beads (GE Healthcare) for 3 h at 4°C. After washing
with an excess of lysis buffer, the beads were incubated with 60 U of
PreScission protease (GE Healthcare) at 4°C for 16 to 24 h to remove the
glutathione S-transferase (GST) tag. The beads were then pelleted, and the
supernatant containing TNPO3 was collected. Beads were washed twice
with lysis buffer containing 0.5 M NaCl, and the supernatants containing
TNPO3 were collected. Fractions containing TNPO3 were pooled, and
aliquots were flash-frozen in liquid N2 and stored at �80°C.

For purification of CypA, the CypA gene was amplified and ligated
into pET21 vector DNA. Ros2(DE3) cells were transformed with pET21-
CypA and grown in LB medium at 37°C to an A600 of 0.6 to 0.8. Proteins
were induced with 1 mM IPTG at 18°C for 16 h. Cells were lysed by
sonication in a buffer containing 25 mM sodium phosphate, pH 7.5. After
centrifugation at 100,000 � g for 1 h, the supernatant was loaded onto a
10-ml HiTrap QP (GE Healthcare) column. Fractions containing CypA
(flowthrough) were pooled, and the pH of the solution was adjusted to 5.5
with acetic acid. After centrifugation, the supernatant was loaded onto a
5-ml HiTrap SP (GE Healthcare) column and eluted using a 0 to 1 M NaCl
gradient. Aggregates were removed with a Superdex 200 26/60 (GE
Healthcare) gel filtration column equilibrated with a buffer containing 25
mM sodium phosphate (pH 6.5), 100 mM NaCl, 1 mM DTT, and 0.02%
sodium azide.

For expression and purification of RanQ69L, BL21 transformed with
pQE32-6�His-RanQ69L (46) was cultured at 28°C until the A600 was
�0.5. Protein expression was induced by culturing in the presence of 1
mM IPTG for 4 h at 28°C. Cells that were pelleted at 6,300 � g for 10 to 15
min at 4°C were resuspended in 25 ml cold buffer A (50 mM HEPES [pH
7.0], 5 mM MgCl2, 100 mM NaCl, 5 mM DTT, 2 mM phenylmethylsul-
fonyl fluoride [PMSF]). Bacterial cells were lysed by sonication, and the
lysate was clarified by ultracentrifugation at 50,000 � g for 3 h at 4°C.
Clarified lysate was incubated with 1 ml of Ni-nitrilotriacetic acid (NTA)
agarose beads equilibrated with buffer A containing 25 mM imidazole for
3 h at 4°C. The slurry was loaded onto a 2-ml column under gravity,
washed 30 to 40 times with buffer A containing 25 mM imidazole, and
eluted with 10� buffer A containing 200 mM imidazole. The eluate was
applied to an SP Sepharose column (GE Healthcare) and eluted using a 0
to 1 M NaCl gradient. Peak fractions were pooled, concentrated, and
further purified using an S200 Superdex gel filtration column (GE Health-
care) equilibrated with buffer D (20 mM HEPES [pH 7.0], 5 mM MgCl2,
100 mM NaCl, 5 mM DTT, 2 mM PMSF, 5% glycerol). Eluates were
pooled, concentrated, aliquoted, and stored at �80°C. To charge H6-
RanQ69L with GTP, 250 �g of H6-RanQ69L was incubated with 100 mM
GTP at 4°C for 4 h. Unbound GTP was removed using P6 Biogel (Bio-
Rad).

shRNA-mediated depletion of cellular TNPO3. A Mission short hair-
pin RNA (shRNA) lentiviral vector (Sigma, no. TRCN0000038331; hair-
pin sequence, CCGGCGGCGCACAGAAATTA-TAGAACTCGAGTTCT
ATAATTTCTGTGCGCCGTTTTTG) was used to deplete TNPO3 in
HeLa cells. The vector plasmid was cotransfected into 293T cells with
pHCMV-G and psPAX2 (47) to produce lentiviral vector particles. The
resulting viral particles were used to transduce HeLa cells, and stable pop-
ulations of transduced cells were selected by culturing in puromycin (2
�g/ml) for 1 week prior to use in HIV-1 infection assays. TNPO3 deple-
tion was confirmed by immunoblotting of whole-cell lysates. As an addi-
tional control, Mission pLKO.1-puro empty shRNA lentiviral vector
(SHC001), used to transduce HeLa cells, was packaged as described above.
During initial experiments, we observed that the selected cell populations
gradually regained TNPO3 expression over several weeks. Therefore, the
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stable cells were cultured only briefly after selection, and multiple vials
were cryopreserved. For each experiment, a new vial of cells was thawed
and cultured for only a few days to help ensure that TNPO3 remained
depleted.

Viral infectivity assays. HeLa cells stably depleted of TNPO3 and
control cells were plated at a density of 20,000 cells/well in 24-well plates.
The next day, wild-type and mutant HIV-GFP viruses were titrated on the
cells in the presence of Polybrene (8 �g/ml). In experiments with PF74,
the compound was added to the cells at the same time as the virus. Twenty-
four hours after transduction, the cells were supplemented with 1 ml of addi-
tional medium and cultured for another 24 h. Cells were then detached with
trypsin, fixed in 2% paraformaldehyde, and analyzed for GFP expression
with an Accuri C6 flow cytometer. The data presented as single values are
within the linear range of the dose-titration curve.

Isolation of HIV-1 cores. Cores were isolated from concentrated vi-
rions as described previously (48). Briefly, virus supernatants from trans-
fected 293T cells were concentrated by centrifugation at 32,000 rpm at 4°C
(175,000 � g at rmax) for 3 h. The pelleted viral particles were resuspended
in 300 �l of 1� STE buffer (10 mM Tris-HCl [pH 7.4], 100 mM NaCl, and
1 mM EDTA) and incubated at 4°C for 2 to 4 h. The concentrated virions
were then ultracentrifuged at 32,000 rpm (187,000 � g for 16 h at 4°C)
through a 30 to 70% sucrose gradient overlaid with 1% Triton X-100.
Fractions (1 ml) were collected from the top to the bottom of the sucrose
gradient, and the fractions containing cores were identified by quantifying
the CA content of the fractions by p24 ELISA. Core-associated CA was
computed as quantity of CA in the core-containing fractions of the gra-
dient as a percentage of the total CA in the gradient.

HIV-1 uncoating assay. Samples of purified wild-type and mutant
HIV-1 cores (50 �l) were diluted in 1� STE buffer (pH 7.4) (200 �l)
containing bovine serum albumin (10 �g/ml) without or with recombi-
nant proteins. The cores were then incubated at 37°C for indicated times,
followed by ultracentrifugation at 125,000 � g at rmax (Beckman TLA-55
rotor at 45,000 rpm) for 20 min at 4°C. Supernatants were removed, and
pellets were dissolved in sample diluent (10% donor calf serum and 0.5%
Triton X-100 in phosphate-buffered saline [PBS]). The CA contents of
supernatants and pellets were determined by p24 ELISA. The extent of
uncoating was determined as the fraction of the total CA present in the
supernatant. In some experiments PF74, dissolved in DMSO, was also
added to the uncoating reaction mixture.

In experiments involving recombinant RanGTP protein, TNPO3
(0.75 �M) and RanQ69LGTP (1 �M) were preincubated either alone or
together at 4°C for 15 min followed by 37°C for 15 min. The cores were
then added, followed by further incubation at 37°C for 45 min. The extent
of uncoating was determined as described above.

Cell fractionation and quantitative analysis of HIV-1 reverse tran-
scription in target cells. One day prior to infection, HeLa cells (150,000
per well) were plated in 12-well plates. Viruses were treated with 20 �g/ml
DNase I and 10 mM MgCl2 at 37°C for 1 h to remove contaminating
plasmid DNA. VSV-G-pseudotyped virus inocula equivalent to 15 ng of
p24 were used to infect cells in the presence or absence of HIV-1 integrase
inhibitor (raltegravir; 1 �M). Parallel infections were performed in the
presence of efavirenz (1 �M) to define the residual plasmid DNA levels
carried over from transfection. At 7 h or 24 h postinfection, cells were
harvested with 0.25% trypsin. Trypsin was deactivated by addition of
DMEM containing 10% FBS. Cells were pelleted by centrifugation at 300
� g for 5 min. Pellets were resuspended in 200 �l of PBS, and DNA was
isolated using a DNeasy kit (Qiagen) according to the manufacturer’s
protocol. For quantification of viral DNA in the nucleus, cell pellets were
lysed in buffer A (10 mM Tris [pH 8.0], 1.5 mM MgCl2, 10 mM KCl, 1 mM
DTT, protease inhibitors) containing 0.1% Triton X-100 by incubation at
4°C for 15 min. Supernatants containing cytoplasmic fractions were dis-
carded and the nuclear pellets were used to isolate DNA using a DNeasy
kit. In parallel, whole-cell, cytoplasmic, and nuclear lysates were prepared
from uninfected cells to check for cytoplasmic contamination of nuclear
fractions and to study the subcellular localization of TNPO3. To prepare

whole-cell lysates, cells were lysed in radioimmunoprecipitation assay
buffer (50 mM Tris [pH 7.5], 1% Triton X-100, 250 mM NaCl, 5 mM
EDTA, 0.1% SDS, 1% sodium deoxycholate, protease inhibitors); cyto-
plasmic lysates were prepared as described above, and nuclear lysates were
prepared by isolating nuclei as described above and lysing them in SDS-
PAGE sample buffer. Blots of whole-cell and nuclear lysates were probed
with rabbit polyclonal anti-glyceraldehyde-3-phosphate dehydrogenase
(anti-GAPDH) (Santa Cruz Biotechnology) and mouse monoclonal anti-
Lamin B1 (Zymed) antibody, respectively. Blots were also probed for
TNPO3 using mouse monoclonal anti-TNPO3 (Genway).

Viral DNA was quantified by real-time PCR using an MX-3000p ther-
mocycler (Stratagene) utilizing SYBR green chemistry (ABI). Late reverse
transcription (LRT) products (U5-Gag) were detected using the forward
primer MH531 (5=-TGTGTGCCCGTCTGTTGTGT-3=) and reverse
primer MH532 (5=-GAGTCCTGCGTCGAGAGAGC-3=) (49). 2-LTR
circles were detected using the forward primer MH535 (5=-AACTAGGG
AACCCACTGCTTAAG-3=) and reverse primer MH536 (5=-TCCACAG
ATCAAGGATATCTTGTC-3=).

Immunoblotting analysis. Cells were lysed with radioimmunopre-
cipitation assay buffer. Proteins were separated on 4 to 20% polyacryl-
amide gradient Tris-glycine gels (Bio-Rad) and were transferred onto ni-
trocellulose membranes (GE Healthcare), and membranes were blocked
with 5% nonfat milk. The membranes were probed with mouse poly-
clonal anti-TNPO3 antibody (Genway) and rabbit polyclonal anti-
GAPDH antibody (Santa Cruz Biotechnology). After washing four times
with PBS containing 0.1% Tween 20 for 10 min, the membranes were
probed with appropriate species-specific Alexa Fluor 680-conjugated
secondary antibodies (Pierce). Protein bands were visualized using the
Odyssey infrared imaging system (Li-Cor) and quantified using the in-
strument software.

Statistical analysis. The effect of TNPO3 concentration on the un-
coating of purified wild-type and mutant HIV-1 cores was evaluated using
a dose-response analysis based on mixed-effects nonlinear regression. Re-
gression coefficients were summarized using 95% confidence intervals
(CI). Tests having P values of less than 0.05 and confidence intervals that
failed to include the appropriate null value (e.g., zero) were considered
statistically significant. The type of interaction between TNPO3 and PF74
as well as TNPO3 and CypA in their effect on viral uncoating was evalu-
ated using mixed-effects nonlinear regression. An interaction factor was
obtained, and regression coefficients were summarized using 95% CI.
Tests having P values of less than 0.05 and confidence intervals that failed
to include the appropriate null value (zero) were considered statistically
significant. Other statistical analyses were performed with Student’s two-
sided t test.

RESULTS
Point mutations in CA modulate HIV-1 dependence on TNPO3
for infection. To examine the role of CA in TNPO3 dependence of
HIV-1 infection, HIV-1– eGFP reporter viruses encoding CA mu-
tations were pseudotyped with VSV-G and titrated on HeLa cells
stably depleted of TNPO3 (sh-TNPO3) (Fig. 1A), empty-vector-
transduced HeLa (sh-empty), and untransduced HeLa cells.
HIV-1 infection was measured by flow cytometric analysis of GFP
expression. As previously observed (14, 17, 19, 21, 50, 51), infec-
tion by wild-type HIV-1 was markedly (10- to 20-fold) reduced in
TNPO3-depleted cells (Fig. 1B). Consistent with previous reports
(20, 21), infection by the N74D CA mutant virus was not affected
by TNPO3 depletion (Fig. 1B). Consistent with other studies (20,
51, 52), but contrary to one report (53), we observed an equivalent
reduction in TNPO3 dependence of the N74D mutant bearing the
HIV-1 envelope glycoproteins (data not shown).

We also analyzed the TNPO3 dependence of several CA mu-
tants. The mutants selected for analysis have mutations distrib-
uted across the surface of CA. Several of these mutants exhibit
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deviations from wild-type capsid stability: P38A, Q63A/Q67A,
and K203A particles contain unstable capsids (5), while E45A and
E213A contain hyperstable capsids (5, 54, 55). The HIV-1 mutant
“5mut” encodes five amino acid substitutions (Q67H, K70R,
H87P, T107N, and L111I) in CA and was isolated by selection for
resistance to the small-molecule HIV-1 inhibitor PF74 (56, 57).
The infectivity of 5mut virus was not affected by TNPO3 depletion
(Fig. 1C). Because 5mut contains 5 individual substitutions, we
also tested HIV-1 mutants encoding each single substitution for
TNPO3 dependence. Infection by the T107N mutant was not af-
fected by depletion of TNPO3, while infection by the Q67H,
K70R, and L111I mutants was partially reduced (Fig. 1C). In con-
trast, infection by the H87P mutant was reduced in TNPO3-de-
pleted cells to an extent equivalent to that of the wild type.

Next, we tested a panel of mutants (Q4A, G116A, T119A,
N139A, R143A, and P207A) which exhibit minimal impairment
in infectivity and yield cores with intrinsic stability similar to that
of the wild-type cores (58). Like the wild-type virus, the Q4A,
G116A, T119A, R143A, and P207A mutants were dependent on
TNPO3 for infection. N139A was partially dependent on TNPO3.
Among other mutants, P38A and E213A were partially dependent
on TNPO3 for infection, while K203A was not affected by TNPO3
depletion. (Fig. 1C). Consistent with previous reports (20, 21),

infection by the E45A and Q63A/Q67A mutants, which exhibit
altered kinetics of uncoating, was not affected by TNPO3 deple-
tion. We recently identified a second-site suppressor mutation,
R132T, that partially relieves the infectivity impairment exhibited
by E45A (55). Infection by the E45A/R132T double mutant exhib-
ited TNPO3 dependence between those of E45A and the wild type
(Fig. 1C). This result suggests that the second-site suppressor mu-
tant corrects an uncoating defect associated with E45A and con-
comitantly restores TNPO3 dependence of infection.

When visualized on the structural model of monomeric CA
lattice, the CA substitutions that reduce the TNPO3 dependence
of HIV-1 infection do not appear to localize to a specific region of
CA (Fig. 1D). Thus, it would appear that the effects of the muta-
tions are not readily explained by alteration of a specific binding
surface on CA. Interestingly, many of the TNPO3-independent
mutants have altered intrinsic capsid stability, suggesting a poten-
tial link between HIV-1 capsid stability and TNPO3 requirement
for infection.

TNPO3 stimulates the uncoating of isolated HIV-1 cores in
vitro. Several of the HIV-1 CA mutations (E45A, Q63A/Q67A,
and 5mut) that rendered HIV-1 less sensitive to TNPO3 depletion
also alter the intrinsic biochemical stability of the viral capsid (5,
57), suggesting a possible link between HIV-1 uncoating and

FIG 1 Effects of CA substitutions on TNPO3 dependency of HIV-1 infection. (A) Quantitative immunoblot analysis of TNPO3-depleted HeLa cells. Cell extracts
were immunoblotted with anti-TNPO3 and anti-GAPDH antibodies. Shown under each lane is the ratio of TNPO3 intensity to GAPDH intensity. (B) GFP
reporter viruses were titrated on HeLa, sh-empty, and sh-TNPO3 cells. The percentage of GFP-positive cells is shown for each input viral dose (ng of p24). The
data are representative of two independent experiments. (C) Control and TNPO3-depleted cells were challenged with CA mutant GFP reporter viruses. At 48 h,
the percentage of GFP-positive cells was determined as a measure of infectivity. The ratio of infection of TNPO3-depleted relative to control cells is shown. Error
bars represent the range of values from two independent experiments. Unfilled bars represent TNPO3-dependent viruses, black bars represent TNPO3-
independent mutants, and gray bars represent partially TNPO3-dependent mutants. (D) Location of CA amino acid residues important for TNPO3 dependence
of HIV-1 on the structural model of CA monomer extracted from the hexameric structure (Protein Data Bank [PDB] no. 3H4E). CA substitutions that do not
alter TNPO3 dependence are shown in yellow, those that partially alter it are in orange, and those that completely alter it are in red.
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TNPO3 function in HIV-1 infection. Therefore, we asked whether
TNPO3 affects uncoating of purified HIV-1 cores in vitro. The
extent of uncoating was determined by quantifying the fraction of
the CA protein that dissociated from the cores during incubation.
As previously reported (5), incubation of HIV-1 cores at 37°C led
to shedding of the CA protein (Fig. 2A). Addition of recombinant
TNPO3 at concentrations of up to 1 �M stimulated the uncoating
reaction in a dose-dependent manner. To test the specificity of this
effect, we purified cores from N74D virions, which are indepen-
dent of TNPO3. Cores purified from N74D virions exhibited lev-
els of core-associated CA similar to those of the cores from wild-
type virions (Fig. 2B). To further examine the effects of the N74D
substitution on capsid stability, the purified cores were incubated
at 37°C for various periods, and the extent of uncoating was quan-
tified. The rate of N74D uncoating in vitro was similar to that of
the wild type (Fig. 2C). Collectively, these results indicate that the

N74D mutation does not alter the intrinsic stability of the HIV-1
capsid. Relative to that of wild-type cores, uncoating of N74D
cores appeared to be less responsive to stimulation by TNPO3 in
vitro (Fig. 2D). Results from mixed-effects nonlinear regression
indicated that the maximum percent uncoating (Emax) achievable
through TNP03 was 61.7 (95% CI, 55.4 to 68.0) and 38.8 (95% CI,
31.9 to 45.6) for wild-type and N74D viruses, respectively. Hence,
the maximum percent uncoating for N74D was 22.9 (95% CI, 13.6
to 32.3), less than that for the wild-type virus. The differences
between the dose-response curves for WT and N74D were statis-
tically significant (P � 0.001), indicating that the uncoating of
wild-type cores by TNPO3 was greater than that of the N74D
mutant cores. Thus, the N74D mutation was less responsive to
TNPO3 in vitro. These results indicate that TNPO3 stimulates
HIV-1 uncoating in vitro and that the effect is reduced by the
N74D substitution.

FIG 2 TNPO3 stimulates HIV-1 uncoating in vitro. (A) Purified HIV-1 cores were incubated at 37°C for 30 min in the absence or presence of the indicated
concentrations of recombinant TNPO3. After incubation, the extent of uncoating was determined as the fraction of the total CA in the supernatant. Shown are
the means � standard errors of the means (SEM) from three independent experiments performed in duplicate. Asterisks above the bars indicate statistically
significant differences in uncoating values in the absence or presence of the indicated TNPO3 concentrations. *, P � 0.05; **, P � 0.01. (B) The N74D substitution
does not alter the intrinsic stability of the HIV-1 capsid. Cores from wild-type and N74D mutant HIV-1 particles were isolated by sucrose gradient centrifugation.
The level of core-associated CA was determined from the CA contents of core-containing fractions as a percentage of total CA protein in the gradient. Shown are
the means � SEM from three separate experiments. (C) The N74D substitution does not affect HIV-1 uncoating in vitro. Wild-type and N74D cores were
incubated at 37°C, and the extent of uncoating was quantified at each time point. Shown are the means � SEM from two independent experiments performed
in duplicate. (D) TNPO3 potently stimulates the uncoating of wild-type HIV-1 cores. Wild-type and N74D mutant cores were incubated at 37°C for 35 min in
the absence or presence of the indicated concentrations of TNPO3, and the extent of uncoating was determined. Shown are the means � SD from five
independent experiments performed in duplicate. (E) RanQ69LGTP inhibits the ability of TNPO3 to stimulate uncoating of wild-type cores. Purified cores were
incubated at 37°C for 45 min in the absence or presence of the indicated recombinant proteins, and the extent of uncoating was determined. Shown are means �
SEM from three independent experiments performed in duplicate. **, P � 0.01.
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RanGTP is a cofactor for nuclear import mediated by importin
� family members (reviewed in reference 59) and was recently
shown to enhance binding of TNPO3 to HIV-1 CA (51). There-
fore, we asked whether addition of RanGTP to TNPO3 modulates
HIV-1 uncoating activity. The point mutation Q69L dramatically
reduces the GTPase activity of Ran by several orders of magnitude,
thereby effectively locking the protein into the GTP-bound state
(60). Purified RanQ69L protein was charged with GTP, and in
vitro uncoating assays were performed using purified HIV-1 cores
with recombinant TNPO3 in the absence or presence of
RanQ69LGTP. Preincubation of TNPO3 with RanQ69LGTP sig-
nificantly decreased TNPO3-induced uncoating (Fig. 2E). Addi-
tion of RanQ69LGTP in the absence of TNPO3 had no significant
effect on uncoating of HIV-1 cores. Thus, RanGTP specifically
inhibited the ability of TNPO3 to stimulate the uncoating of
HIV-1 cores.

TNPO3 potentiates the antiviral activity of a small-molecule
antiviral compound that induces premature HIV-1 uncoating.
The small molecule PF74 inhibits HIV-1 infection by binding to
the viral capsid, resulting in premature uncoating (57). PF74 po-
tently stimulates the uncoating of HIV-1 cores in vitro and in
target cells, thereby representing a potentially useful pharmaco-
logic probe for studies of HIV-1 uncoating. To examine the po-
tential effects of TNPO3 on HIV-1 uncoating in target cells, we
asked whether depletion of TNPO3 would alter the sensitivity of
HIV-1 infection to inhibition by PF74. We challenged control and
TNPO3-depleted cells with HIV-1 in the presence of various con-
centrations of PF74. PF74 inhibited HIV-1 infection of control
cells with a 50% inhibitory concentration (IC50) of approximately
0.15 �M, consistent with previous observations (56) (Fig. 3A). In
TNPO3-depleted cells, the sensitivity of HIV-1 to PF74 was al-
tered, albeit in an unusual manner: at lower concentrations, the
curve was shifted slightly to the right, and at higher concentrations
we reproducibly observed a reversal in the inhibition curve. Rela-
tive to wild-type HIV-1, the N74D mutant exhibited a 7-fold de-
crease in sensitivity to PF74 in HeLa cells (IC50 	 1.10 �M). More-
over, its sensitivity to PF74 was not affected by TNPO3 depletion
(Fig. 3A). Similar to the case for N74D, other TNPO3-indepen-
dent mutants, i.e., E45A, Q63A/Q67A, and 5mut, were equally
sensitive to PF74 in control and TNPO3-depleted cells (Fig. 3B).
Relative to wild-type HIV-1, the second-site suppressor mutation
R132T, which partially restored TNPO3 dependence of E45A,
rendered this mutant moderately less sensitive to PF74 in TNPO3-
depleted cells than in control cells. Mutants P38A and E213A,
which are partially dependent on TNPO3 for infection, had inter-
mediate reductions in sensitivity to PF74 in TNPO3-depleted
cells. Thus, TNPO3 sensitizes HIV-1 to inhibition by PF74, and
this effect is correlated with the dependence of HIV-1 infection on
TNPO3.

To further examine the interplay between PF74 and TNPO3,
we quantified the effect of TNPO3 on PF74-induced uncoating in
vitro. TNPO3 stimulated the uncoating of cores by �2.5-fold (Fig.
4). A subinhibitory concentration of PF74 (0.02 �M) alone did
not stimulate uncoating, but addition of TNPO3 increased un-
coating by �3.5-fold (Fig. 4). A similar effect was observed at a
higher concentration of PF74, with 1.5-fold and 5-fold increases
over basal uncoating with PF74 alone and PF74 plus TNPO3, re-
spectively. In sharp contrast, PF74 and TNPO3 effects on uncoat-
ing of N74D mutant cores were additive (Fig. 4). Results from
mixed-effects nonlinear regression indicated a synergistic interac-

FIG 3 TNPO3 sensitizes HIV-1 to inhibition by PF74. (A) Cells were in-
oculated with wild-type or N74D mutant HIV-GFP reporter particles in
the presence of the indicated concentrations of PF74. The extent of infec-
tion was determined 48 h later by quantifying GFP-positive cells. The re-
sults were normalized to the corresponding infections performed in the
absence of PF74. Normalized values are represented as means � SEM from
four independent experiments performed in duplicate. Asterisks above
each point represent the difference between sh-empty and sh-TNPO3 val-
ues at that particular concentration of PF74. *, P � 0.05; **, P � 0.01. (B)
Analysis of additional HIV-1 CA mutants for the effects of TNPO3 deple-
tion on sensitivity to inhibition by PF74. Data represent means � SEM
from three independent experiments performed in duplicate.
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tion between TNPO3 and PF74 for the wild-type virus. For each
micromolar increase in the concentration of PF74, the percent
HIV-1 uncoating increased by 70.44 (95% CI, 40.06 to 100.82) per
micromolar of TNPO3. The interaction between TNPO3 and
PF74 (interaction effect) was not significant for N74D: 12.88 (95%
CI, �25.11 to 50.86). The difference in the interaction effect for
the wild type versus N74D was significant: 57.57 (95% CI, 6.22 to
108.91). Taken together, these data demonstrate that TNPO3 sen-
sitizes HIV-1 to the antiviral activity of PF74 during infection and
that TNPO3 potentiates HIV-1 uncoating induced by PF74 in
vitro.

TNPO3 is required at a post-nuclear entry stage of HIV-1.
Initial studies of TNPO3-depleted cells revealed a block to HIV-1
infection at nuclear entry (15, 17, 50), yet contradictory findings
have been reported (20, 51). To confirm which step of the HIV-1
life cycle is affected by depletion of TNPO3, we used quantitative
PCR (qPCR) to determine the extent of reverse transcription fol-

lowing infection of cells with either wild-type or N74D mutant
virus. In agreement with previous studies (14, 17, 20, 50, 51), we
detected no difference in the amount of the late reverse transcrip-
tion (LRT) products synthesized in sh-empty and sh-TNPO3 cells
at both 7 and 24 h postinfection (Fig. 5A), confirming that HIV-1
reverse transcription is not dependent on TNPO3. As an initial
approach to test the efficiency of HIV-1 nuclear entry in TNPO3-
depleted cells, we quantified the levels of 2-LTR circles that accu-
mulated in the presence or absence of an integrase inhibitor, ralte-
gravir (RAL). Comparable levels of 2-LTR circles accumulated in
sh-empty and sh-TNPO3 cells inoculated with wild-type and
N74D HIV-1 (Fig. 5B), suggesting that HIV-1 nuclear entry is not
affected by TNPO3 depletion. Inclusion of RAL during infection
resulted in a 4-fold increase in accumulation of 2-LTR circles for
both wild-type and N74D HIV-1 in control cells at 24 h, as ex-
pected. However, RAL did not produce an increase in wild-type
2-LTR circles in sh-TNPO3 cells, nor did they accumulate to the
level observed in RAL-treated control cells. The lack of an effect of
RAL on the wild-type virus in sh-TNPO3 cells suggested that
HIV-1 is impaired for integration in these cells; however, the de-
creased accumulation relative to that in control cells suggested the
possibility of an additional impairment in nuclear entry or in the
formation or stability of 2-LTR circles.

While 2-LTR circles are often relied upon as a measure of
HIV-1 entry into the nucleus, it is conceivable that perturbation of
nuclear host factors such as TNPO3 might also directly alter
2-LTR circle formation or stability once the viral DNA has entered
the nucleus. To more directly assess the effect of TNPO3 on HIV-1
nuclear entry, we purified nuclei from control and TNPO3-de-
pleted cells inoculated with wild-type virus. Nuclear DNA was
extracted and assayed for LRT products by qPCR. The quality of

FIG 4 TNPO3 potentiates HIV-1 uncoating induced by PF74 in vitro. HIV-1
cores were incubated at 37°C for 45 min in the presence or absence of TNPO3
and PF74, and the extent of uncoating was quantified. Shown are the means �
SEM from three independent experiments performed in duplicate. The dashed
lines represent basal uncoating in the absence of PF74 and TNPO3.

FIG 5 TNPO3 depletion affects a step in HIV-1 infection after nuclear entry. (A and B) Cells were challenged with wild-type or N74D virus in the presence or
absence of raltegravir. DNA was isolated from these cells at 7 and 24 h postinfection, followed by quantification of total viral DNA (A) and 2-LTR circles (B) by
qPCR. The data represent means � SEM from three independent experiments. (C) Immunoblot analysis was performed to ensure the integrity of subcellular
fractionation by using a cytoplasmic protein, GAPDH, and a nuclear protein, lamin B1. (D) Infection was performed as for panels A and B, and cells were lysed
and fractionated into cytoplasmic and nuclear fractions at 7 h and 24 h postinfection. Total viral DNA in the nuclear fractions was quantified by qPCR. Data
represents means � SEM from two separate experiments. (E) Whole-cell (Total), cytoplasmic (cyto), and nuclear (Nuc) lysates were resolved by SDS-PAGE and
immunoblotted for TNPO3. GAPDH and lamin B1 were used as markers to ensure the integrity of subcellular fractionation. The right panel shows the
quantitative distribution of TNPO3 in cytoplasmic and nuclear fractions of sh-empty and sh-TNPO3 cells. Data represents means � standard deviations (SD)
from three independent experiments.
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fractionation was confirmed by preparing whole-cell or nuclear
lysates from same number of cells and determining the relative
quantities of GAPDH (a cytoplasmic protein) in relation to lamin
B1 (a nuclear protein) in these lysates (Fig. 5C). We observed that
similar levels of LRT products were present in nuclear fractions
from sh-empty and sh-TNPO3 cells, indicating that TNPO3 de-
pletion did not affect the levels of total nuclear HIV-1 DNA. Be-
cause TNPO3 did not affect the levels of LRT or nuclear HIV-1
DNA (Fig. 5D), we conclude that HIV-1 efficiently enters the nu-
cleus in TNPO3-depleted cells but is impaired for integration (14,
20, 51). Furthermore, the impairment in accumulation of 2-LTR
circles in TNPO3-depleted cells in the presence of RAL suggests
that TNPO3 depletion results in decreased efficiency of 2-LTR
circle formation and/or stability. This effect of RAL was not ob-
served with the N74D mutant. Our observations are consistent
with the recent findings of Valle-Casuso et al. (61) as well as De
Iaco and Luban (20), who also concluded that TNPO3 is not re-
quired for HIV-1 entry into the nucleus.

To study the subcellular distribution of TNPO3 in the cells, we
analyzed cytoplasmic, nuclear, and whole-cell lysates for TNPO3
by Western blotting. Analysis of the band intensities demon-
strated that approximately 95% of TNPO3 was present in the cy-
toplasmic fraction (Fig. 5E). These results are in accord with the
recent report of Valle-Casuso et al. (61). We conclude that TNPO3
is localized primarily to the cytoplasm of HeLa cells. TNPO3 con-
tinuously shuttles between the cytoplasm and nucleus, and a pre-
dominant localization in the cytoplasm might simply be due to a
higher retention time in the cytoplasm upon binding to its car-
goes.

Cyclophilin A stabilizes the HIV-1 capsid and antagonizes
TNPO3 acceleration of uncoating in vitro. The host protein cy-
clophilin A (CypA) enhances HIV-1 infection by a poorly under-
stood mechanism. CypA binds to the viral capsid following cell
entry. Mutations in CA, including the G89V substitution, lower
CypA binding affinity and reduce viral infectivity. A recent study
demonstrated that depending on the target cell type, the binding
of CypA either stabilizes or destabilizes the HIV-1 capsid in the
cells (36). However, biochemical evidence for a direct action of
CypA on HIV-1 capsid stability is lacking. Therefore, we tested the
effects of recombinant CypA on uncoating of purified HIV-1
cores in vitro. CypA inhibited uncoating of wild-type cores in a
dose-dependent manner, with an �50% reduction at a concen-
tration of 40 �M (Fig. 6A). This potency is within the range to be
physiologically relevant, as the reported affinity of CypA for CA is
18 �M (62), and intracellular concentrations of CypA are typically
around 20 �M (63, 64). In contrast, CypA did not alter the un-
coating of G89V mutant cores (Fig. 6A), demonstrating that the
effect of CypA on uncoating requires binding to CA.

These data indicate that CypA and TNPO3 exhibit opposing
effects on HIV-1 uncoating in vitro. Therefore, we examined the
effects of both CypA and TNPO3 on the uncoating of HIV-1 cores.
Under the specific conditions used, TNPO3 stimulated uncoating
of wild-type cores by �100%, while CypA reduced the extent of
HIV-1 uncoating by 20% (Fig. 6B). Addition of CypA decreased
TNPO3-induced uncoating by �80%. As expected, TNPO3-in-
duced uncoating of G89V cores was not much affected by CypA
addition (Fig. 6B). Results from mixed-effects nonlinear regres-
sion presented strong evidence for an antagonistic interaction be-

FIG 6 Cyclophilin A stabilizes HIV-1 cores and inhibits TNPO3-enhanced uncoating. (A) Wild-type and G89V cores were incubated at 37°C for 60 min in the
presence or absence of the indicated concentrations of cyclophilin A. Following incubation, the extent of uncoating was determined. Shown are the means � SEM
from two independent experiments performed in duplicate. Asterisks above the bars indicate differences in uncoating in the absence or presence of the indicated
concentration of cyclophilin A. *, P � 0.05; **, P � 0.01. (B) Uncoating of HIV-1 cores was assayed in the presence or absence of the indicated recombinant
proteins (TNPO3 [1 �M] or CypA [20 �M]). Shown are the means � SEM from three independent experiments performed in duplicate. (C and D) Cells were
infected with wild-type (C and D), N74D mutant (C), or G89V mutant (D) particles, and the extent of infection was quantified by flow cytometry for GFP
expression. Results are expressed as means � SEM from three independent experiments. Asterisks indicate differences between the fold changes in infectivity in
control versus sh-TNPO3 cells. *, P � 0.05.
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tween TNPO3 and CypA for the wild-type virus. The evidence was
weaker for the G89V virus. For each micromolar increase in the
concentration of CypA, the percent uncoating of HIV-1 cores de-
creased by �0.34 (95% CI, �0.57 to �0.12) per micromolar of
TNPO3. The antagonistic interaction between TNPO3 and CypA
was borderline significant for G89V cores: �0.26 (95% CI, �0.53
to 0.011). To determine the effects of interplay between TNPO3
and CypA on HIV-1 infection, we inoculated control and
TNPO3-depleted cells with wild-type or N74D virus in the pres-
ence or absence of CsA (5 �M), an inhibitor that prevents binding
of CypA to CA. Infection by wild-type HIV-1 was 13-fold lower in
TNPO3-depleted cells than in control cells (Fig. 6C). However, in
the presence of CsA, the decrease in infectivity was only 7.5-fold.
Furthermore, infectivity of G89V was reduced by 3-fold in
TNPO3-depleted cells, in contrast to the 13-fold reduction ob-
served for the wild type (Fig. 6D). Viewed another way, addition of
CsA markedly stimulated HIV-1 infection of TNPO3-depleted
cells. Collectively, our results demonstrate that binding of CypA to
CA stabilizes HIV-1 cores in vitro and increases the requirement
for TNPO3 in HIV-1 infection.

DISCUSSION

In the present study, we demonstrate that TNPO3 stimulates un-
coating of purified HIV-1 cores in vitro. The point mutation
N74D in CA, which renders the virus independent of TNPO3,
reduced the effect of TNPO3 on HIV-1 uncoating in vitro.
RanGTP, a regulator of nucleocytoplasmic transport, inhibited
the ability of TNPO3 to stimulate uncoating of HIV-1 cores.
RanGTP acts as a molecular switch during nucleocytoplasmic
transport. After nuclear import of the importin-cargo complex,
RanGTP associates with the Ran-binding domain of the importin.
This process triggers a conformational change in importin and
subsequently relieves the interaction between importin and cargo
by reducing the affinity of the latter to the cargo-binding domain
of importin (reviewed in reference 59). In the case of TNPO3, the
C-terminal cargo-binding domain was recently reported to be im-
portant for CA binding (51). Our observation that RanGTP inhib-
its TNPO3-stmulated uncoating is consistent with this finding
and also demonstrates specificity of the effect of TNPO3 on HIV-1
uncoating in vitro.

We also observed that the antiviral activity of a small-molecule
capsid-targeting compound, PF74, was decreased in TNPO3-de-
pleted cells. Reduction in PF74 sensitivity in TNPO3-depleted
cells was associated with TNPO3 dependence of the virus. PF74
inhibits HIV-1 infection at an early stage of HIV-1 infection by
inducing premature uncoating of the viral capsid in vitro and in
target cells (56, 57). We observed that the uncoating-stimulating
action of PF74 on HIV-1 cores in vitro was markedly stimulated by
TNPO3. The extent of uncoating by PF74 plus TNPO3 was greater
than the sum of the individual effects of each. These results suggest
that TNPO3 sensitizes HIV-1 to PF74 by synergizing with PF74 in
stimulating uncoating of HIV-1 capsid. Thus, in normal cells,
PF74 induces premature uncoating and markedly reduces infec-
tivity, while in TNPO3-depleted cells, the compound may be less
effective in stimulating uncoating. We have previously concluded
that premature uncoating is detrimental to infection, as mutations
in CA that reduce the stability of the capsid are associated with
impaired infectivity (5). Therefore, we propose that TNPO3 stim-
ulates uncoating in the cells and thereby enhances the antiviral

activity of PF74, which induces premature uncoating of the viral
capsid, and this leads to a marked reduction in infectivity.

In accord with recent reports (20, 61), we observed that
TNPO3 is apparently not required for HIV-1 entry into the nu-
cleus. Depletion of TNPO3 had no apparent effect on the effi-
ciency of reverse transcription, nor did it appear to reduce the
levels of 2-LTR circles. Analysis of viral DNA in nuclear and cyto-
plasmic fractions of cells revealed accumulation of HIV-1 DNA in
the nucleus, suggesting that impaired nuclear entry does not ac-
count for the marked impairment in HIV-1 infection observed in
TNPO3-depleted cells. These observations suggest that a major
block to infection of TNPO3-depleted cells lies between nuclear
entry and integration. Depletion of TNPO3 has also been reported
to alter integration site selection (65), indicating that the host
protein can have both qualitative and quantitative effects on inte-
gration.

A nuclear function of TNPO3 in HIV-1 infectivity was also
proposed by Zhou et al. (51). In their study, the authors observed
that HIV-1 CA accumulates in the nuclei of cells depleted of
TNPO3; this effect was specific to wild-type HIV-1, since the
N74D mutant CA did not exhibit this phenotype. TNPO3 was
found to associate with CA and tRNA in pulldown assays using
viral lysates, although CA mutants were not examined, nor was a
direct interaction between CA and TNPO3 demonstrated. The
authors proposed that TNPO3 performs a nuclear maturation
step by removing CA bound to preintegration complexes (PICs)
and exporting CA and tRNA out of the nucleus. More recently,
Valle-Casuso et al. reported that TNPO3 binds to HIV-1 CA-NC
complexes in vitro (61). These findings together with our obser-
vation that TNPO3 can directly stimulate HIV-1 uncoating in
vitro suggest that the host protein may promote HIV-1 uncoating
in the nucleus, thus allowing export of the dissociated CA protein.

Our study also provides new insight into CypA action in HIV-1
infection. The mechanism of action of the CA-binding host pro-
tein CypA in the early stages of HIV-1 infection has been unclear
despite intensive study. Towers and coworkers reported that
CypA modulates the sensitivity of HIV-1 to host restriction fac-
tors, which is suggestive of a protective role in the cytoplasm (39).
Furthermore, Li et al. showed that CypA regulates the extent of
uncoating in a cell type-dependent manner (36). In the present
study, we observed that CypA directly stabilizes the HIV-1 capsid
in vitro and that binding of CypA to the incoming capsid modu-
lates the dependence of HIV-1 infection on TNPO3. Thus, inhib-
iting the CA-CypA interaction either by CsA or by the point mu-
tation G89V reduced the dependence of HIV-1 on TNPO3 in
target cells. Additionally, CypA also counteracted TNPO3-stimu-
lated uncoating of the capsid in vitro. These observations suggest
that CypA and TNPO3 exhibit opposite effects on HIV-1 infectiv-
ity in HeLa cells, likely by modulating uncoating. Since CypA ex-
hibits a cell type-specific effect on HIV-1 uncoating (36), it will be
interesting to study its effect on the TNPO3 dependence of HIV-1
in cell types in which the virus is more dependent on CypA for
infection.

Taken together, our results are consistent with a model in
which the binding of CypA to the incoming HIV-1 capsid prevents
premature uncoating, allowing for efficient reverse transcription
in the cytoplasm (25, 66) and/or intracytoplasmic transport to the
nucleus. The CypA-bound capsid may subsequently engage
TNPO3, localized to the cytoplasm, and enter the nucleus, where
CypA may then dissociate, thereby allowing TNPO3 to induce
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uncoating required for integration. Following uncoating in the
nucleus, RanGTP may then bind to the CA-TNPO3 complex and
dissociate it, thus allowing export of CA to the cytoplasm (51).
This model suggests that HIV-1 uncoating is not completed in the
cytoplasm of the infected cells, and it is consistent with reports
that intact cores can be observed docking to the nuclear pore (8)
and that CA can be observed in the nuclei of infected cells (51).

While our biochemical data suggest that TNPO3 directly pro-
motes uncoating of HIV-1, it remains possible that TNPO3 acts
indirectly by modulating the levels or intracellular localization of
another host factor. Of particular interest is CPSF6: expression of
a truncated form of this protein (CPSF6-358) blocks HIV-1 infec-
tion by targeting the capsid, and mutations in CA that confer
resistance to CPSF6-358 also render HIV-1 less dependent on
TNPO3 expression (21). Thus, sensitivity to CPSF6-358 inhibi-
tion appears to be tightly correlated with a requirement for
TNPO3 in HIV-1 infection. CPSF6 is an SR protein (67) and may
be a substrate for TNPO3-dependent nuclear transport, thereby
potentially sequestering CPSF6 from the incoming HIV-1 core.
Interestingly, PF74 was recently demonstrated to completely in-
hibit binding of CPSF6313-327 peptide to CA-NTD (68).

The viability of TNPO3 as a potential therapeutic target is cur-
rently unknown. Karyopherins such as TNPO3 play critical roles
in regulating nuclear trafficking, making it likely that their inhibi-
tion will result in cellular toxicity. In the course of our studies, we
observed that depletion of TNPO3 via shRNA transduction is of
limited durability; the stably selected populations regain TNPO3
expression during 2 to 3 weeks of culture, indicative of a growth
disadvantage. We were able to observe a strong effect of TNPO3
depletion on HIV-1 infection only during a limited temporal win-
dow of culturing the cells after shRNA transduction and selection.
Additional studies of the molecular mechanism of TNPO3 action
in retrovirus infection may reveal novel approaches to selectively
interfere with viral or cellular targets that are specific for HIV-1.
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