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ability of BOB, with a difference of no statistical significance
for �vif FIV plus VifFIV and significance for wt FIV (P 	 0.05)
(second and third bars, set X, Fig. 2A). Vif could not com-
pletely restore the infectivity of �vif FIV�VifFIV or wt FIV
made in the presence of VAN (statistically significant, P 	 0.05
or P 	 0.01, respectively), and it remained reduced by �5-fold
(second and third bars, set XII, Fig. 2A). Immunoblots of the
virus producer cells demonstrated equal expression of the A3
proteins and a Vif-dependent depletion (compare the first lane
with the second and third lanes in sets II to VII and IX to XII,
Fig. 2B). As expected, the antiviral activity of HsaA3G was not
counteracted by VifFIV. Taken together, these findings suggest
that the genetic variability in exon 4 of A3Z2c-Z3 has a minor
effect on the infectivity of domestic cat FIV. However, amino
acids derived from exon 4 of Turkish Van do have some impact
on the counteraction of VifFIV. Because our studies, described
below, implicate that VifFIV interacts with both Z domains of
A3Z2c-Z3, the mechanism of the moderate Vif resistance of
VAN cannot be explained and requires further investigation.

Our finding that Vif of FIV potently inhibited mostly all
tested A3s of the domestic cat prompted us to evaluate the
ability of VifFIV to counteract A3 proteins of felid species
different from the domestic cat lineage. For this purpose,
A3Z2, A3Z3, and A3Z2-Z3 expression plasmids of Panthera
tigris corbetti, Lynx lynx, Panthera leo bleyenberghi, Puma con-
color, and A3Z2 of Panthera pardus japonensis, representing
three lineages within Felidae, were analyzed for their anti-FIV
activity. Because only the F. catus chromosomal A3 locus is
characterized (31), the felid A3 cDNAs of big cats cannot be
related to a specific Z2 gene or to a specific Z2-Z3 readthrough
transcript. Comparing the protein sequence of FcaA3Z2c-Z3
to those of big cats, many amino acids changes become obvi-
ous, especially in exons 2 and 4 of A3Z2 and exon 4 of A3Z3

(Fig. 1B, bottom panel). Testing the big cat A3s in the FIV
luciferase vector system, we surprisingly detected no strong
inhibitory activity against the wt domestic cat FIV (see the
second and third bars in sets II to XVI, Fig. 2C). The felids
A3Z2s did not much affect the infectivity of wt or �vif FIV
(sets II to VIII, Fig. 2C) similar to the inert antiviral activities
of the domestic cat counterparts (sets II to IV, Fig. 2A). How-
ever, we found for some felid A3Z2s a mild, sometimes signif-
icant, inhibition of �1.5- to 2-fold of FIV (see sets II to VIII,
Fig. 2C). Vif-deficient FIV was significantly (P 	 0.01) inhib-
ited by A3Z3s and A3Z2-Z3s, but in all cases the antiviral
activity was efficiently suppressed by Vif (compare the first bar
to the second and third bars, set IX to XVI, Fig. 2C). Com-
pared to the infectivity data (Fig. 2C), Vif induced a robust
depletion of all big cat A3s in the corresponding producer cells
(compare the first lane to the second and third lanes in sets II
to XVI, Fig. 2D). The tiger A3s were slightly, but significantly,
more active than those of the other big cat A3s (see sets II, X,
and XIII, Fig. 2C), such as PtiA3Z2-Z3, inhibited in this ex-
periment the infectivity of �vif FIV by 85-fold and inhibited
FIV ca. 3- to 5-fold despite the coexpression of Vif (P 	 0.01,
compare the first bar to the second and third bars, set XIII,
Fig. 2C).

To demonstrate that the moderate inhibition of FIV by tiger
A3Z2-Z3 is relevant, a titration of cat Vif and tiger A3 plas-
mids in the context of �vif FIV was performed (Fig. 2E and F).
In contrast to the standard assays, where each 500 ng of
pVifFIV and A3 expression plasmids were transfected, 4, 20,
100, or 500 ng each of FcaA3Z2c-Z3, PtiA3Z2-Z3, and VifFIV

was used. Human A3G was included as a control for a VifFIV-
insensitive A3. The titration curves of human A3G and tiger
A3 in the absence of Vif were very similar to each other and
showed that in the range from 100 to 500 ng of plasmid tiger

FIG. 2. FIV Vif of domestic cats overcomes the antiviral activity of Felidae A3s. VSV-G pseudotyped wt FIV (expressing Vif), �vif, and �vif
plus VifFIV luciferase reporter vectors were produced in 293T cells cotransfected with HA-tagged A3 expression plasmids of the domestic cat and
chimeric A3s with major amino acid exchanges of exon 4 of A3Z2c of four cat breeding lines (A and B) and big cats (C and D). Roman numbers
indicate a set of transfections with the same A3 plasmid. Plasmid pVifFIV expresses a V5-tagged Vif protein. pcDNA3.1(�) (pcDNA) was included
as a control. Reporter vector infectivity was determined by quantification of luciferase activity in HOS cells transduced with vector particles
normalized for RT. Asterisks represent statistically significant differences (�, P 	 0.05; ��, P 	 0.01 [Dunnett t test]) relative to the pcDNA control.
A3 and Vif (Vif-V5) expression in the transfected 293T producer cells were detected by immunoblotting with anti-HA antibody for A3 or anti-V5
for Vif (B and D). Cell lysates were also analyzed for equal amounts of total proteins by using anti-tubulin antibody. For panel B, Felis catus A3s
proteins were also analyzed for encapsidation into released FIV particles. Encapsidated A3 proteins were detected on immunoblots probed with
anti-HA antibody. Vector particle lysates were analyzed for equal amounts of viral proteins by using anti-VSV-G antibody. (E) Increasing amounts
of A3 (0, 4, 20, 100, and 500 ng of plasmid) were tested against �vif FIV and �vif FIV plus Vif (500 ng of pVifFIV plasmid) and alternatively �vif
FIV in the presence of 500 ng of A3 plasmid with increasing amounts of VifFIV (0, 4, 20, 100, and 500 ng of plasmid) was analyzed (F).
Corresponding immunoblots of lysates of the vector producer cells are shown. A3 and Vif (Vif-V5) expression in transfected 293T producer cells
were detected by immunoblotting with anti-HA antibody for A3 or anti-V5 for Vif. Cell lysates were also analyzed for equal amounts of total
proteins by using anti-tubulin antibody. �, anti; cps, counts per second; BIR, Birman; BOB, Japanese Bobtail; SHO, British Shorthair; VAN,
Turkish Van; Fca, Felis catus; Pti, Panthera tigris corbetti; Ppa, Panthera pardus japonensis; Ple, Panthera leo bleyenberghi; Lly, Lynx lynx; Pco, Puma
concolor; Hsa, Homo sapiens; (var1), A3Z2 variant transcript detected in the indicated species.
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A3Z2-Z3 and A3G were ca. 2- to 3-fold more inhibitory than
FcaA3Z2c-Z3 (Fig. 2E, left panel). We redid these experiment
in the presence of 500 ng of Vif expression plasmid (Fig. 2E,
right panel) and saw that only the highest amount of the tiger
A3Z2-Z3 plasmid (500 ng) inhibited FIV by �5-fold.

To further study whether a reduced Vif expression would
render FIV replication more vulnerable to A3 restriction, a
fixed amount of 500 ng of A3 expression plasmid and varied
concentrations of the Vif plasmid were used (Fig. 2F). We
found that FcaA3Z2c-Z3 was very sensitive to Vif and that 20
ng of pVifFIV could fully restore FIV infectivity. In stark con-
trast, the heterologous tiger A3Z2-Z3 inhibited FIV �10-fold
in the presence of low amounts of Vif (20 and 100 ng of Vif
plasmid). Only with the highest amount of pVifFIV (500 ng)
was the antiviral activity of tiger A3Z2-Z3 reduced to an �4-
fold inhibition (Fig. 2F). The corresponding immunoblots of
the vector producer cells (Fig. 2F) showed that the degree of
Vif-induced depletion of the tiger and cat A3Z2-Z3s corre-
lated with the differences of these A3 to inhibit FIV. Whereas
20 ng of pVifFIV was sufficient to deplete all detectable levels
of FcaA3Z2c-Z3, small amounts of tiger A3Z2-Z3 were de-
tectable even in the presence of 25-fold more Vif plasmid (Fig.
2F). Together, these results indicate that, depending on the
expression levels of A3 and of Vif, even a moderate Vif-
insensitive A3 (such as the tiger A3Z2-Z3) weakly inhibits FIV
replication. However, considering the results of the experi-
ments with the wt FIV vector system that expresses in cis
natural amounts of Vif (set XIII in Fig. 2C), it is likely that FIV
under in vivo conditions could counteract most of the inhibi-
tory effect of tiger A3Z2-Z3. Thus, we conclude that, in con-
trast to the reported species-specific interaction of VifHIV-1 to
human but not to nonhuman primate A3Gs (25, 52), VifFIV

showed barely any species specificity for felid A3s (Fig. 2C).
More studies are required to determine whether Vif expression
levels vary during natural infections, e.g., due to the presence or
absence of cellular host factors for splicing or posttranslational
protein modifications, and whether these variations are relevant
to preventing cross-species transmissions among felids.

Nonfelid A3s are resistant to Vif of FIV. To further charac-
terize the specificity of VifFIV, we tested A3s from human and
other nonfelid species. These experiments were also done to
identify the nonfelid A3s that likely restrict cross-species trans-
mission of FIV in vivo. We generated FIV particles as de-
scribed above together with one of the human, equine, porcine,
or murine A3 expression plasmids. Again, HOS cells were
transduced with the FIV vector normalized for RT, and at 3
dpi the intracellular luciferase activities were quantified. As
shown in Fig. 3, human A3F, A3G, and haplotype (hap) and
splice variants (SV) of A3H, equine A3Z3, porcine A3Z2-Z3,
and murine A3Z2-Z3 proteins were found to exert a significant
inhibitory effect on the infectivities of wt and vif-deficient FIV.
In contrast to the activity of Vif against the antiviral effect of
A3s from Felidae (Fig. 2A and C), all nonfelid A3s showed
resistance to VifFIV (Fig. 3). Although human A3A, A3B, A3C,
and A3DE did not restrict FIV, we found that human A3H
alleles encoding a single nucleotide polymorphism cluster
(G105R, K121D, E178D, hapII-RDD) restricted FIV more
efficiently than “wild-type” A3H (hapI-GKE), which is very
similar to the described restriction pattern against HIV-1 (14).
The activity of A3H against FIV was independent of the tested

splice isoforms (SV-182, SV-183, and SV-200 [14]). Under
these experimental conditions, the human A3G reduced the
infectivity of FIV by 130-fold, human A3F and A3H (hapI-
GKE) by �10-fold, and pig and mouse A3Z2-Z3 by 25-fold,
and the hapII-RDD variant of the human A3H reduced FIV
infectivity by 60-fold. The equine A3Z1b, A3Z2-Z2, and
A3Z2e proteins moderately inhibited FIV only 2- to 3-fold.
Together, the results demonstrate that humans, horses, mice,
and pigs have at least one A3 gene that likely forms part of the
barrier against a cross-species transmission of FIV.

The double-domain FcaA3Z2c-Z3 protein contains two Vif
interaction sites. In order to induce proteasomal degradation,
VifHIV-1 binds either the C-terminal Z2f domain of human
A3F (HsaA3Z2e-Z2f) or the N-terminal Z2g domain of hu-
man A3G (HsaA3Z2g-Z1c) (17, 42, 56, 57). Protection of FIV
replication by VifFIV is always associated with depletion of the
antiviral feline A3 proteins, and VifFIV can even induce deple-
tion of the feline A3 proteins that do not restrict FIV (Fig. 2B,
compare A3 detection in cell lysates in the first, second, and
third lanes in sets II, III, and IV). These findings suggest that
VifFIV can interact with feline Z3 and Z2 domains.

To test this hypothesis, Vif interaction with FcaA3Z2c-Z3
(Abyssinian breed) was assayed using feline and human A3Z2-
Z3 chimeras (Fig. 4A). For chimera FcaA3Z2c-HsaA3H
(FcaA3Z2c-HsaA3Z3), the feline A3Z3 was substituted by
HsaA3H (HsaA3Z3, hapII-RDD SV-183). Conversely, in
HsaA3C-FcaA3Z3 (HsaA3Z2b-FcaA3Z3), the N-terminal feline
A3Z2 was exchanged by human A3C (HsaA3Z2b). To test the
relevance of the interdomain linker of the parental feline protein,
both feline domains were replaced by human sequences, termed
HsaA3C-HsaA3H (HsaA3Z2b-HsaA3Z3) (Fig. 4A). These A3s,
together with A3Gs of human and AGM origin, were tested by
using the single-cycle �vif FIV- and �vif HIV-1-luciferase re-
porter viruses to determine their antiviral activities and their sus-
ceptibilities to FIV, HIV-1, and SIVagm Vif proteins. Viral vector
stocks were produced in 293T cells, and the infectivities of nor-
malized particles were measured on HOS cells by quantification
of the intracellular luciferase activity.

All A3 chimera inhibited both viruses in the absence of Vif
proteins (Fig. 4B and C, compare the first bars in sets I, II, III,
and IV). VifFIV counteracted FcaA3Z2c-HsaA3H and
HsaA3C-FcaA3Z3, but not HsaA3C-HsaA3H, in both viral
systems (see the second bars in sets II, III, and IV of Fig. 4B
and C). The Vif of HIV-1 failed to inhibit feline-human chi-
mera FcaA3Z2c-HsaA3H (compare the first and third bars in
set II of Fig. 4B and C), the wt feline A3Z2c-Z3, and the
agmA3G (see the third bars in sets V and VII, Fig. 4B and C).
These results were expected because human A3H, feline A3s,
and agmA3G are resistant to Vif of HIV-1 (14, 25, 33). The
human-feline (HsaA3C-FcaA3Z3) and the human-human
(HsaA3C-HsaA3H) chimeras were sensitive to VifHIV-1 in the
HIV vector system (see the third bars in sets III and IV, Fig.
4C). However, in the FIV vector system VifHIV-1 insufficiently
counteracted the human-feline A3 (HsaA3C-FcaA3Z3) and,
like VifSIVagm, only weakly inhibited the human-human
(HsaA3C-HsaA3H) A3 chimera (compare third bar in set III
and IV of Fig. 4B and 4C). These unexpected results implicate
that Vif of HIV-1 can interact with the A3C domain if it is part
of an engineered double-domain A3 and that this interaction
can be modulated by viral proteins of the packaging constructs.
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It is thus possible that conformational changes in the human-
feline A3 (HsaA3C-FcaA3Z3) required for VifHIV-1 interac-
tion are induced or stabilized by binding of this A3 protein to
HIV-1 Gag but not by binding to FIV Gag. The SIVagm Vif
acted as an active inhibitor of agmA3G, human-feline A3
(HsaA3C-FcaA3Z3), feline-human A3 (FcaA3Z2c-HsaA3H)
in both viral vector systems, but was less efficient against the
human-human (HsaA3C-HsaA3H) chimera (compare the
fourth bars in Fig. 3B and C). Although the results support that
VifFIV can use both Z domains to inhibit feline single- and
double-domain A3s, conformational problems of the human
and feline chimeras might have influenced the sensitivity to
Vifs of HIV-1 and SIVagm. Taken together, we conclude that
both Z domains of FcaA3Z2c-Z3, but not the linker region,
interact with VifFIV.

FIV Vif protects HIV-1 in feline cells. To corroborate the
observation that VifFIV can protect �vif HIV-1 against feline
A3s (see the second bar in set V, Fig. 4C), we sought to
determine whether VifFIV expressed in cis in the proviral con-
text would also rescue HIV-1 from feline A3s. Therefore, two
HIV-1-derived constructs, termed NL-LucR�E�vifFIV (HIV-
Luc vifFIV) and NL-BaL.vifFIV, were generated, in which the

HIV-1 vif gene was replaced by the codon-optimized FIV-
34TF10 vif gene expressed by internal initiation (for details of
the construction, see Materials and Methods and Fig. 5A).

To quantify protection by VifFIV in cis, we compared the
infectivities of the HIV-1 luciferase reporter viruses NL-
LucR�E��vif and NL-LucR�E�.vifFIV. The data in Fig. 5B
show that in human cells the six feline A3 proteins inhibited
�vif HIV-1-mediated gene transfer to different degrees, de-
pending on the type of A3 protein, similar to previous results
(33). FcaA3Z2a isoforms reduced the infectivity of �vif HIV-
Luc by 3- to 4-fold; A3Z3 inhibited the infectivity by 6-fold,
and the double-domain A3Z2-Z3 proteins inhibited the infec-
tivity by 14- to 33-fold. Importantly, VifFIV expressed by the
chimeric HIV-Luc fully protected HIV-1 against the antiviral
activity of all feline A3s under these experimental conditions
(see the second bars in sets II to VII, Fig. 5B). In these cases,
the expression of VifFIV induced the depletion of feline A3s in
the producer cells and likely thereby rescued vector infectivity
(compare A3 detection in cell lysates in the first and second
lanes of sets II to VII in Fig. 5C). A3-mediated restriction of
marker gene expression was found to correlate with the pres-
ence of A3Z3 and A3Z2-Z3 proteins in released particles (see

FIG. 3. Inhibition of FIV by nonfeline A3s. VSV-G pseudotyped FIV luciferase reporter vectors (wt FIV, expressing Vif; �vif; and �vif plus
VifFIV) were produced in 293T cells in the presence or absence (pcDNA) of human A3s (A) or nonprimate equine, murine, and porcine A3s (B).
The infectivity of the vector particles was determined by quantification of luciferase activity in HOS cells transduced with equal amounts of
particles. pcDNA, pcDNA3.1(�); SV, splice variant; hapI, haplotype I; hapII, haplotype II; cps, counts per second; Eca, Equus caballus; Mmus,
Mus musculus; Ssc, Sus scrofa. Roman numerals indicate a set of transfections with the same A3 plasmid.
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A3 detection in virion lysates in the first lanes of sets V, VI,
and VII in Fig. 5C). The moderately active A3Z2s were only
weakly detectable in lysates of the virions (see A3 detection in
virion lysates, first lanes of sets II, III and IV, Fig. 5C). Human
A3G was encapsidated in both particles, �vif HIV-Luc and
HIV-Luc vifFIV (see A3 detection in virion lysates in set VIII
in Fig. 5C). Also, both reporter viruses were equally inhibited
by A3G (see both bars in set VIII of Fig. 5B), thereby strongly
supporting that HIV-Luc vifFIV does not express any residual
VifHIV-1 activity.

Next, we evaluated the ability of VifFIV to support spreading
replication of HIV-1 in feline cells. Wild-type HIV-1 (NL-
BaL) and NL-BaL.vifFIV were used to infect feline
CrFK.CD4.CCR5 and human HOS.CD4.CCR5 cells that are
both genetically modified to express human CD4/CCR5. In
addition, we infected PHA/IL-2-activated human PBMC with
both viruses. From previous experiments, we knew that in
contrast to human PBMC, HOS.CD4.CCR5 cells do support
replication of �vif HIV-1 (data not shown). Feline CrFK or
CrFK.CD4.CCR5 cells support replication of neither �vif FIV
nor wt HIV-1 (33, 38, 44). In the supernatants of infected cells,
the amount of released CA.p24 was measured over a period of 15
days. The results shown in Fig. 5D demonstrated that wt HIV-1
replicated efficiently in HOS.CD4.CCR5 cells and in human

PBMC but not in the CrFK.CD4.CCR5 cells (Fig. 5D). In con-
trast, the VifFIV-encoding virus (NL-BaL.vifFIV) was able to rep-
licate to similar levels in the permissive human HOS.CD4.CCR5
and the nonpermissive feline CrFK.CD4.CCR5 cells (Fig. 5D).
Human PBMC did not support efficient spreading of NL-BaL.
vifFIV (Fig. 5D). The PBMC cultures showed highest permissivity
toward wt HIV-1 but yielded in very low p24 levels in the super-
natant after inoculation with NL-BaL.vifFIV (Fig. 5D), which
may be derived from the initial first round of infection. These data
confirm (see above) that the VifFIV-chimeric viruses carry a HIV
vif gene that is genetically and functionally fully inactivated. Ex-
pression of VifFIV was confirmed in virion lysates of the infected
HOS.CD4.CCR5 and CrFK.CD4.CCR5 cultures in which NL-
BaL.vifFIV showed spreading replication (Fig. 5E). At 12 dpi, the
signal for the Vif-V5 was weaker than the V5 signal of samples of
day 5 in both cultures, which may be due to a partial loss of the
nonessential V5 tag of the VifFIV protein. We conclude that, at
least in some feline cell types, A3 proteins constitute the major
restriction mechanism acting inhibitory against HIV-1.

DISCUSSION

Examples of FIV cross-species transmissions have been re-
ported and are currently studied to gain increased understand-

FIG. 4. Analyses of human/feline A3 chimeras reveal Vif interactions with both Z-domains of FcaA3Z2c-Z3. (A) Schematic representation of
human/feline A3Z2-Z3 chimera. Open bars denote feline sequences; filled bars denote human sequences. In FcaZ2-Z3, the Z2 and Z3 domains
are naturally separated by a linker region (demarcated by dotted lines) that is encoded by exon 2 of Z3, which is untranslated in FcaA3Z3 (see
Fig. 1A). FIV�vif (B) and HIV�vif (C) luciferase reporter particles were produced in 293T cells in the presence or absence (pcDNA) of feline
and chimeric human/feline A3Z2-Z3s expression plasmids and expression plasmids for VifFIV, VifHIV-1, or VifSIVagm. To control the specificity of
primate Vifs, human and AGM A3G expression plasmids were included. The infectivities of the vector particles were determined by quantification
of luciferase in HOS cells transduced with equal amounts of vector particles. pcDNA, pcDNA3.1(�); cps, counts per second. Roman numerals
indicate a set of transfections with the same A3 plasmid.
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FIG. 5. HIV-1 is protected by VifFIV in feline cells. (A) Schematic representation of the insertion of the vifFIV (shaded) in the vif gene of the
HIV-derived constructs (NL-LucR�E�vifFIV and NL-Bal.vifFIV) by fusion PCR. Overlapping pol (schematically depicted) and vpr genes are
shown. Restriction enzyme recognition sites AgeI and EcoRI were used to clone the fusion PCR product. Position of PCR primers used are shown
as arrows: primer 1, vpu_mut_5�out_HH; primer 2, HIV1_vif_FIV1.rv; primer 3, HIV1_vif_FIV2.fw; primer 4, HIV1_vif_FIV2a.rv; primer 5,
HIV1_vif_FIV3.fw; and primer 6, HIV1_vif_FIV3.rv. “N” represents adenine (A), cytosine (C), guanine (G), or thymidine (T). (N)number
represents the number of Ns. �, Stop codon. (B and C) The effect of VifFIV in cis for the infectivity of the chimeric HIV-1 constructs was tested
by using single-cycle luciferase reporter viruses. VSV-G pseudotyped virus was produced by cotransfection of pNL-LucR�E��vif or pNL-
LucR�E�vifFIV in the presence or absence (pcDNA) of the indicated expression plasmids for feline A3 and human A3G. Infectivity of the viruses
was determined by quantification of luciferase in HOS cells infected with normalized amounts of viruses (B). Asterisks represent statistically
significant differences (�, P 	 0.05; ��, P 	 0.01 [Dunnett t test]) relative to the pcDNA control. Corresponding immunoblots of cell lysates and
virion lysates were probed with anti-HA antibody for A3 expression (C). The expression of VifFIV was confirmed by probing the blot with an
anti-V5 antibody. Cell lysates were also analyzed for equal amounts of total proteins by using an anti-tubulin antibody. Virus lysates were analyzed
for equal amounts of viral proteins by using anti-p24CA (HIV-1 capsid) antibody. Roman numbers indicate a set of transfections with the same
A3 plasmid. (D and E) Replication of wild-type HIV-1(NL-Bal) and HIV-1(NL-Bal.vifFIV). Human HOS.CD4.CCR5 cells, feline
CrFK.CD4.CCR5 cells, and PHA/IL-2 activated human PBMC were infected with NL-BaL and NL-BaL.vifFIV at a multiplicity of infection of
0.05. (D) Culture supernatants were quantified every 2 or 3 days by p24CA ELISA. (E) Immunoblot analysis of virus lysates from infected
CrFK.CD4.CCR5 and HOS.CD4.CCR5 cells on days 5 and 12 postinfection. Expression of VifFIV was confirmed by probing the filter with an
anti-V5 antibody, the same blot was also stained with anti-p24CA (capsid) antibody to detect HIV-1. �, anti.
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ing regarding the permissiveness of selected and sometimes
endangered feline species to diverse, molecularly characterized
isolates of pathogenic FIV. These studies also serve as a valid
and experimentally easier-to-handle model for the evolution of
HIV from SIV. From these investigations of felids and their
immunodeficiency viruses, we know that lentiviruses of lion
(FIV-Ple) and puma (FIV-Pco) differentially replicate in acti-
vated PBMC of cats: FIV-Ple shows spreading replication, but
FIV-Pco did not replicate in cat PBMC (50). Subsequently, the
FIV-Pco isolate from experimentally infected cats contained
extensive G-to-A mutations reminiscent of A3 activity (41). It
was also described that pumas support the replication of FIV
from bobcats that are frequently transmitted between these
two species (12). In the cases where FIVs do replicate in
heterologous species or PBMC, one can assume that the Vif
protein can counteract the A3s of the novel, heterologous
hosts. Alternatively, but less likely, it is possible that certain
A3s are not active against some of the heterologous FIVs.

Based on our experiments, it appears that most of the di-
verse felid A3s of the domestic cat and big cats (lion, tiger,
puma, and lynx) are probably not major determinants to pre-
vent cross-species transmission of FIV of domestic cats to
these closely related animal species. The A3Z2c-Z3 protein of
tiger and the A3Z2-Z3 proteins containing amino acids of the
polymorphic exon 4 of some cat breeds were found to be
moderately resistance to the Vif of domestic cat FIV. For the
tiger A3 we showed that low levels of cat Vif insufficiently
counteracted its antiviral activity and regular Vif levels mostly
inhibited this A3. Further experiments analyzing spreading
FIV replications will be necessary to learn more about the
inhibitory impact of these moderately resistant A3s during a
longer observation period. We predict that FIV would quickly
adapt its Vif protein to a complete A3 counteraction after a
few rounds of replication in cells expressing, e.g., tiger
A3Z2-Z3 protein. These assumptions are in fact supported by
the ease with which FIV of the domestic cats infects other
Felidae. A contributing factor may be that restriction of FIV
replication and interspecies transmission by TRIM5 proteins is
lacking in Felidae due to an in-frame stop mutation in the
TRIM5 gene (29). However, other feline retroviruses and non-
retroviruses might be more sensitive to the tested felid A3s in
a species-specific manner, possibly explaining the positive se-
lection on the felid A3 genes and the high prevalence of non-
silent mutations in the A3Z2 genes in different cat breeding
lines (31). Polymorphic A3 genes are found also in humans,
horses, and mice and show differential antiviral activities (1, 14,
36, 37, 58). Experiments with wt and �vif FIVs of other felids
will be required to ultimately demonstrate whether the FIV of
the domestic cat is unique or whether many FIVs have the
capacity to counteract heterologous felid A3s. The monophyly
of the FIV strains of the diverse Felidae is a strong argument
against frequent cross-species transmissions and, beside A3,
other cellular and noncellular factors such as contact rates
between different species likely determine or even limit inter-
species FIV spread (51).

However, independent of whether feline A3s restrict FIV or
not, the VifFIV protein recognizes diverse feline A3 proteins
and induces their depletion (FcaA3Z3 versus FcaA3Z2 pro-
teins). Due to this broad reactivity, VifFIV has the capacity to
counteract also engineered two-domain A3Z2-Z3s that carried

only one domain of feline origin (Fig. 4B and C). It is currently
unclear whether feline A3Z2 and -Z3 proteins share a Vif
interaction domain, whether Vif interacts independently with
the Z2 and Z3 domains or whether the A3-Vif interaction in a
single molecule of FcaA3Z2-Z3 happens with both Z-domains
simultaneously or preferentially only with one domain. For the
virus, it is an obvious advantage that Vif interacts with both Z
domains. As a disadvantage for the feline host, the feline
A3Z2-Z3 proteins need to evolve at two regions at the same
time to escape the Vif-induced degradation. In contrast to
FIV, the HIV-1 Vif protein binds only a single Z domain in the
human A3F (HsaA3Z2e-Z2f) and A3G (HsaA3Z2g-Z1c): Z2f
or the Z2g, respectively (17, 42, 56, 57). It is hard to guess
whether the interaction of VifHIV-1 with only a single Z domain
is advantageous for either the virus or the host, and we do not
know why Vif of FIV appears to interact with both Z domains.
The interaction of VifFIV with A3Z2s may be a relict of an FIV
ancestor virus that was refractory also to these A3 types and
had to evolve a Vif protein that targets also Z2 proteins. In this
model, modern FIVs preserved the “ancient” function to in-
teract with A3Z2. Alternatively, the limited reagents used in
the present study might not properly reflect the FIV-cat inter-
action. Here, we tested reporter vectors based on the domestic
cat strains FIV-PPR (40) and FIV-34TF10 (47). We cannot
exclude that wt or �vif variants of other FIV strains, e.g., from
other feline hosts, are more restricted by feline A3Z2 proteins
than these two FIV isolates. Moreover, cats might carry thus
far unidentified A3Z2 alleles that show a stronger inhibitory
activity than the described Z2 proteins.

Because cats are resistant to HIV-1, we wanted to under-
stand how many genetic changes in HIV-1 or cats would be
required to circumvent this species block. We recently found
that the feline CD4 receptor does not support HIV-1 infection,
and we described the feline A3 proteins as restriction factors
for HIV-1 (33). In order to prevent HIV-1 restriction by feline
A3s, we replaced the vif gene of HIV-1 by vif of FIV. This
HIV-1vifFIV replicated in nonpermissive, feline A3-expressing
CrFK.CD4.CCR5 cells to levels of wt HIV-1 replication in the
permissive human HOS.CD4.CCR5 cells. Since the Felidae,
including the domestic cat, do not encode a functional copy of
the TRIM5 gene (29), cats likely will not exhibit a TRIM5-like
restriction against HIV-1. Other limitations and restrictions for
HIV-1 in cats might exist but, together, these results are en-
couraging to strengthen research on an animal model for
HIV-1 based on the domestic cat.
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