










forms of RTA were constructed (Fig. 6A) and assayed for their
ability to inhibit ZAP’s antiviral activity against pMLV-luc (Fig.
6B). The C-terminal domain of RTA (RTA_C) displayed ZAP-
antagonizing activity comparable to that of the full-length RTA
(RTA_FL) (Fig. 6B). In contrast, the N-terminal domain of RTA
(RTA_N) displayed little ZAP-antagonizing activity, although the
protein was expressed at a level comparable to that of RTA_C (Fig.
6B). Further truncation of RTA_C showed that a fragment cover-
ing amino acids 250 to 357 of RTA (RTA_M) displayed ZAP-
antagonizing activity comparable to that of the full-length RTA
(Fig. 6B). To further demonstrate the ZAP-antagonizing activity
of RTA_M, it was coexpressed with ORF64_H in ZAP-expressing
cells. As expected, expression of RTA_M antagonized ZAP’s activ-
ity to inhibit ORF64_H expression (Fig. 6C). In line with the
above-mentioned results, RTA_M significantly reduced the N-
terminal intermolecular interaction of ZAP (Fig. 6D). Collec-

FIG 3 MHV-68 infection induces ZAP expression. HEK293T cells were in-
fected with MHV-68 for 1 h at an MOI of 1 PFU per cell. At 24 h postinfection,
ZAP mRNA levels were measured by real-time PCR. The relative ZAP mRNA
level in mock-infected cells was set as 100. The data presented are means and
SD of three independent experiments.

FIG 2 Mapping orf64 sequences that are sensitive to ZAP. (A) Schematic representation of orf64 sequences. (B) The ORF64 fragments indicated were cloned into
pGL3-Luc-linker.The sensitivity of the reporters was assayed as described in the legend to Fig. 1A. The data presented are means and SD from three independent
experiments. (C) The ORF64 fragments indicated were cloned into an expression vector, followed by cotransfection with ZAP into HEK293 cells. A plasmid
expressing myc-tagged green fluorescent protein (GFP) was included as a control for transfection efficiency and sample handling. At 54 h posttransfection, the
cells were lysed and the expression of Flag-tagged ORF64 fragments was detected by Western blotting. (D) The endogenous ZAP mRNA levels in HOS cells stably
expressing a control shRNA (Ctrl) or an shRNA against ZAP (ZAPi) were measured by real-time PCR. The relative ZAP mRNA level in HOS-Ctrl cells was set
as 100. The data presented are means and SD of three independent experiments. (E and F) Cells were infected with a retroviral vector expressing myc-tagged
ORF64_G at an MOI of 1. (E) At 48 h postinfection, ORF64_G mRNA levels were measured by real-time PCR. The relative ORF64_G mRNA level in HOS-Ctrl
cells was set as 100. The data presented are means and SD of three independent experiments. (F) The expression of ORF64_G protein was detected by Western
blotting.
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tively, these results identified RTA_M as a domain sufficient to
antagonize the antiviral activity of ZAP.

DISCUSSION

Viral infection induces host immune responses. Type I interferons
play critical roles in host innate immunity against viral infection.
To establish effective infection, herpesviruses have evolved a vari-
ety of mechanisms to counteract interferon-mediated antiviral ac-

tions, including blocking the interferon production pathway and
antagonizing interferon-induced antiviral effectors (32, 33).

ZAP is an interferon-inducible host antiviral factor (1–3, 34).
In this report, we show that MHV-68 infection upregulates ZAP
expression and that ZAP inhibits the expression of MHV-68
ORF64. We further demonstrate that the antiviral activity of ZAP
is antagonized by RTA (Fig. 5A). Our preliminary results indi-
cated that Kaposi’s sarcoma-associated herpesvirus (KSHV) pro-
teins (K8 and KRTA) also inhibit the antiviral activity of ZAP (Y.
Xuan and G. Gao, unpublished results), suggesting that such a
mechanism may be conserved among gammaherpesviruses.
These results provide an additional example of how herpesviruses
evade innate immunity. Our results also suggest that ZAP may
have a broader antiviral spectrum than it appears to have and is
thus an important antiviral effector.

ORF64 is a tegument protein that is essential for MHV-68 rep-
lication (22). Because of technical difficulties in expressing full-
length ORF64, we analyzed fragments of the ORF64 coding se-
quence and identified two ZAP-responsive elements (Fig. 2). In
addition, ZAP binds to ORF64 mRNA in MHV-68-infected cells
(Fig. 1). Based on these results, it is reasonable to assume that ZAP
inhibits the expression of ORF64. However, ZAP had little effect
on viral lytic replication (Fig. 4). We show here that the antiviral
activity of ZAP is antagonized by RTA. Since we analyzed only 19
MHV-68 proteins, determining whether ZAP is also antagonized
by other viral proteins awaits further investigation.

RTA is an immediate-early gene expressed in the lytic phase

TABLE 2 MHV-68 proteins tested for activity to antagonize ZAP

Protein name
Genome
location (nt)

Protein

Possible functiona

No. of
amino
acids Mass (kDa)

ORF6 11216–14527 1,103 122 Single-stranded DNA
binding protein

ORF9 19217–22297 343 41.2 DNA polymerase
ORF11 23488–24651 388 46.6 Virion protein
ORF18 29917–30768 284 34.1 Regulator of late-

gene expression
ORF21 32879–34810 644 77.3 Thymidine kinase
ORF27 45329–46090 254 30.5 Glycoprotein
ORF33 49588–50568 327 39.2 Tegument protein
ORF38 55544–55768 75 9.0 Myristylated

tegument protein
ORF40 57046–58875 610 73.2 Helicase-primase
ORF45 63655–64272 206 24.7 Tegument protein
ORF50 (RTA) 67907–69373 489 58.7 Transcriptional

activator
ORF52 70960–71364 135 16.2 Tegument protein
ORF56 73289–75793 835 100.2 Helicase-primase
ORF57 76662–77159 166 19.9 Posttranscriptional

regulator
ORF59 78258–79439 394 47.3 Processivity factor
ORF63 83751–86564 938 112.6 Tegument protein
ORF67 95738–96415 226 27.1 Tegument protein
ORF75b1 113901–111652 758 91.0 Tegument

protein/FGARAT
ORF75a1 117904–115883 681 81.7 Tegument

protein/FGARAT
a FGARAT, N-formylglycinamide ribotide amidotransferase.

FIG 4 ZAP has little effect on MHV-68 lytic replication. (A) 293TRex-ZAP
cells were infected with MHV-68 in quadruplicate for 1 h at an MOI of 0.2 PFU
per cell. The cells in two wells were mock treated, and those in the other two
were treated with tetracycline to induce ZAP expression. The supernatants
were collected at the time points indicated. The virus titer in each well was
measured in duplicate on BHK-21 cells (top). Tetracycline-induced ZAP ex-
pression was confirmed by Western blotting (bottom). The data presented are
means � SD of three independent experiments. d, day(s). (B) HOS cells stably
expressing a control shRNA (HOS-Ctrl) or an shRNA against ZAP (HOS-
ZAPi) were infected with MHV-68 for 1 h at an MOI of 0.5 PFU per cell. At 24
h postinfection, ZAP mRNA levels were measured by real-time PCR. The
relative ZAP mRNA level in mock-infected HOS-ctrl cells was set as 100. The
data presented are means and SD of three independent experiments. (C)
Supernatants were collected at the time points indicated. The virus titer in each
well was measured in duplicate on BHK-21 cells. The data presented are
means � SD of three independent experiments.
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(15, 20, 35). It is required for the transcription of multiple genes
and thus plays a pivotal role in the lytic phase of MHV-68 (16, 17,
20, 21). RTA inhibited the antiviral activity of ZAP in a dose-
dependent manner. Comparison of transfection-mediated ex-
pression and infection-mediated expression of RTA suggests that

the expression level of RTA in virus-infected cells would be high
enough to inhibit the antiviral activity of ZAP (Fig. 5). The tem-
poral relationship between RTA and ORF64 suggests that ZAP is
inhibited before ORF64 expression is initiated, which ensures the
later stages of virus replication.

FIG 5 MHV-68 RTA suppresses the antiviral activity of ZAP. (A) 293TRex-ZAP cells were transfected with pMLV-luc and pRL-TK, together with 0.9 �g
of a plasmid expressing the MHV-68 ORF indicated. The antiviral activity of ZAP was measured as described in the legend to Fig. 1A. The data presented
are means and SD from three independent experiments. (B) RTA inhibits ZAP’s antiviral activity in a dose-dependent manner. 293TRex-ZAP cells were
transfected with pMLV-luc and pRL-TK, together with the indicated amounts of an RTA-expressing plasmid. The antiviral activity of ZAP was measured
as described in the legend to Fig. 1A. The data presented are means and SD from three independent experiments. (C) 293TRex cells were transfected with
plasmids expressing myc-tagged ZAP and GFP with or without a plasmid expressing Flag-tagged RTA. At 6 h posttransfection, tetracycline was added to
induce ZAP expression. At 48 h posttransfection, the cells were lysed, and expression of ZAP was detected by Western blotting. (D) BHK-21 cells were
infected with either the recombinant virus or the wild-type (wt) virus at an MOI of 0.02. The supernatants were harvested at 0, 12, 24, 48, 72, and 96 h
postinfection, and viral titers were determined by plaque assays. (E) The same numbers of 293TRex cells were either infected with a recombinant MHV-68
carrying Flag-tagged RTA at the indicated MOI or transfected with the indicated amounts of a plasmid expressing Flag-tagged RTA, together with a fixed
amount of a plasmid expressing myc-tagged GFP to serve as a control. At 40 h posttransfection or 36 h postinfection, the cells were lysed, and the
expression levels of Flag-tagged RTA were measured by Western blotting. (F) Plasmids expressing Flag-tagged and myc-tagged NZAP254 were cotrans-
fected into HEK293 cells with or without a plasmid expressing HA-tagged RTA. At 48 h posttransfection, cells were lysed in lysis buffer containing RNase
A and DNase. Proteins were immunoprecipitated with anti-Flag antibody and Western blotted with the antibodies indicated. (G) Plasmids expressing
Flag-tagged and myc-tagged NZAP254 were cotransfected into HEK293 cells. At 6 h posttransfection, cells were mock infected or infected with MHV-68
at an MOI of 1. At 48 h posttransfection, the cells were lysed in lysis buffer containing RNase A and DNase. Proteins were immunoprecipitated with
anti-Flag antibody and Western blotted with the antibodies indicated.
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The functional domain of RTA that inhibits ZAP’s activity was
mapped to a fragment that contains the putative dimerization
domain (Fig. 6). RTA and RTA_M disrupted the N-terminal in-
termolecular interaction of ZAP molecules, which is required for
the function of ZAP (Fig. 5 and 6). Based on these results, it would
be reasonable to speculate that RTA interacts with ZAP. However,
direct interaction between RTA and ZAP was not detected in our
coimmunoprecipitation assays (data not shown). One possible
explanation for the failure to detect an interaction between RTA
and ZAP is that the interaction is too weak to be detected under
our experimental conditions. Another possible explanation is that
RTA disrupts the N-terminal intermolecular interaction of ZAP
via a molecule that has yet to be identified.

ZAP is expressed in multiple tissues in mice as judged by quan-

titative RT-PCR, with the highest levels in the spleen and lung
(data not shown), where MHV-68 replicates (14). These results
suggest that the interplay between ZAP and MHV-68 is likely to
exist during viral infection of mice. Nonetheless, the in vivo bio-
logical relevance of our observation reported here awaits further
investigation.
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FIG 6 Mapping the functional domain of RTA that suppresses the antiviral activity of ZAP. (A) Schematic representation of RTA proteins. The numbers indicate
amino acid positions. DZ, the putative dimerization domain. (B) 293TRex-ZAP cells were transfected with pMLV-luc and pRL-TK, together with a construct
expressing the truncated forms of RTA indicated. The antiviral activity of ZAP was measured as described in the legend to Fig. 1A (top). The expression of RTA
proteins was detected by Western blotting (bottom). The data presented are means and SD from three independent experiments. (C) Plasmids expressing
RTA_M and Flag-tagged ORF64_H were cotransfected into 293TRex-ZAP cells, along with a plasmid expressing myc-tagged GFP to serve as an internal control.
At 6 h posttransfection, the cells were mock treated or treated with tetracycline to induce ZAP expression. At 54 h posttransfection, the cells were lysed, and
expression of ORF64_H was detected by Western blotting. (D) Plasmids expressing Flag-tagged and myc-tagged NZAP254 were cotransfected into HEK293 cells,
with or without a plasmid expressing HA-tagged RTA_M. At 48 h posttransfection, the cells were lysed in lysis buffer containing RNase A and DNase. Proteins
were immunoprecipitated with anti-Flag antibody and Western blotted with the antibodies indicated.

Xuan et al.

2742 jvi.asm.org Journal of Virology

 on A
pril 22, 2013 by N

A
T

IO
N

A
L S

C
IE

N
C

E
 LIB

R
A

R
Y

http://jvi.asm
.org/

D
ow

nloaded from
 

http://jvi.asm.org
http://jvi.asm.org/


REFERENCES
1. MacDonald MR, Machlin ES, Albin OR, Levy DE. 2007. The zinc finger

antiviral protein acts synergistically with an interferon-induced factor for
maximal activity against alphaviruses. J. Virol. 81:13509 –13518.

2. Ryman KD, Meier KC, Nangle EM, Ragsdale SL, Korneeva NL, Rhoads
RE, MacDonald MR, Klimstra WB. 2005. Sindbis virus translation is
inhibited by a PKR/RNase L-independent effector induced by alpha/beta
interferon priming of dendritic cells. J. Virol. 79:1487–1499.

3. Wang N, Dong Q, Li J, Jangra RK, Fan M, Brasier AR, Lemon SM,
Pfeffer LM, Li K. 2010. Viral induction of the zinc finger antiviral protein
is IRF3-dependent but NF-kappaB-independent. J. Biol. Chem. 285:
6080 – 6090.

4. Gao G, Guo X, Goff SP. 2002. Inhibition of retroviral RNA production by
ZAP, a CCCH-type zinc finger protein. Science 297:1703–1706.

5. Zhu Y, Chen G, Lv F, Wang X, Ji X, Xu Y, Sun J, Wu L, Zheng YT, Gao
G. 2011. Zinc-finger antiviral protein inhibits HIV-1 infection by selec-
tively targeting multiply spliced viral mRNAs for degradation. Proc. Natl.
Acad. Sci. U. S. A. 108:15834 –15839.

6. Muller S, Moller P, Bick MJ, Wurr S, Becker S, Gunther S, Kummerer
BM. 2007. Inhibition of filovirus replication by the zinc finger antiviral
protein. J. Virol. 81:2391–2400.

7. Bick MJ, Carroll JW, Gao G, Goff SP, Rice CM, MacDonald MR. 2003.
Expression of the zinc-finger antiviral protein inhibits alphavirus replica-
tion. J. Virol. 77:11555–11562.

8. Chen S, Xu Y, Zhang K, Wang X, Sun J, Gao G, Liu Y. 2012. Structure
of N-terminal domain of ZAP indicates how a zinc-finger protein recog-
nizes complex RNA. Nat. Struct. Mol. Biol. 19:430 – 435.

9. Guo X, Carroll JW, Macdonald MR, Goff SP, Gao G. 2004. The zinc
finger antiviral protein directly binds to specific viral mRNAs through the
CCCH zinc finger motifs. J. Virol. 78:12781–12787.

10. Guo X, Ma J, Sun J, Gao G. 2007. The zinc-finger antiviral protein
recruits the RNA processing exosome to degrade the target mRNA. Proc.
Natl. Acad. Sci. U. S. A. 104:151–156.

11. Zhu Y, Gao G. 2008. ZAP-mediated mRNA degradation. RNA Biol.
5:65– 67.

12. Zhu Y, Wang X, Goff SP, Gao G. 2012. Translational repression precedes
and is required for ZAP-mediated mRNA decay. EMBO J. 31:4236 – 4246.

13. Virgin HW, IV, Latreille P, Wamsley P, Hallsworth K, Weck KE, Dal
Canto AJ, Speck SH. 1997. Complete sequence and genomic analysis of
murine gammaherpesvirus 68. J. Virol. 71:5894 –5904.

14. Stevenson PG, Efstathiou S. 2005. Immune mechanisms in murine gam-
maherpesvirus-68 infection. Viral Immunol. 18:445– 456.

15. Wu TT, Usherwood EJ, Stewart JP, Nash AA, Sun R. 2000. Rta of
murine gammaherpesvirus 68 reactivates the complete lytic cycle from
latency. J. Virol. 74:3659 –3667.

16. Allen RD, III, DeZalia MN, Speck SH. 2007. Identification of an Rta
responsive promoter involved in driving gammaHV68 v-cyclin expres-
sion during virus replication. Virology 365:250 –259.

17. Hong Y, Qi J, Gong D, Han C, Deng H. 2011. Replication and tran-
scription activator (RTA) of murine gammaherpesvirus 68 binds to an
RTA-responsive element and activates the expression of ORF18. J. Virol.
85:11338 –11350.

18. Pavlova IV, Virgin HW, IV, Speck SH. 2003. Disruption of gammaher-

pesvirus 68 gene 50 demonstrates that Rta is essential for virus replication.
J. Virol. 77:5731–5739.

19. Wu TT, Tong L, Rickabaugh T, Speck S, Sun R. 2001. Function of Rta
is essential for lytic replication of murine gammaherpesvirus 68. J. Virol.
75:9262–9273.

20. Martinez-Guzman D, Rickabaugh T, Wu TT, Brown H, Cole S, Song
MJ, Tong L, Sun R. 2003. Transcription program of murine gammaher-
pesvirus 68. J. Virol. 77:10488 –10503.

21. Pavlova I, Lin CY, Speck SH. 2005. Murine gammaherpesvirus 68 Rta-
dependent activation of the gene 57 promoter. Virology 333:169 –179.

22. Song MJ, Hwang S, Wong WH, Wu TT, Lee S, Liao HI, Sun R. 2005.
Identification of viral genes essential for replication of murine gamma-
herpesvirus 68 using signature-tagged mutagenesis. Proc. Natl. Acad. Sci.
U. S. A. 102:3805–3810.

23. Guo H, Shen S, Wang L, Deng H. 2010. Role of tegument proteins in
herpesvirus assembly and egress. Protein Cell 1:987–998.

24. Gredmark S, Schlieker C, Quesada V, Spooner E, Ploegh HL. 2007. A
functional ubiquitin-specific protease embedded in the large tegument
protein (ORF64) of murine gammaherpesvirus 68 is active during the
course of infection. J. Virol. 81:10300 –10309.

25. Schlieker C, Korbel GA, Kattenhorn LM, Ploegh HL. 2005. A deubiq-
uitinating activity is conserved in the large tegument protein of the her-
pesviridae. J. Virol. 79:15582–15585.

26. Gredmark-Russ S, Isaacson MK, Kattenhorn L, Cheung EJ, Watson N,
Ploegh HL. 2009. A gammaherpesvirus ubiquitin-specific protease is in-
volved in the establishment of murine gammaherpesvirus 68 infection. J.
Virol. 83:10644 –10652.

27. Inn KS, Lee SH, Rathbun JY, Wong LY, Toth Z, Machida K, Ou JH,
Jung JU. 2011. Inhibition of RIG-I-mediated signaling by Kaposi’s sarco-
ma-associated herpesvirus-encoded deubiquitinase ORF64. J. Virol. 85:
10899 –10904.

28. Xuan Y, Liu L, Shen S, Deng H, Gao G. 2012. Zinc-finger antiviral
protein inhibits murine gammaherpesvirus-68 M2 expression and regu-
lates viral latency in cultured cells. J. Virol. 86:12431–12434.

29. Usherwood EJ, Stewart JP, Nash AA. 1996. Characterization of tumor
cell lines derived from murine gammaherpesvirus-68-infected mice. J.
Virol. 70:6516 – 6518.

30. Wu TT, Liao HI, Tong L, Leang RS, Smith G, Sun R. 2011. Construction
and characterization of an infectious murine gammaherpesivrus-68 bac-
terial artificial chromosome. J. Biomed. Biotechnol. 2011:926258. doi:10
.1155/2011/926258.

31. DeZalia M, Speck SH. 2008. Identification of closely spaced but distinct
transcription initiation sites for the murine gammaherpesvirus 68 latency-
associated M2 gene. J. Virol. 82:7411–7421.

32. Mossman KL, Ashkar AA. 2005. Herpesviruses and the innate immune
response. Viral Immunol. 18:267–281.

33. Paludan SR, Bowie AG, Horan KA, Fitzgerald KA. 2011. Recognition of
herpesviruses by the innate immune system. Nat. Rev. Immunol. 11:143–
154.

34. DeFilippis VR, Robinson B, Keck TM, Hansen SG, Nelson JA, Fruh KJ.
2006. Interferon regulatory factor 3 is necessary for induction of antiviral
genes during human cytomegalovirus infection. J. Virol. 80:1032–1037.

35. Ebrahimi B, Dutia BM, Roberts KL, Garcia-Ramirez JJ, Dickinson P,
Stewart JP, Ghazal P, Roy DJ, Nash AA. 2003. Transcriptome profile of
murine gammaherpesvirus-68 lytic infection. J. Gen. Virol. 84:99 –109.

Interplay between ZAP and MHV-68

March 2013 Volume 87 Number 5 jvi.asm.org 2743

 on A
pril 22, 2013 by N

A
T

IO
N

A
L S

C
IE

N
C

E
 LIB

R
A

R
Y

http://jvi.asm
.org/

D
ow

nloaded from
 

http://dx.doi.org/10.1155/2011/926258
http://dx.doi.org/10.1155/2011/926258
http://jvi.asm.org
http://jvi.asm.org/

