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FIG. 5. Ability of Nef84-specific CTLs to suppress replication of HIV-1-Nef84-9R mutant virus. (A) Cytolytic activities of Nef84-specific CTL
clones in killing C1R-A*1101 cells pulsed with Nef84-9R peptide. CIR-A*1101 cells were prepulsed with various concentrations of Nef84,
Nef84-2L, or Nef84-2L9R peptide. Cytolytic activities of Nef84-specific CTL clones were measured at an effector-to-target ratio of 2:1. (B) Ability
of Nef84-2L9R peptide to bind HLA-A*1101. The affinity was measured by a stabilization assay using RMA-S-A*1101 cells. (C) Surface expression
of HLA class I molecules on CD4* T cells infected with NL-432-Nef84-2L9R. (D) Ability of each Nef84-specific CTL clone to suppress
NL-432-Nef84-2L9R replication in CD4" T cells. (E) Analysis of ability of all 3 Nef84-specific CTL clones to suppress replication of NL-432 or

NL-432-Nef84-2L9R.

Different functional abilities between ex vivo Nef73-

cific and Nef84-specific CTLs. We speculated that Nef84-
specific CTLs have a stronger functional ability in vivo than
Nef73-specific ones. Therefore, we investigated whether
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spe-  Nef84-specific CTLs from ex vivo PBMC would respond to the

specific epitope more effectively than Nef73-specific ones. To
compare functional abilities between these 2 CTLs, we se-
lected 5 individuals who had both Nef73-specific and Nef84-
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FIG. 6. PD-1 expression on Nef84- and Nef73-specific CD8™ T cells. (A and B) PD-1 expression on Nef84- and Nef73-specific CD8* T cells
among PBMCs from an HIV-1-infected individual (KI-015). PBMCs from KI-015 were stained with anti-CD3, anti-CD8, anti-PD-1 MADb, and the
tetramer. The frequency of tetramer™ CD8™ T cells in the lymphocyte population was plotted (left). The histogram shows PD-1 expression on the
specific CD8" T cells (right). (C) PD-1 expression on Nef84- and Nef73-specific CD8" T cells in PBMCs of HIV-1-infected individuals. PD-1
expression on the cells from each individual was normalized by the mean fluorescence intensity of the isotype control (NMFI). (D) PD-1 expression
on Nef84- and Nef73-specific CD8™ T cells from the same individuals (KI-015, -036, -387, -390, and -464). (E) PD-1 expression on CD8" T cells
having a strong ability to suppress HIV-1 replication in vitro and to select escape mutants. The left part of the plot shows 8 HLA-A*1101-restricted
Nef84-specific and 3 HLA-A*2402-restricted Nef-138-specific CD8* T cells that select escape mutants, and the right part shows 15 HLA-A*1101-
restricted Nef73-specific and 9 HLA-A*26-restricted Gagl69-specific CD8" T cells that do not select them.

specific CTLs. IFN-y production from these T cells among ex
vivo PBMC was measured after they had been stimulated with
Nef84 peptide or Nef73 peptide (Fig. 7A). The results showed
that the frequency of IFN-y-producing cells was higher for
Nef84-specific CD8™ T cells than for Nef73-specific ones from
each individual. That is, it is significantly higher for the former
T cells than for the latter ones (Fig. 7B; see also Fig. S3 in the
supplemental material). These results support the idea that
Nef73-specific T cells can partially function in vivo.

DISCUSSION

Previous studies showed an inverse correlation between the
plasma viral load (pVL) and the frequency of some HIV-1-
specific CTLs in HIV-1-infected individuals, indicating that

TABLE 1. Sequences of Nef73 and Nef84 epitopes in HIV-1 from
the 5 subjects whose Nef73- and Nef84-specific CD8 T cells
were analyzed for PD-1 expression

Patient ID or Sequence®

sequence

description Nef73 Nef84

Wild type QVPLRPMTYK AV(L)DL SHFLK
KI-015* - - - - - - - - - - R
KI-036¢ - - - - - - - - - - - L - === - = -
KI-387° - - - - - - - - - - - L - - - === -
KI-390° - - - - - - - - - - S R
KI-464> - - - - - - - - - - A K/RY
“ Sequences were analyzed by the direct sequencing method. “-” indicates

agreement with wild-type sequence.

? The same sample was analyzed for sequencing and PD-1 expression.

¢ This patient was analyzed for the sequence of HIV-1 on 6 October 2005 and
for PD-1 expression on the T cells on 14 July 1999.

4 The mixture of sequences carrying K or R at position 9 was detected.

these CTLs control HIV-1 in vivo (5, 28, 33). However, this
correlation was not found in the case of many other HIV-1-
specific CTLs (16, 25, 26), suggesting the possibility that the
quality of HIV-1-specific CTLs is a critical factor for the con-
trol of HIV-1 in vivo. However, it is not easy to assess the
quality of HIV-1-specifc CTLs. An assay to directly measure
the ability of the CTLs to suppress HIV-1 replication in vitro is
a very useful method to evaluate the ability of the CTLs to
control HIV-1. A previous study using this assay demonstrated
that the ability of HLA-B*5101-restricted HIV-1-specific CTLs
to suppress HIV-1 replication is dependent on the epitope
recognized by these CTLs (43). In addition, a recent study
showed that HLA-A*2402-restricted Nef138-specific CTLs
have a strong ability to suppress HIV-1 replication, whereas
HLA-A*2402-restricted Gagl33-8-, Pol797-8-, or Gag263-10-
specific CTLs showed a weak ability or no ability to suppress
HIV-1 replication (18).

The Nef138-specific CTLs select the 2F escape mutation
within 1 to 2 years after the start of an HIV-1 infection (18).
The frequency of the Nef138-specific CTLs is inversely corre-
lated with pVL in individuals infected with wild-type virus
before the virus with the 2F mutant (the 2F virus) is selected.
In contrast, it did not correlate with pVL in them after the 2F
virus appeared or in individuals originally infected with the 2F
virus (18). These observations strongly suggest that Nef138-
specific CTLs have a strong ability to suppress the replication
of wild-type HIV-1 in vivo, such that they can select the 2F
escape virus. Thus, a strong ability of HIV-1-specific CTLs to
suppress HIV-1 replication is necessary to select CTL escape
mutants in vivo.

In the present study, we showed that 2 HLA-A*1101-re-
stricted Nef-specific CTLs had a strong ability to suppress
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FIG. 7. Functional analysis of ex vivo Nef84- and Nef73-specific
CD8" T cells. (A) IFN-y production of Nef84- and Nef73-specific
CD8* T cells among PBMCs from an HIV-1-infected individual, KI-
036. PBMCs from KI-036 were stimulated with Nef73 peptide or Nef84
peptide and stained with anti-CD8, followed by intracellular staining
for IFN-y. The frequency of IFN-y* CD8" T cells among total CD8™
T cells was plotted. (B) Frequency of Nef84- and Nef73-specific CD8™
T cells producing IFN-y. The percent functionality was calculated as
follows: (frequency of IFN-y* CD8" T cells among total CD8" T
cells/that of tetramer™ CD8" T cells among total CD8™ T cells) X 100.

HIV-1 replication. Nef84-specific CTLs selected the escape
mutant 9R, whereas Nef73-specific ones did not select any
escape mutant. There are several hypotheses to explain the
difference in the abilities of these CTLs to select escape mu-
tants. One is that the frequency of mutations is much lower in
a part of the Nef73 epitope and its flanking region than in that
of the Nef84 epitope and its flanking region. This idea is not
likely to be true, however, because the analysis of sequences of
HIV-1 isolates reported in the Los Alamos HIV-1 Sequence
Database showed that the frequency of mutations in the Nef73
epitope is almost the same as that in the Nef84 one (data not
shown). Another possibility is that Nef73-specific CTLs can
have a strong ability to suppress HIV-1 replication in vitro but
not in vivo. We analyzed the ability of HIV-1-specific CTLs to
suppress HIV-1 replication by using the specific CTL clones.
Since CTL clones are established from a small part of the
memory or memory effector T-cell population that can effec-
tively proliferate, they may not reflect the CTLs in vivo.
Recent studies showed that PD-1 expression on HIV-1-spe-
cific T cells is associated with dysfunction of the T cells and
disease progression (15, 35, 44, 47). PD-1 is a regulator of
virus-specific T-cell survival (4, 8, 24, 31, 38). Therefore, we
speculated that Nef73-specific CD8* T cells express a higher
level of PD-1 on their cell surface, such that they lose their
ability to suppress HIV-1 replication in vivo. Indeed, the ex-
pression of PD-1 on Nef73-specific CD8" T cells was signifi-
cantly higher than that on Nef84-specific ones. This difference
was found in the case of both Nef73-specific and Nef84-specific
CDS8™ T cells present in the same individuals. In addition, the
ex vivo analysis of both Nef138-specific and Gagl69-specific
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CDS8* T cells having a strong ability to suppress HIV-1 repli-
cation in vitro confirmed that PD-1 was expressed significantly
at a lower level on the former T cells, which can select escape
mutants, than on those unable to select escape mutants. Thus,
since PD-1 expression on the latter cells was much higher than
that on the former ones, it is likely that the former could not
proliferate and promptly died in vivo so that they failed to
select escape mutants. A recent study showed that PD-1 ex-
pression on HIV-1-specific CD8" T cells decreased after the
variation appeared in the target epitope sequences (39), sug-
gesting that reduced signaling via T-cell receptors (TCR) de-
creased PD-1 expression. However, the present study showed
that lower expression of PD-1 was also found in 4 individuals
who had HIV-1 carrying the wild-type Nef84 epitope. There-
fore, the T cells in these individuals may not indicate that
reduced signaling via TCR decreased the PD-1 expression,
because they have wild-type HIV-1. Recent studies suggested
that PD-1 expression is a marker of homeostatic stimulation or
T-cell differentiation (9, 21, 27, 29, 37). The analysis of the
CD27 CD28 CD45RA phenotype of Nef73-specific and Nef84-
specific T cells in the 5 individuals excluded the possibility that
the difference in expression of PD-1 between these T cells was
due to that in differentiation status between these T cells. On
the other hand, the present study could not exclude another
interpretation, i.e., that the difference between these T cells in
ability to suppress HIV-1 replication in vivo is due to some
mechanism other than that involving PD-1 expression. We
showed that ex vivo Nef84-specific CD8" T cells had a stronger
ability to recognize the epitope than Nef73-specific ones, sug-
gesting that Nef84-specific CD8* T cells had a stronger ability
to suppress wild-type HIV-1 in vivo. Further study of these T
cells is necessary to clarify what determines a weak function of
Nef73-specific T cells and a strong function of Nef84-specific T
cells in vivo.

We showed in the present study that 1 of 2 HIV-1-specific
CD8" T cells having a strong ability to suppress HIV-1 repli-
cation in vitro selected escape mutants. In addition, we recently
found that 1 of 2 Pol epitope-specific HLA-B*5101-restricted
CD8" T cells and 1 Nef epitope-specific HLA-A*2402-re-
stricted CD8™ T cell having a strong ability to suppress HIV-1
replication in vitro could select escape mutants (6; our unpub-
lished observation). Thus, half of HIV-1-specific CD8" T cells
having a strong ability to suppress HIV-1 replication in vitro,
which were previously and presently analyzed, can select es-
cape mutants in vivo, whereas the other half of these CD8" T
cells lose this ability. High expression of PD-1 on the CD8* T

. cells may be one explanation for this difference. The mecha-

nism responsible for the presence of 2 types of CD8™ T cells in
HIV-1-infected individuals remains unknown.

In the present study, we showed that out of the HIV-1-
specific CTLs having the ability to suppress HIV-1 replication
in vitro, only those having a strong ability to recognize an
HIV-1 epitope can select escape mutants. Thus, it is not true
that CTL escape mutations are simply selected by CTLs having
a strong ability to suppress HIV-1 replication in vitro. It is still
unknown why a given HIV-1-specific CTL can have a strong
ability to recognize the epitope in vivo and others cannot, even
though both have a strong ability to suppress HIV-1 in vitro.
Further analysis of the function of HIV-1-specific CTLs in vivo
will be necessary for clarification of the immunopathogenesis
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of AIDS and the development of immunotherapy and an ef-
fective AIDS vaccine.

ACKNOWLEDGMENTS

The authors have no conflicting financial interests,

This research was supported by the Program of Founding Research
Centers for Emerging and Reemerging Infectious Diseases and by the
Global COE program “Gilobal Education and Research Center Aim-
ing at the control of AIDS,” launched as a project commissioned by the
Ministry of Education, Science, Sports, and Culture, Japan, by a grant-
in-aid for scientific research from the Ministry of Health, Japan, by a
grant-in-aid (no. 18390141) for scientific research from the Ministry of
Education, Science, Sports and Culture (n0.20390134), Japan, and by
a grant from the Japan Health Science Foundation.

‘We thank Yoshiko Tamura for her technical assistance and Sachiko
Sakai for her secretarial assistance.

REFERENCES

1. Adnan, S., A. Balamurugan, A. Trocha, M. S. Bennett, H. L. Ng, A. Ali, C.
Brander, and O. O. Yang. 2006. Nef interference with HIV-1-specific CTL
antiviral activity is epitope specific. Blood 108:3414-3419.

2. Akari, H., S. Areld, T. Fuknmori, T. Okazaki, K. Strebel, and A. Adachi.
2000. Nef-induced major histocompatibility complex class I down-regulation
is functicnally dissociated from its virion incorporation, enhancement of viral
infectivity, and CD4 down-regulation. J. Virol. 74:2907-2912.

3. Altman, I. D., P. A. Moss, P. J. Goulder, D. H. Barouch, M. G. McHeyzer-
Williams, J. 1. Bell, A. J. McMichael, and M. M. Davis. 1996. Phenotypic
analysis of antigen-specific T lymphocytes. Science 274:94-96.

4. Barber, D. L., E. J. Wherry, D. Masopust, B. Zhu, J. P. Allison, A. H. Sharpe,
G. J. Freeman, and R. Ahmed. 2006. Restoring function in exhausted CD8 T
cells during chronic viral infection. Nature 439:682-687.

5. Borrow, P., H. Lewicki, B. H. Hahn, G. M. Shaw, and M. B. Oldstone. 1994.
Virus-specific CD8™ cytotoxic T-lymphocyte activity associated with control
of viremia in primary human immunodeficiency virus type 1 infection. J. Vi-
rol. 68:6103-6110.

6. Borrow, P., H. Lewicki, X. Wei, M. S. Horwitz, N. Peffer, H. Meyers, J. A.
Nelson, J. E. Gairin, B. H. Hahn, M. B, Oldstone, and G, M. Shaw. 1997.
Antiviral pressure exerted by HIV-1-specific cytotoxic T lymphocytes (CTLs)
during primary infection demonstrated by rapid selection of CTL escape
virus. Nat. Med. 3:205-211.

7. Brander, C., 0. O. Yang, N. G. Jones, Y. Lee, P. Goulder, R. P. Johnson, A.
Trocha, D. Colbert, C. Hay, S. Buchbinder, C. C. Bergmann, H. J. Zweerink,
S. Wolinsky, W. A. Blattner, S. A, Kalams, and B, D, Walker, 1999. Efficient
processing of the immunodominant, HLA-A*0201-restricted human immu-
nodeficiency virus type 1 cytotoxic-T-lymphocyte epitope despite multiple
variations in the epitope flanking sequences. J. Virol. 73:10191-10198.

8. Chen, L. 2004. Co-inhibitory molecules of the B7-CD28 family in the control
of T-cell immunity. Nat. Rev. Immunol. 4:336-347.

9. Chomont, N., M. El-Far, P. Ancuta, L. Trantmann, F, A. Procopio, B.
Yassine-Diab, G. Boucher, M.-R. Boulassel, G. Ghattas, J. M. Brenchley,
T. W. Schacker, B. J. Hill, D. C. Douek, J.-P. Routy, E. K. Haddad, and R.-P.
Sekaly. 2009. HIV reservoir size and persistence are driven by T cell survival
and homeostatic proliferation. Nat. Med. 15:893-900.

10. Choppin, J., W, Cohen, A, Bianco, J. Briand, F. Connan, M. Dalod, and J.
Gullet, 2001. Characteristics of HIV-1 Nef regions containing multiple
CD8+ T cell epitopes: wealth of HLA-binding motifs and sensitivity to
proteasome degradation. J. Immunol. 166:6164—6169.

11. Chujoh, Y., Y. Sobao, K. Miwa, Y. Kaneko, and M. Takiguchi. 1998. The role
of anchor residues in the binding of peptides to HLA-A*1101 molecules.
Tissue Antigens 52:501-509.

12. Collins, K. L., and D. Baltimore. 1999. HIV’s evasion of the cellular immune
response. Immunol. Rev. 168:65-74.

13. Collins, K. L., B. K. Chen, S. A. Kalams, B. D. Walker, and D. Baltimore.
1998. HIV-1 Nef protein protects infected primary cells against killing by
cytotoxic T lymphocytes. Nature 391:397-401.

14. Culmann-Penciolelli, B., S. Lamhamedi-Cherradi, I. Couillin, N. Guegan,
J. P, Levy, J. G. Guillet, and E. Gomard. 1994. Identification of multi-
restricted immunodominant regions recognized by cytolytic T lymphocytes in
the human immunedeficiency virus type 1 Nef protein. J. Virol. 68:7336—
7343, .

15. Day, C. L., D. E. Kaufmann, P. Kiepiela, J. A. Brown, E. S. Moodley, S.
Reddy, E. W, Mackey, J. D. Miller, A, J. Leslie, C. DePierres, Z. Mncube, J.
Duraiswamy, B. Zhu, Q, Eichbaum, M. Altfeld, E. J. Wherry, H. M. Coova-
dia, P. J. R. Goulder, P. Klenerman, R. Ahmed, G. J. Freeman, and B. D.
Walker. 2006. PD-1 expression on HIV-specific T cells is associated with
T-cell exhaustion and disease progression. Nature 443:350-354.

16. Frahm, N., P. Kiepiela, S. Adams, C. H. Linde, H. S. Hewitt, K. Sango, M. E.
Feeney, M. M. Addo, M., Lichterfeld, M. P. Lahaie, E. Pae, A, G. Wurcel, T.

17.

18.

19.

20.

21.

22

23.

24.

25.

26.

27.

28.

29.

30.

3L

32.

33

34

35.

36.

J. VIROL.

Roach, M. A. S. John, M. Altfeld, F. M, Marincola, C. Moore, S. Mallal, M.
Carrington, D. Heckerman, T. M., Allen, J. I. Mullins, B. T. Korber, P. J. R.
Goulder, B. D, Walker, and C. Brander. 2006. Control of human immuno-
deficiency virus replication by cytotoxic T lymphocytes targeting subdomi-
nant epitopes. Nat. Immunol. 7:173-178.

Fujiwara, M., and M. Takiguchi. 2007, HIV-1-specific CTLs effectively sup-
press replication of HIV-1 in HIV-1-infected macrophages. Blood 109:4832-
4838.

Fujiwara, M., J. Tanuma, H. Koizumi, Y. Kawashima, K. Honda, S. Mas-
tuoka-Aizawa, S. Dohki, S. Oka, and M. Takiguchi. 2008. Different abilities
of escape mutant-specific cytotoxic T cells to suppress replication of escape
mutant and wild-type human immunodeficiency virus type 1 in new hosts.
J. Virol. 82:138-147.

Fukada, K., H. Tomiyama, C. Wasi, T. Matsuda, S. Kusagawa, H. Satg, S.
Oka, Y. Takebe, and M. Takiguchi. 2002. Cytotoxic T-cell recognition of
HIV-1 cross-clade and clade-specific epitopes in HIV-1-infected Thai and
Japanese patients. AIDS 16:701-711.

Goulder, P. J., R. E. Phillips, R. A. Colbert, S. McAdam, G. Ogg, M. A.
Nowak, P. Giangrande, G. Luzzi, B. Morgan, A. Edwards, A. J. McMichael,
and S. Rowland-Jones. 1997. Late escape from an immunodominant cyto-
toxic T-lymphocyte response associated with progression to AIDS. Nat. Med.
3:212-217.

Hokey, D. A, et al. 2008. Activation drives PD-1 expression during vaccine-
specific proliferation and following lentiviral infection in macaques. Eur.
J. Immunol. 38:1435-1445.

Ibe, M., Y. Ikeda-Moore, K. Miwa, Y. Kaneko, S, Yokota, and M. Takiguchi.
1996. Role of strong anchor residues in the effective binding of 10-mer and
11-mer peptides to HLA-A*2402 molecules, Immunogenetics 44:233-241.
Ikeda-Moore, Y., H, Tomiyama, M. Ibe, S, Oka, K, Miwa, Y. Kaneko, and M.
Takiguchi. 1998. Identification of a novel HLA-A24-restricted cytotoxic T-
lymphocyte epitope derived from HIV-1 Gag protein. AIDS 12:2073-2074.
Ishida, Y., Y. Agata, K. Shibahara, and T. Honjo. 1992. Induced expression
of PD-1, a novel member of the immunoglobulin gene superfamily, upon
programmed cell death. EMBO J. 11:3887-3895.

Kiepiela, P., A. J. Leslie, I. Honeyborne, D. Ramduth, C. Thobakgale, S.
Chetty, P. Rathnavalu, C. Moore, K. J. Pfafferott, L. Hilton, P. Zimbwa, S.
Moore, T. Allen, C. Brander, M. M, Addo, M. Alsfeld, L. James, S. Mallal, M.
Bunce, L. D, Barber, J. Szinger, C. Day, P. Klenerman, J. Mullins, B.
Korber, H. M. Coovadia, B. D. Walker, and P. J. R. Goulder, 2004. Domi-
nant influence of HLA-B in mediating the potential co-evolution of HIV and
HLA. Nature 432:769-774.

Kiepiela, P., K. Ngumbela, C. Thobakgale, D. Ramduth, 1. Honeyborne, E.
Moodley, S. Reddy, C. de Pierres, Z. Mncube, N. Mkhwanazi, K. Bishop, M.
van der Stok, K. Nair, N. Khan, H. Crawford, R. Payne, A. Leslie, J. Prado,
A. Prendergast, J. Frater, N. McCarthy, C. Brander, G. H. Learn, D. Nickle,
C. Roussean, H. Coovadia, J. I. Mullins, D. Heckerman, B. D. Walker, and
P. Goulder. 2007. CD8+ T-cell responses to different HIV proteins have
discordant associations with viral load, Nat. Med. 13:46-53.

Kinter, A. L., et al. 2008. The common vy-chain cytokines 1L-2, IL-7, IL-15
and IL-21 induce the expression of programmed death-1 and its ligands.
J. Immunol. 181:6738-6746.

Koup, R. A,, J. T. Safrit, Y. Cao, C. A. Andrews, G. McLeod, W. Borkowsky,
C. Farthing, and D. D. Ho. 1994. Temporal association of cellular immune
responses with the initial control of viremia in primary human immunode-
ficiency virus type 1 syndrome. J. Virol. 68:4650-4655.

Lin, 8. J., C. D. Peacock, K. Bahl, and R. M. Welsh. 2007. Programmed
death-1 (PD-1) defines a transient and dysfunctional oligoclonal T cell pop-
ulation in acute homeostatic proliferation. J. Exp. Med. 204:2321-2333.
Ljunggren, H. G., N. J. Stam, C. Ohien, J. J. Neefjes, P. Hoglund, M. T.
Heemels, J. Bastin, T. N. M. Sh her, A. Tow d, K. Karre, and H, L.
Ploegh. 1990. Empty MHC class 1 molecules come out in the cold. Nature
346:476-480.

Nishimura, H., M. Nose, H, Hiai, N, Minato, and T. Honjo. 1999. Develop-
ment of lupus-like autoimmune diseases by disruption of the PD-1 gene
encoding an ITIM motif-carrying immunoreceptor. Immunity 11:141-151.
O’Brien, 8. J., X. Gao, and M. Carrington, 2001. HLA and AIDS: a cau-
tionary tale. Trends Mol. Med. 7:379-381.

Ogg, G. 8, X. Jin, S. Bonhoeffer, P. R. Dunbar, M. A. Nowak, S. Monard,
J. P. Segal, Y. Cao, S. L. Rowland-Jones, V. Cerundolo, A. Hurley, M.
Markowitz, D. D. Ho, D. F. Nixon, and A. J. McMichael. 1998. Quantitation
of HIV-1-specific cytotoxic T lymphocytes and plasma load of viral RNA.
Science 279:2103-2106.

Okamoto, M., M. Makino, I. Kitajima, §. Maruyama, and M. M. Baba. 1997.
HIV-1-infected myelomonocytic cells are resistant to Fas-mediated apopto-
sis: effect of tumor necrosis factor-alpha on their Fas expression and apop-
tosis. Med. Microbiol. Immunol. 186:11-17.

Petrovas, C,, J. P. Casazza, J. M. Brenchley, D. A, Price, E. Gostick, W, C.
Adams, M. L. Precopio, T. Schacker, M. Roederer, D. C. Douek, and R. A,
Koup. 2006. PD-1 is a regulator of virus-specific CD8+ T cell survival in HIV
infection. J. Exp. Med. 203:2281-2292.

Phillips, R. E., S. Rowland-Jones, D. F. Nixon, F. M, Gotch, J. P. Edwards,
A. O. Ogunlesi, J. G. Elvin, J. A, Rothbard, C. R. Bangham, C. R. Rizza, and

65



VoL. 84, 2010

37.

38.

39.

40.

41.

42,

A. J. McMichael. 1991. Human immunodeficiency virus genetic variation
that can escape cytotoxic T cell recognition. Nature 354:453-459.

Sauce, D,, J. R. Almeida, M, Larsen, L. Haro, B. Autran, G. J. Freeman, and
V. Appay. 2007. PD-1 expression on human CDS8 T cells depends on both
state of differentiation and activation status. AIDS 21:2005-2013.

Sharpe, A. H., and G. J. Freeman. 2002. The B7-CD28 superfamily. Nat.
Rev. Immunol. 2:116-126.

Streeck, H., Z. L. Brumme, M. Anastario, K. W. Cohen, J. S, Jolin, A. Meier,
C. J. Brumme, E. S. Rosenberg, G. Alter, T. M, Allen, B. D. Walker, and M.
Altfeld. 2008. Antigen load and viral sequence diversification determine the
functional profile of HIV-1-specific CD8+ T cells. PLoS Med. 5:e100.
Stuber, G., 8. Modrow, P. Hoglund, L. Franksson, J. Elvin, H. Wolif, K.
Karre, and G. Klein. 1992. Assessment of major histocompatibility complex
class T interaction with Epstein-Barr virus and human immunodeficiency
virus peptides by evaluation of membrane H-2 and HLA in peptide loading-
deficient cells. Eur. J. Immunol. 22:2697-2703,

Tanabe, M., M. Sekimata, S. Ferrone, and M. Takiguchi. 1992. Structural
and functional analysis of monemorphic determinants recognized by mono-
clonal antibodies reacting with the HLA class I alpha 3 domain. J. Immunol.
148:3202-3209.

Tomiyama, H., H. Akari, A. Adachi, and M, Takiguchi. 2002. Different
effects of Nef-mediated HLA class I down-regulation on human immunode-
ficiency virus type 1-specific CD8" T-cell cytolytic activity and cytokine
production. J. Virol. 76;7535-7543.

66

SELECTION OF ESCAPE MUTANTS BY HIV-1-SPECIFIC CTLs

43.

45.

47.

. Trautmann, L., L. Janb

5519

Tomiyama, H., M. Fujiwara, S. Oka, and M. Takiguchi. 2005. Epitope-
dependent effect of Nef-mediated HLA class I down-regulation on ability of
HIV-1-specific CTLs to suppress HIV-1 replication. J. Immunol. 174:36-40.
N. Ch t, E. A. Said, S. Gimmig, B.
Bessette, M. R. Boulassel, E. Delwart, H. Sepulveda, R. S. Balderas, J.
Routy, E. K. Haddad, and R, Sekaly. 2006. Upregulation of PD-1 expression
on HIV-specific CD8" T cells leads to reversible immune dysfunction. Nat.
Med. 12:1198-1202.

Yang, 0. 0., P. T. Nguyen, S, A. Kalams, T. Docfman, H. G. Gottlinger, S.
Stewart, I, 8. Chen, S. Threlkeld, and B. D, Walker. 2002. Nef-mediated
resistance of human immunodeficiency virus type 1 to antiviral cytotoxic T
lymphocytes. I. Virol, 76:1626-1631.

. Yokomzku, Y., H. Miura, H. Tomiyama, A. Kawana-Tachikawa, M.

Takiguchi, A. Kojima, Y. Nagai, A. Iwamoto, Z. Matsuda, and K. Ariyo-
shi. 2004. Impaired processing and presentation of cytotoxic-T-lympho-
cyte {CTL) epitopes are major escape mechanisms from CTL immune
pressure in human immunodeficiency virus type 1 infection. J. Virol.
78:1324-1332.

Zhang, J. Y., Z. Zhang, X. Wang, J. L. Fu, J. Yao, Y. Jiao, L. Chen, H, Zhang,
J. Wei, L. Jin, M. Shi, G. F. Gao, H. Wu, and F. S. Wang. 2007. PD-1
up-regulation is correlated with HIV-specific memory CD8+ T-cell exhaus-
tion in typical progressors but not in long-term nonprogressors. Blood 109:
4671-4678.



JOURNAL OF VIROLOGY, July 2010, p. 7151-7160
0022-538X/10/$12.00 doi:10.1128/JV1.00171-10

Vol. 84, No. 14

Copyright © 2010, American Society for Microbiology. All Rights Reserved.

Long-Term Control of HIV-1 in Hemophiliacs Carrying
Slow-Progressing Allele HLA-B*5101"}

Yuka Kawashima,'$ Nozomi Kuse,"} Hiroyuki Gatanaga,*} Takuya Naruto,' Mamoru Fujiwara,!
Sachi Dohki,' Tomohiro Akahoshi,! Katsumi Maenaka,* Philip Goulder,’
Shinichi Oka,>* and Masafumi Takiguchi'*
Divisions of Viral Immunology' and Infectious Disease,” Center for AIDS Research, Kumamoto University, 2-2-1 Honjo,

Kumamoto 860-0811, AIDS Clinical Center, National Center for Global Health and Medicine, 1-21-1 Toyama, Shinjuku,
Tokyo 162-8655,> and Medical Institute of Bioregulation, Kyushu University, 3-1-1 Maidashi, Fukuoka,* Japan, and Depariment of

Paediatrics, Peter Medawar Building for Pathogen Research, Oxford University, Oxford OX1 3SY, United Kingdom®

Received 25 January 2010/Accepted 12 April 2010

HLA-B*51 alleles are reported to be associated with slow disease progression to AIDS, but the mechanism
underlying this association is still unclear. In the present study, we analyzed the effect of HLA-B*5101 on
clinical outcome for Japanese hemophiliacs who had been infected with HIV-1 before 1985 and had been
recruited in 1998 for this study. HLA-B*5101" hemophiliacs exhibited significantly slow progression. The
analysis of HLA-B*5101-restricted HIV-1-specific cytotoxic T-lymphocyte (CTL) responses to 4 HLA-B*-
restricted epitopes in 10 antiretroviral-therapy (ART)-free HLA-B*5101" hemophiliacs showed that the fre-
quency of Pol283-8-specific CD8™ T cells was inversely correlated with the viral load, whereas the frequencies
of CD8* T cells specific for 3 other epitopes were positively correlated with the viral load. The HLA-B*5101+
hemophiliacs whose HIV-1 replication had been controlled for approximately 25 years had HIV-1 possessing
the wild-type Pol283-8 sequence or the Pol283-8V mutant, which does not critically affect T-cell recognition,
whereas other HLA-B*5101" hemophiliacs had HIV-1 with escape mutations in this epitope. The results
suggest that the control of HIV-1 over approximately 25 years in HLA-B*5101-positive hemophiliacs is
associated with a Pol283-8-specific CD8" T-cell response and that lack of control of HIV-1 is associated with

the appearance of Pol283-8-specific escape mutants.

Human immunodeficiency virus type 1 (HIV-1)-specific
CD8" T cells play a critical role in the control of HIV-1
infections (26, 5), but HIV-1 escape occurs during acute and
chronic phases of an HIV-1 infection (6, 14). There are several
mechanisms affording HIV-1 escape from the host immune
system. They include the appecarance of mutants that escape
from HIV-1-specific cytotoxic T lymphocytes (CTLs) (6, 14)
and neutralizing antibodies (27, 47, 48), impaired recognition
of HIV-1-infected cells by HIV-1-specific CTLs due to Nef-
mediated downregulation of HLA class I molecules (8, 42),
and impaired function of HIV-1-specific T cells (3).

It is well known that long-term nonprogressors (LTNPs),
who remain disease free and have very low or undetectable
viral loads (VLs) in the absence of antiretroviral therapy
(ART), exist as a very small population of HIV-1-infected
individuals (7, 21, 38). A small minority of these LTNPs were
infected by HIV-1 containing deletions in viral accessory mol-
ecules (10, 17, 24). HLA alleles such as HLA-B*57/5801, HLA-
B*27, and HLA-B*51 are associated with slow progression to
AIDS (19, 22, 37). Indeed, it is reported that many LTNPs
carry these HLA alleles (31, 36). These findings imply that
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HIV-1-specific CTLs restricted by these alleles may play an
important role in the control of HIV-1 replication in LTNPs.
The mechanism of control of HIV-1 replication has been an-
alyzed in L'TNPs and slow progressors carrying HLA-B*57/
5801, HLA-B*27, or HLA-B*13, and has been related to the
Gag-specific CD8* T-cell epitopes presented by these alleles
(9, 11, 14, 16, 34). On the other hand, the mechanism under-
lying the association between HLA-B*5101 and slow progres-
sion remains unclear. To date, no study of the mechanism of
control of HIV-1 in HLA-B*5101" LTNPs has been reported.

Since the data indicate that HIV-1 replication can be con-
trolled for more than 20 years in LTNP hemophiliacs, analysis
of HIV-1-specific immune responses and HIV-1 in these pa-
tients is useful for investigating the immunological control of
HIV-1. In Japan, HLA-B*57/58 and HLA-B*27 are very rare
alleles (18). Therefore, it was speculated that only HLA-B*51
would play an important role in the control of HIV-1 replica-
tion in HIV-1-infected Japanese donors.

We showed previously that 2 Pol peptides and 1 Gag
peptide were HLA-B*5101-restricted immunodominant
CTL epitopes (45). Two Pol-specific CTLs are known to
have strong abilities to suppress HIV-1 replication in vitro
(43). Our recent study using 9 cohorts showed that of these
T cells, Pol283-specific CTLs select mutations at position 8
(position 135 of reverse transcriptase [RT]) in the epitope
(20). A Thr mutation at position 8 (8T) was found predom-
inantly in HIV-1-infected HLA-B*5101" donors, whereas
the 8R, 8L, and 8V mutations were also found in these
donors. The 8T, 8L, and 8R mutants had fitness similar to
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that of the wild-type virus, whereas the 8V mutation had a
higher fitness cost than the others.

In the present study, we analyzed the effect of HLA-B*5101
on clinical outcome in Japanese hemophiliacs infected with
HIV-1. In addition, we investigated the role of HLA-B*5101-
restricted HIV-1-specific CTLs in vivo in HLA-B*5101" LTNP
and slow-progressing Japanese hemophiliacs who had not been
treated with antiretroviral therapy for approximately 25 years.
Qur results revealed a role for Pol283-8-specific HLA-B*5101-
restricted HIV-1-specific CTLs in the long-lasting (approxi-
mately 25 years) control of HIV-1 replication.

MATERIALS AND METHODS

Patients. One hundred eight Japancse hemophiliacs who had been infected
with HIV-1 before 1985, mostly around 1983, were recruited for the present
study, which was approved by the ethics committees of Kumamoto University
and the National Center for Global Health and Medicine. Written informed
consent was obtained from all subjects according to the Declaration of Helsinki.
Patient HLA type was determined by standard sequence-based genotyping. For
sequence analysis, blood specimens were collected in EDTA. Plasma and
peripheral blood mononuclear cells (PBMCs) were separated from heparinized
whole blood.

Cells. C1R and 721.221 cells expressing HLA-B*5101 (C1R-B*5101 and
721.221-B5101, respectively) were generated previously (15, 33, 44). All cells
were maintained in RPMI 1640 medium supplemented with 10% fetal calf serum
(FCS) and 0.15 mg/ml hygromycin B.

HIV-1 clones. An infectious proviral clone of HIV-1, pNL-432, and its mutant,
pNL-M20A (containing a substitution of Ala for Met at residue 20 of Nef), were
reported previously (1). Pol283-8 and Pol743-9 mutant (Pol283-8L, -8T, -8V, and
-8R; Pol743-11, -51, and -4151) viruses were generated based on pNL-432 by using
the GeneTailor site-directed mutagenesis system (Invitrogen).

HLA class I tetramers. HLA class I-peptide tetrameric complexes (tetramers)
were synthesized as described previously (2). Four HIV-1 specific epitopes
(Pol283-8, Pol743-9, Gag327-8, and Rev71-11) (45) were used for the refolding
of HLA-B*5101 molecules. Phycoerythrin (PE)-labeled streptavidin (Molecular
Probes) was used for the generation of the tetramers.

Flow cytometric analysis using tetramers. PBMCs were incubated with the
tetramers at 37°C for 30 min. The cells were subsequently washed twice with
RPMI-10% newborn calf serum (NCS) and were then stained with an anti-CD8
monoclonal antibody (MAD). Next, they were incubated at 4°C for 30 min and
were then washed twice with RPMI-10% NCS. The cells were finally resus-
pended in phosphate-buffered saline (PBS) containing 2% paraformaldehyde,
and then the percentage of tetramer-positive cells among the CD8" population
was detcrmined by using a FACSCalibur flow cytometer (BD Bioscience, San
Jose, CA).

Generation of CTL clones. Pol283-8-specific CTL clones and Pol743-9-specific
CTL clones were generated from HIV-1-specific bulk-cultured T cells by limiting
dilution in U-bottom 96-well microtiter plates (Nunc, Roskilde, Denmark) con-
taining 200 pl of cloning mixture (about 1 X 10° irradiated allogeneic PBMCs
from healthy donors and 1 x 10° irradiated CIR-B*5101 cells prepulsed with the
corresponding peptide at 1 uM in RPMI 1640 supplemented with 10% human
plasma and 200 U/ml human recombinant interleukin-2 [rIL-2]) (43).

CTL assay for target cells infected with HIV-1. The cytotoxicity of CTL clones
for 721.221-B5101 cells infected with HIV-1 (>30% p24 antigen [Ag]-positive
cells) was determined by the standard 3'Cr release assay as described previously
(42). The infected cells were incubated with 150 p.Ci Na,®'CrQy, in saline for 60
min, and then the infected cells were washed three times with RPMI 1640
medium containing 10% NCS. Labeled target cells (2 X 10%/well) were added to
each well of a U-bottom 96-well microtiter plate (Nunc, Roskilde, Denmark)
with effector cells at an effector-to-target cell (E:T) ratio of 2:1. The cells were
then incubated for 6 h at 37°C. The supernatants were collected and analyzed
with a gamma counter.

Assay for suppression of HIV-1 replication by HIV-1-specific CTLs. The abil-
ity of HIV-1-specific CTLs to suppress HIV-1 replication was examined as
previously described (42). CD4* T cells isolated from PBMCs were derived from
an HIV-1-seronegative individual with HLA-B*5101. After the CD4™ T cells had
been incubated with the desired HIV-1 clones for 4 h at 37°C, they were washed
three times with R10 medium. The HIV-l-infected CD4* T cells were then
cocultured with HIV-1-specific CTL clones. From day 3 to day 7 postinfection,
culture supernatants were collected, and the concentration of p24 Ag in the

68

J. VIROL.

supernatants was measured by an enzyme-linked immunosorbent assay (ELISA)
(HIV-1 p24 Ag ELISA kit; ZeptoMetrix).

Sequencing of proviral DNA or plasma RNA. Genomic DNA was extracted
from PBMCs by using a QIlAamp DNA blood minikit (Qiagen). Viral RNA was
extracted from the plasma of HIV-1-infected individuals by using a QIAamp
Mini Elute virus spin kit (Qiagen). cDNA was synthesized from the RNA with
SuperScript IT and random primers (Invitrogen). We amplified HIV RT and
integrase sequences by nested PCR using RT-specific primers 5'-CCAAAAGT
TAAGCAATGGCC-3' and 5'-CCCATCCAAAGGAATGGAGG-3' or 5'-CC
TTGCCCCTGCTTCTGTAT-3' for the first round of PCR and 5-AGTTAGG
AATACCACACCCC-3' and 5'-GTAAATCCCCACCTCAACAG-3' or 5'-AA
TCCCCACCTCAACAGAAG-3' for the second round and integrase-specific
primers 5'-ATCTAGCTTTGCAGGATTCGGG-3' and 5'-CCTTAACCGTAG
TACTGGTG-3’ or 5'-CCTGATCTCTTACCTGTCC-3' for the first round of
PCR and 5-AAAGGTCTACCTGGCATGGG-3' or 5-TTGGAGAGCAATG
GCTAGTG-3' and 5'-AGTCTACTTGTCCATGCATGGC-3' for the second
round. PCR products were either sequenced directly or cloned by using a TOPO
TA cloning kit (Invitrogen) and then sequenced. Sequencing was done with a
BigDye Terminator cycle sequencing kit (version 1.1; Applied Biosystems), and
sequences were analyzed by use of an ABI PRISM 310 genetic analyzer.

Cell surface staining and intracellular cytokine staining (ICC assay). PBMCs
from HIV-l-infected individuals were stimulated with the desired peptide (1
pM) and cultured for 12 to 14 days. These cultured PBMCs were assessed for
gamma interferon (IFN-y)-producing activity as previously described (42). After
CIR-B*5101 cells had been incubated for 60 min with epitope peptides (1 uM),
they were washed twice with RPMI 1640 containing 10% FCS. These CIR cells
and the cultured PBMCs were incubated at 37°C for 6 h at an effector-to-
stimulator ratio of 2:1 or 4:1 after the addition of brefeldin A (10 pg/mi}. Next,
the cells were stained with an anti-CD8 MAb (Dako Corporation, Glostrup,
Denmark), fixed with 4% paraformaldehyde at 4°C for 20 min, and then perme-
abilized at 4°C for 10 min with PBS supplemented with 0.1% saponin containing
20% NCS (permeabilizing buffer). The cells were resuspended in the pcrmeabi-
lizing buffer and were then stained with an anti-IFN-y MAb (BD Bioscience
Pharmingen, San Diego, CA). Finally, they were resuspended in PBS containing
2% paraformaldehyde, and then the percentage of CD8™ cells positive for
intracellular IFN-y was determined by using a FACSCalibur flow cytometer.

RESULTS

Association of HLA-B#*5101 with long-term control of HIV-1
in HIV-1-infected Japanese hemophiliacs. We recruited 108
Japanese hemophiliacs who had been infected with HIV-1
before 1985. Eighteen of the patients had not been treated
with any antiretroviral therapy (ART) and had CD4 counts of
>350 (very-slow-progressor [VSP] group) by 1998, whereas the
other 90 patients had been treated with ART and/or had a
CD4 count of <350 (slow-progressor [SP] group). The fre-
quency of HLA-B*5101 in the VSP group (9 of 18 donors
[50.0%]) was higher than that in the SP group (15 of 90 donors
[16.7%]), and the difference between these 2 groups was sig-
nificant (P, 0.01). We analyzed the association of HLA class I
alleles with disease progression during the years 1998 to 2007
in the VSP group. The 9 HLA-B*5101" VSP hemophiliacs
exhibited significantly slower progression of the disease over
this period than the 9 HLA-B*5101~ subjects (Fig. 1), and no
other HLA-B alleles or HLA-A/DR alleles showed any signif-
icant influence on the progression of the disease in this group
(not shown). One HLA-B*3501" VSP hemophiliac was found
in the HLA-B*5101™ group, but none were found in the HLA-
B*5101° group, indicating that HLA-B*3501, which is associ-
ated with rapid progression to AIDS, did not affect the results
for the 2 VSP groups. Other HLA-A/B/DR alleles were not
associated with the HLA-B*5101* or the HLA-B*5101"
group (see Table S1 in the supplemental material). These
results, taken together, show that the HLA-B*5101 allele was
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FIG. 1. Association of HLA-B*5101 with slow progression to
AIDS. Kaplan-Meier survival analysis was used to estimate the time to
the first CD4 cell count (24-week time-weighted average levels of CD4
cells) of <350/ul? for 9 HLA-B*5101-positive (solid line) and 9 HLA-
B*5101-negative (dashed line) hemophiliacs who had not been treated
with antiretroviral therapy (ART) and who had a CD4 count of
>350/pl in 1998.

still associated with slow progression of the disease more than
20 years postinfection.

Control of HIV-1 replication by HLA-B*5101-restricted
CD8* T cells. A previous study demonstrated that 2 types of
HLA-B*5101-restricted CTLs, Pol283-8 (TAFTIPSI)-specific
and Pol743-9 (LPPVVAKEI)-specific CTLs, suppressed
HIV-1 replication in vitro much more strongly than did other
HLA-B*5101-restricted CTLs (43), suggesting that these CTLs
may play a key role in the control of HIV-1 in the HLA-
B*5101" SP group. To investigate the control of HIV-1 by
these CTLs, we selected 10 HLA-B*5101-positive donors (8
VSPs and 2 SPs) who had not been treated with ART by 1998
and whose PBMC samples were available for analysis of HLA-
B*5101-restricted CTLs (see Fig. S1 and Table S2 in the sup-
plemental material). Three of the 8 VSP patients had VLs
below 1,000 copies at all time points tested and were classified
as LTNPs. We found that only 3 of the 108 HIV-1-infected
hemophiliacs (KI-021, KI-051, and KI-124) were LTNPs for
approximately 25 years and that all 3 of these LTNPs carried
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HLA-B*5101. We generated 4 HLA-B*5101 tetramers carry-
ing Pol283-8, Pol743-9, Gag327-9, or Rev71-11, and we used
them to determine the frequencies of HIV-1-specific CD8* T
cells among PBMCs from these 3 LTNPs (Table 1 and Fig. 2).
KI-021 had both Pol283-8- and Pol743-9-specific CD8™ T cells
but neither Gag327-9- nor Rev71-11-specific CD8" T cells
during the years 1997 to 2005 (Fig. 2A). KI-051 also had both
Pol283-8- and Pol743-9-specific CD8" T cells, whereas this
patient had no Rev71-11-specific CD8" T cells and a low
number of Gag327-9-specific CD8" T cells during the years
1999 to 2005 (Fig. 2B). KI-124 had Pol283-8-, Pol743-9-, and
Gag327-9-specific CD8™ T cells (Table 1}. These results sug-
gest that the 2 Pol-specific CD8 " T cells may play an important
role in the control of HIV-1 in these LTNPs carrying HLA-
B*5101. .

Selection of escape mutations of the Pol283-8 epitope in very
slow progressors. Of the 8 HLA-B*5101" VSP hemopbhiliacs,
KI-127 had Pol283-8-specific CD8" T cells at a low frequency
in 1998, when the plasma viral load (pVL) was very low,
whereas later this patient lost the response, and the pVL in-
creased from an undetectable level to more than 10° copies
(Fig. 2C). The other 4 VSPs, excluding 3 LTNBs, either had a
low number of Pol283-8-specific CD8" T cells or did not have
any of these cells at any time points studied. These results
suggest that Pol283-8-specific CD8* T cells rather than
Pol743-9-specific CD8" T cells may control HIV-1 in vivo.

To clarify the role of these HLA-B*5101-restricted CD8" T
cells in the control of HIV-1 in vivo, we analyzed the correla-
tion between the frequency of the HLA-B*5101-restricted
CD8™ T cells and the pVL in 10 HLA-B*5101" hemophiliacs.
The frequency of Pol283-8-specific CD8" T cells was nega-
tively correlated with the pVL (P, 5.6 X 107%), whereas the
frequency of the other T cells was positively correlated with the
pVL (Fig. 3). These results support the idea that Pol283-8-
specific CD8" T cells drive the suppression of HIV-1 replica-
tion ir vivo.

We speculated, therefore, that escape mutants within
Pol283-8 epitopes were selected in slow progressors over a
25-year period, because these epitope-specific CTLs are
thought to provide strong immune pressure on HIV-1. Two of
the LTNPs had the Pol283-8V mutant, whereas the third had
wild-type Pol283 in July 2002 but the 8V mutant in October

TABLE 1. Numbers of 4 types of HLA-B*5101-restricted CD8™" T cells among HLA-B*5101* HIV-1-infected hemophiliacs

Patient Me dlian VL Mg;hét]; 20. Median no. (frequency) of HLA-B*5101-restricted CD8" T cells® No. of times PBMC§
(copies/ml)* cells/pl* Pol743 Pol283 Gag327 Rev71 were tested (dates)"
KI-021 50 618 1,910 (0.39) 1,900 (0.40) <100 (0} <100 (0) 10 (8/1997-11/2005)
KI-051 50 737 3,222 (0.53) 5,186 (0.87) 1,082 (0.16) <100 (0} 5 (10/1999-9/2005)
KI-124 570 850 3,126 (0.43) 1,745 (0.24) 1,381 (0.19) <100 (0) 8/2001
KI-386 360 459 3,164 (0.40) 554 (0.07) 5,774 (0.73) 396 (0.05) 8/2006
KI-363 1,700 676 6,696 (0.54) 1,488 (0.12) 496 (0.04) 1,116 (0.09) 11/1998
KI-127 5,500 597 8,100 (0.79) 257 (0.02) 23,411 (2.33) <100 (0.01) 9 (2/1998-4/2006)
KI-121 16,650 327 4,853 (0.59) 134 (0.02) <100 (0) 395 (0.04) 2(12/1999, 8/2001)
KI-032 25,500 226 9,153 (1.80) <100 (0) 344 (0.09) <100 (0) 2 (1072002, 9/2005)
KI-007 39,500 387 1,084 (0.12) 394 (0.05) 6,278 (0.68) 1,029 (0.12) 2 (6/2001, 4/2002)
KI-026 40,000 526 10,705 (1.32) <100 (0) 6,164 (0.76) 568 (0.07) 7/2005

“ At the time of tetramer analysis.

® Median number of HLA-B*5101-restricted CD8™ T cells/ul among PBMCs (median frequency of HLA-B*5101-restricted T cells among CD8™ T cells [expressed

as a percentage]).
< If PBMCs were tested only once, only the date (month/year) is given.

69



7154 KAWASHIMA ET AL.

A 3 2005/1
£ TAFTIPSV 11/11
3 4000 K'm’. ’ = - 100000
E 3500} s
% 3000} 110000 =
@ 25004 g
+ 2000} 11000 o
& 1500} o
o ©
+ 1000k ]100 2
2 so00f @
S 0 L e e R e 10 g
& 1996/1 1998/1 2000/1 2002/1 2004/1 2006/1 2008/1

date

B _ 200277
:§14nnn KI-051 ' TAFTIPSI 1'6/16 .

Viral load <
gmooo. - Pol743 =
£ 10000}—f— Pol283 =
2 E Gag327 g
8 e —&— Rev71 3
+ 6000 e
©
§ 4000} g
+ 2000} 2
Q =
E o . o | |, 10 3
S 1996/1 1998/1 2000/1 2002/1 2004/1 200611 =
© date

C 2000/8 Egoa/z
= 127 | TAFTIPST 16/16 FTIPST 13/13 I
E 30000 K127 - - 100000
2 Viral load <
£ 25000 |-—@— Pol743 '] =
3 —&—Pol2s3 Y 10000 S
£200001 Gag327 g
g 15000) RV 1000 &
& 10000} S
O 100 T
+ 5000 ¢ o
g 3
£ 0 L 10 =
8 1997/ $ 19001 20017 2063 20071
[0}
= 1998/2 date

TAFTIPSI 14/14

J. VIROL.
Kli-021
Pol743-9-specific tetramer ~ Pol283-8-specific tetramer
0.36% 0.42%
1 _ 1.
e & .
5 3
° °
T—) CD8 L CcD8
KI-051
Pol743-9-specific tetramer Pol283-8-specific tetramer
0.36%)} 0.87%)
] P
8 .
[ [}
2 s £
s il
° °
L) CDs8 T—>
Pol283-8-specific CD8™ T cells
E 1998/3 2001/9 200577
g 0.07% 0.03% 0.02%
2
;,é ) 1 . 1 ,
N ] : -
0 ~ o 3 -fRas ..
o i
= .
T—)CDB

FIG. 2. Longitudinal analysis of HLA-B*5101-restricted CD8" T cells and Pol283 epitope sequences in 3 slow-progressing hemophiliacs. Four
types of HIV-1-specific CD8" T cells were detected by use of specific tetramers. PBMCs from KI-021 (A), KI-051 (B), and KI-127 (C) were
analyzed by using Pol743-9-specific and Pol283-8-specific tetramers. The percentage of tetramer-positive cells among the CD8* T-cell population
is given in the upper right quadrant of each histogram. The sequence of the Pol283-8 epitope from each patient is shown. The detection limit of

pVL was 400 copies/ml until 2000 and 50 copies/ml after 2000.

2006 (Table 2). As previously noted (34), Pol283-8-specific
CTL clones showed the same killing activity toward target cells
prepulsed with the Pol283-8V peptide as toward those pre-
pulsed with the wild-type peptide. These T cells revealed sim-
ilar killing activity toward 721.221-B*5101 cells infected with
NL-432 carrying Pol283-8V (NL-Pol283-8V) as toward those
infected with NL-432 (see Fig. S2A in the supplemental ma-
terial) and only a marginally weaker ability to suppress the
replication of NL-Pol283-8V (see Fig. S2B in the supplemental
material). In contrast, the 5 VSPs and 2 SPs had Pol283-8T or
Pol283-8R mutants (Table 2). Three Pol283-8-specific CTL
clones failed to kill target cells infected with NL-432 carrying
these mutants (NL-Pol283-8T and NL-Pol283-8R [see Fig.
S2A in the supplemental material]) or to suppress the replica-
tion of these mutants (see Fig. S2B in the supplemental ma-
terial), indicating that these were escape mutants.
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Longitudinal analysis of KI-127 showed that the 8T mutant
appeared in August 2000, when the VL had increased approx-
imately 10-fold, whereas wild-type Pol283 was found in Feb-
ruary 1998, when the VL was very low or undetectable (Fig.
2C). Previous population analysis using 9 cohorts showed
strong association between HLA-B*51 and Pol283-8T (20).
These observations together suggest that the 8T mutant is an
escape mutant selected by Pol283-specific CTLs and implies
that escape from this epitope reduces immune control of
HIV-1.

In vitro selection of Pol283 escape mutants by Pol283-spe-
cific CTLs. The results shown in Fig. 4 suggested that Pol283-
specific CTLs selected 8T, 8R, and 8L escape mutants. To
further confirm the selection of these mutants by Pol283-spe-
cific CTLs, we investigated whether Pol283-specific CTLs se-
lected these mutant viruses in vitro when the CTLs were cul-
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FIG. 3. Correlation of the number of HLA-B*5101-restricted CD8" T cells with the viral load. The number of Pol283-8-specific (A),
Pol743-9-specific (B), Gag327-specific (C), or Rev71-specific (D) CD8™" T cells among PBMCs from 10 HLA-B*5101 " hemophiliacs was measured
at 1 time point or at 2 to 10 different time points (see Table 1) by using specific tetramers. The correlation of the median number of

tetramer-positive cells with the median viral load was analyzed.

tured with HLA-B*5101-positive CD4" T cells infected with
NL-432 and the mutant virus together. Pol283-specific CTL
clones selected these 3 mutant (8T, 8R, and 8L) viruses rapidly
in this assay (Fig. 4A to C), supporting the notion that these
mutants were selected as escape mutants by Pol283-specific

CTLs.

TABLE 2. Sequences of Pol283-8 and Pol743-9 epitopes in HLA-B*5101" HIV-1-infected hemophiliacs

Long-term maintenance of Pol283-8-specific memory CD8™
T cells and failure of induction of escape mutant-specific
CD8* T cells. If the Pol283-8T mutant was selected by Pol283-
8-specific CTLs in donors first infected with HIV-1 carrying the
Pol283-8 wild-type epitope, we can speculate that the donors

had Pol283-8-specific memory CD8™ T cells but failed to elicit

Epitope
Patient Pol283-8 Pol743-9 VL Date (mo/yr) of
¢ (copies/ml) PBMC testing”
Sequence . Clanal Sequence Clonal
frequency” frequency
NA® (wild-type sequence) TAFTIPSI LPPVVAKEI

K021 e \Y 11/11 e 10/12 <50 1/2005
K-0s1 e 16/16 - 15/15 63 7/2002
——————— v DS ND ND <50 10/2006
KI-124 ~ —meee Y 1414 e 14/15 600 8/2001
KI-386 e T bDs @ e DS 1,200 10/2006
KI-363 e T DS @ e DS 1,700 11/1998
KI-127~ —mme—- T 1313 —mmemmm- 17/17 5,300 2/2003
KI-12z12~ —mmeee- T 16/16 Iommmmmme 12/13 9,300 12/1999
K1-032  —eme—e T 1313 - 15/15 17,000 10/2002
K1-ooz - R 15/16 —m= LT~ 18/18 33,000 6/2001
K1-26e 0 e T DS Timoms st v DS 28,000 1/2004

“ Expressed as (number of clones carrying the indicated sequence)/(number of clones tested). DS, direct sequence.
" The sequence for patient KI-021 is from proviral DNA; those for all other patients are from plasma RNA.

“ NA, not applicable.
4 ND, not determined.
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FIG. 4. In vitro selection of Pol283 escape mutants by a Pol283-8-specific CTL clone. T1 cells were infected with paired viruses (NL-432
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Pol283-8T-specific CD8™" T cells after the Pol283-8T mutation
appeared. None of 4 HLA-B*5101" hemopbhiliac donors car-
rying Pol283-8T (KI-032, KI-121, and KI-127 [Table 2] and 1
ART-treated hemophilic donor, KI-078 [data not shown]) had
detectable Pol283-8-specific CD8 " T cells by analysis using the
specific tetramers. But they may have had very small numbers
of memory CD8™ T cells. To induce Pol283-8-specific CD8" T
cells from a possible Pol283-8-specific memory T-cell source,
we stimulated PBMCs from these patients with the Pol283-8
peptide and then measured the number of Pol283-8-specific
CD8" T cells in 2-week cultures. The KI-127 and KI-078 cul-
tures indeed showed the presence of Pol283-8-specific CD8* T
cells, but KI-127 lost the detectable memory response by April
2006 (Fig. 5), indicating that these 2 patients could maintain
Pol283-8-specific memory CD8" T cells for more than 20
vears. In contrast, Pol283-8T-specific CD8" T cells were not
detected among PBMCs from any of these 4 donors after 2
weeks in culture (Fig. 5), indicating that the Pol283-8T escape
mutant did not elicit specific CD8" T cells in vivo. These
results support the idea that the Pol283-8T mutant was se-
lected by Pol283-8-specific CTLs in donors first infected with
the wild-type virus. Similarly, Pol283-8R-specific CD8 " T cells
were not detected in KI-007, although this patient had Pol283-
8-specific memory CD8™ T cells (Fig. 5), supporting the notion
that the 8R mutant was an escape mutant selected by Pol283-
8-specific CTLs and failed to elicit these escape mutant-spe-
cific CTLs.

DISCUSSION

It is well known that HLA-B*57 and -B*27 are associated
with slow progression to AIDS (19, 37). HLA-B*57-mediated
and HLA-B*27-mediated effects on disease progression are
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seen early and late, respectively, during an infection (6, 14). In
the present study, we analyzed 108 HIV-1-infected Japanese
hemophiliacs. In Japan, 1,439 patients had been infected with
HIV-1 before 1985, mostly around 1983. At present, only 801
of these patients remain alive. Since they had not been treated
with highly active antiretroviral therapy (HAART) before
1997, the survivors would seem to be slow progressors. This
cohort does not include a large number of patients, because it
is not easy to recruit a large number of HIV-1-infected hemo-
philiacs in Japan, where only 800 are still alive. We found that
HLA-B*5101 had effects on the slow progression of the disease
in the late phase (both in 1998 and during the years from 1998
to 2007), even when a small number of samples was analyzed.
Our recent study also revealed that HLA-B*5101 " hemophil-
iacs had lower VLs and higher CD4 counts than HLA-
B*5101  hemophiliacs but that only the CD4 count was sig-
nificantly higher in HLA-B*5101" than in HLA-B*5101"
hemophiliacs (20). These findings support the idea that HLA-
B*5101-restricted immune responses are associated with slow
progression to AIDS.

Pol283-8, Pol743-9, and Gag327-9 are thought to be immu-
nodominant HIV-1 epitopes, because CTLs specific for them
were frequently detected in chronically HIV-1 infected HLA-
B*5101" individuals (45). A previous study demonstrated that
Pol283-8-specific and Pol743-9-specific CTLs suppress HIV-1
replication strongly but that Gag327-9-specific CTLs suppress
it only weakly in vitro (43), suggesting that HIV-1 replication
can be suppressed in vivo by Pol283-8-specific and Pol743-9-
specific CTLs. In the present study, we demonstrated that a
higher number of Pol283-8-specific CD8 " T cells was detected
predominantly in LTNPs, whereas Pol743-9-specific CD8" T
cells were found at higher levels in all 10 of the SP hemophiliac
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patients examined. ART-treated HLA-B*5101" patients also
carried Pol743-9-specific CD8" T cells but not Pol283-8-spe-
cific CD8™" T cells (data not shown). The frequency of Pol283-
specific CD8™ T cells was negatively correlated with the pVL,
whereas the frequencies of the other 3 types of T cells were
positively correlated with the pVL (Fig. 3). The longitudinal
analysis of KI-127 showed that the VL increased after the 8T
mutant appeared. This suggests that Pol283-specific CTLs may
control HIV-1 in this patient, but the possibility that other
CTLs also control HIV-1 cannot be excluded. These results
support the notion that Pol283-8-specific CTLs play a key role
in the control of HIV-1 in chronically HIV-1 infected HLA-
B*5101" hemopbhiliacs.

Previous studies showed that Gag-specific responses are
negatively correlated with VL in chronically HIV-1 infected
individuals (23, 25, 28, 49). Especially HLA-B*57/5801-, HLA-
B*27-, HLA-B*13-, or HLA-B*63-restricted Gag-specific
CD8™" T-cell responses are related to a low viral load (12, 16,
23, 34, 49). However, these studies had been performed with
Caucasian and African cohorts. Since HLA-B*57/5801, HLA-
B*27, and HLA-B*13 are very rare in Japan, Gag-specific
CD8* T-cell responses might not be related to a low pVL in
Japanese patients. For the HLA-B*5101" hemopbhiliacs stud-
ied here, it is striking that Pol283-specific CD8" T-cell re-
sponses were much more effective in the control of HIV
replication than Gag327-specific CD8" T-cell responses. A
previous study revealed that simian immunodeficiency virus
(SIV)-infected cells are recognized earlier by Pol-specific T
cells than by Nef-specific T cells (39). These results suggest
that Pol-specific responses may be important in the control of
HIV-1, and not only in the Japanese population. This is po-
tentially an important result in relation to vaccine design and

the specificity of the CD8" T-cell responses that must be in-
duced to achieve immune control of HIV.

Our recent study using 9 cohorts showed that there are 4
mutations (8T, 8R, 8L, and 8V) at position 8 of the Pol283
epitope, that the frequency of the 8T variant is significantly
higher in HLA-B*5101" donors than in HLA-B*5101~ do-
nors, and that some acutely infected HLA-B*51017" subjects
who had been infected with the wild-type virus had the 8T virus
at only 6 or 12 months after the first test (20), indicating that
the 8T mutant is selected by Pol283-specific CTLs. In the
present study, we revealed that the Pol283-8T escape mutation
was detected for the first time approximately 20 years post-
HIV-1 infection in KI-127, indicating that this mutation had
been slowly selected by Pol283-8-specific CTLs in this donor.
PolI283-8R and Pol283-8L were also apparently escape mu-
tants, because Pol283-8-specific CTLs failed to suppress the
replication of HIV-1 carrying these mutants. However, the
frequency of these mutations is not significantly higher in
HLA-B*5101" donors than in HLA-B*5101~ donors (20),
suggesting that other, non-HLA-B*5101-restricted CTLs may
also select these particular mutants. Nonetheless, it is clear
that the HLA-B*5101-restricted Pol283-specific CTLs select
the 8R mutant, because KI-007, who had the 8R mutant virus,
possessed Pol283-specific memory T cells (Fig. 5), and one
HLA-B*5101" subject with an acute HIV infection who had
been infected with the wild-type virus had the 8R mutant 12
months after the first test (20).

The Pol283-8V mutant was found in only 6 of 60 HLA-
B*5101" donors, including 3 LTNP hemophiliacs (data not
shown). Of the 3 nonhemophiliacs, 2 were progressors and 1
was a slow progressor. Since this mutation is rare and it is
speculated that the mutations had not accumulated 25 years
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ago, it is unlikely that the 3 LTNP hemophiliacs had been
infected with this mutant virus. On the other hand, the 3
nonhemophiliacs may have been infected with the 8V mutant.
The 8V mutation did not influence the killing activity of
Pol283-8-specific CTLs toward target cells infected with the
HIV-1 mutant, whereas the ability of CTLs to suppress repli-
cation was significantly weaker for the Pol283-8V mutant than
for the wild-type virus. Previous studies showed that HIV-1-
specific CTL clones can partially suppress HIV-1 replication
but fail to kill HIV-1-infected CD4™" T cells (42, 45), indicating
that the replication suppression assay is more sensitive than the
CTL assay. Since Pol283-8-specific CTLs cannot completely
suppress the replication of the 8V mutant virus, and since the
8V virus has a higher fitness cost than the wild-type virus, the
donors selecting this mutant virus can be LTNP hemophiliacs.
However, it still remains unclear why the 8V virus appears in
both LTNPs and progressors. We are now analyzing the HLA-
B*5101" nonhemophiliacs carrying the 8V mutants in order to
compare them with the LTNPs carrying the 8V mutant.

Our previous study on the crystal structure of the HLA-
B*5101-Pol283-8 peptide complex showed that the C-terminal
anchor (PC) pocket is hydrophobic and relatively small com-
pared with those of the serologically close alleles, HLA-
B*3501 and -B*5301, whose C-terminal preferential amino
acids include aromatic amino acids (30). Those findings explain
why the PC residues for HLA-B*5101 are preferably aliphatic
amino acids and not bulky aromatic amino acids. The PC
residue is tethered with well-ordered polar and hydrophobic
interactions, as observed in other major histocompatibility
complex (MHC) class I molecules (Fig. 6A). Thus, the amino
acid substitutions of the PC residue did not likely lead to large
rearrangements of this network, and so the orientations of the
side chains were presumably maintained. In the case of the 8R
mutation, the PC pocket was not large enough to accommo-
date the Arg residue (Fig. 6B), conferring structural changes
around the PC pocket that could possibly result in a lack of
binding activity toward HLA-B*5101 (2). The 8L mutant ex-
hibited slightly reduced binding activity toward HLA-B*5101
and CTL recognition for 8L peptide-pulsed target cells but no
CTL response to 8L mutant-infected cells, suggesting that the
mutation had a deleterious effect on antigen presentation in
the system for export to the cell surface. The 8V mutation
would delete only one methylene group from the Ile residue
and thus would presumably have only a small influence on the
binding to HLA-B*5101 as well as on its specific T-cell recep-
tor (TCR) recognition. On the other hand, the Pol283-8T
mutation likely introduces a hydrophilic OH group that prob-
ably is not appropriate for the hydrophobic pocket, resulting in
diminished binding activity (43). Furthermore, the Pol283-8T
mutation was detrimental to the CTL response and thus may
also have induced a structural rearrangement that had a neg-
ative effect on TCR recognition.

A higher accumulation of Pol283-8 escape mutations is
found in the Japanese population than in other populations,
because the frequency of HLA-B*51 is much higher in Japan
than in other countries (20). The fitness of the 8T, 8R, and 8L
viruses is similar to that of the wild-type virus, and these escape
mutants do not revert to wild-type viruses in HLA-B*5101~
donors (20). The donors with escape mutant viruses failed to
elicit escape mutant-specific CTLs. These findings suggest a
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FIG. 6. Binding model of HLA-B*5101 mutant peptides. (A) Polar
interactions around the PC residue in the HLA-B51-Pol283-8 com-
plex. The Pol283-8 peptide and the HLA-B51 heavy chain are shown
as yellow and cyan stick models, respectively (N and O atoms are
shown as blue and red, respectively). The dotted lines indicate hydro-
gen bonds or salt bridges. (B) (Left) Surface representation (gray) of
the HLA-BS51 heavy chain with the stick model of the Pol283-8 peptide
(with the same coloring as in panel A). 81 (PC) penetrates into the
small pocket. (Right) The sliced image of the small PC pocket (right)
explains why bulky and long amino acids are not preferential.

difficulty in controlling the replication of these mutant viruses
in HLA-B*5101" individuals initially infected with the mutant
virus. We showed previously that recently infected HLA-
B*51017 donors have no advantage in the control of HIV-1
(20). Thus, the association between HLA-B*5101 and slow
progression to AIDS may disappear in newly HIV-1 infected
Japanese donors.

HLA-B*57-mediated immune pressure early selects an es-
cape mutant of the TW10 epitope, which has a low viral fitness
(29, 32). Escape mutations (K, G, Q, and T at position 242) of
the KK10 epitope selected by HLA-B*27-mediated immune
pressure impair viral replication, but the compensatory S173A
mutation restores viral replication (40, 41). Pol283-8 escape
mutations (T, L, and R) are different from those escape mu-
tations, because these Pol283-8 mutations do not influence
viral fitness (43). HLA-B*5701 is highly associated with
LTNPs, but the mechanism of suppression of HIV-1 replication
by epitope-specific CTLs still remains unknown (35, 36). On
the other hand, several reports indicate that epitope-specific
CTLs in HLA-B*57" LTNPs have the ability to cross-recog-
nize variant epitopes (4, 13, 46), suggesting the control of
escape mutants by these CTLs. In the present study, we dem-
onstrated the selection of escape mutations by HLA-B*5101-
mediated immune pressure and showed that 2 kinds of muta-
tions, escape mutations for slow progressors and a mutation
reducing viral fitness and weakly affecting T-cell recognition
for LTNPs, were selected in slow-progressing and LTNP he-
mophiliacs.

In the present study, we showed that HLA-B*5101" hemo-
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philiacs exhibited significantly slow progression during the
years 1998 to 2007. Furthermore, we demonstrated that the
control of HIV-1 over approximately 25 years in HLA-B*5101-
positive hemophiliacs was associated with a Pol283-8-specific
CD8" T-cell response. This is the first study finding that a
Pol-specific CTL response is more effective in the control of
HIV-1 than a Gag-specific CTL response. Our findings provide
a novel mechanism for understanding the long-term control of
HIV-1 in LTNPs and slow progressors.
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LETTER TO THE EDITOR

Introduction of TagMan HIV-1 Assay Increased
Unnecessary Drug Resistance Testing

Hiroyuki Gatanaga, M.D., Ph.D., Minoru Oowa, and Shinichi Oka, M.D., Ph.D.

Dear Editor:

In early 2008, the Roche COBAS TagMan HIV-1 assay (the
TaqMan assay; Roche Diagnostics, Pleasanton, CA) replaced
the Roche COBAS Amplicor HIV-1 Monitor version 1.5 (the
Amplicor Monitor) for measuring HIV-1 viral load. Although
the Amplicor Monitor and the TagMan assay perform com-
parably over their respective overall dynamic ranges, there is
an increasing concern about poor agreement in measuring
low HIV-1 viral load. After the introduction of the TagMan
assay, detectable plasma HIV-1 RNA levels have been re-
ported in a substantial number of infected individuals whose
HIV-1 was previously suppressed below the detection limit of
the Amplicor Monitor."” Because reemergence of previously
undetectable HIV-1 load while on antiretroviral therapy is a
sign of possible virologic failure, the need for therapeutic
regimen modification seems necessary and drug resistance
testing is reasonable.’ Therefore, replacement of the Amplicor
Monitor by the TagMan assay might have resulted in un-
necessary drug resistance testing. To determine the change in
frequency of drug resistance testing in our center, we counted
the number of such tests conducted before and after the in-
troduction of the TagMan assay.

Approximately 1400 HIV-l-infected patients regularly
visit our outpatient clinic and approximately two thirds of
them are on antiretroviral treatment. The TagMan assay has
been used in our clinic since early March 2008 instead of the

Amplicor Monitor.” In our clinic, a regular genotypic drug
resistance test is normally ordered, unless the HIV-1 load is
less than 1000 copies per milliliter, in which case a sensitive
genotypic resistance test (preceded by virion concentration
with ultracentrifugation) is requested. The frequency of reg-
ular genotypic test was 15-52 tests per month between April
2007 and March 2009, and this frequency was similar before
and after the introduction of the TagMan assay (Fig. 1). In
comparison, the sensitive genotypic test was requested 0-9
tests per month between April 2007 and April 2008. However,
this frequency increased sharply to 37-86 tests per month
from May through August 2008. Most of the patients with
consistently undetectable HIV-1 load regularly visit the clinic
every 2-3 months. It is most likely that their HIV-1 loads were
measured by the TagMan assay for the first time during their
visits between March and May 2008. The next visit was
probably between May and August 2008, after the results of
the first TagMan assay became available and HIV-1 load was
unexpectedly detected in a substantial proportion of the pa-
tients. The detected HIV-1 levels should have been less than
1000 copies per milliliter in most cases to warrant requesting
the sensitive genotypic resistance test, resulting in the un-
usually high number of such requests during that period,
though the frequency of regular resistance test did not change.
After the physicians were made aware that the detection
of low-level HIV-1 was common by the TaqMan assay dur-
ing successful treatment, the frequency of requests for the
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FIG. 1. The frequency of HIV-1 drug resistance tests. The monthly numbers of genotypic resistance tests conducted at the
AIDS Clinical Center, International Medical Center of Japan, are shown. Usually, when the HIV-1 load is less than 1000 copies
per milliliter, the sensitive resistance test is ordered. Otherwise, a regular resistance test is ordered.

AIDS Clinical Center, International Medical Center of Japan, Tokyo, Japan.
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sensitive resistance test decreased since September 2008 (5-18
tests per month), although it was still higher compared to that
before April 2008. Thus, the introduction of the TagMan assay
resulted in an increase in unnecessary resistance testing. In
fact, no emergence of resistance mutations was identified by
the sensitive resistance test between March and August 2008.
Therefore, clinicians should be notified about which assay is
being used to measure their patients” HIV-1 viral load, and
they should be aware of the properties of the assays in order to
lessen the number of unnecessary resistance tests.
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Autoimmune Diabetes in HIV-Infected Patients on
Highly Active Antiretroviral Therapy
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Maki Takaichi, Masahide Okamoto, Tetsuro Tsujimoto, Hiroshi Noto,

Miyako Kishimoto, Yasushi Kaburagi, Kazuki Yasuda, Ritsuko Yamamoto-Honda,
Kunihisa Tsukada, Miwako Honda, Katsuji Teruya, Hiroshi Kajio, Yoshimi Kikuchi,
Shinichi Oka, and Mitsuhiko Noda

Department of Diabetes and Metabolic Medicine (D.T.,, Y.R., Y.T.,, A.G., M.T.,, M.O., T.T.,, H.N, MK,
Y.Ka., K.Y., RY.-H., HK., M.N.}, and AIDS Clinical Center (K.Ts., M.H., K.Te., Y Ki., S.0.), National
Center for Global Health and Medicine, Tokyo 162-8655, Japan

Context: Various autoimmune diseases, especially autoimmune thyroid disease, are known to
occurin HIV-infected patients on highly active antiretroviral therapy (HAART). However, no reports
have described the development of autoimmune diabetes during HAART.

Objective: Our objective was to investigate the clinical course of the development of autoanti-
bodies and diabetes during HAART.

Patients and Methods: Based ontheir high antiislet autoantibody titers and requirement for insulin
therapy, we diagnosed three HiV-infected patients with autoimmune diabetes. To clarify the
relationship between the development of an autoimmune reaction against pancreatic g-cells and
recovery of CD4* T lymphocyte (CD4) counts, we retrospectively assayed stored samples of the
patients’ plasma for antiglutamic acid decarboxylase antibody (GAD-Ab).

Results: No GAD-Ab was detected in the plasma samples of any of the three patients prior to
HAART, and their CD4 counts were below 20 celis/ul at their nadir. The GAD-Ab tests became
positive from 6 to 38 months after the start of HAART, and their conversion to positive followed
a dramatic increase in the patients’' CD4 count. Two patients developed diabetes after testing
positive for GAD-Ab. Although one patient had mild diabetes prior to testing positive for GAD-AD,
the rapid worsening of glycemic control and introduction of insulin therapy almost coincided with
the detection of GAD-Ab. The high magnitude of the CD4 increase during HAART and the timing
of the detection of autoantibody were similar to the magnitude and timing reported in HAART-
associated autoimmune thyroid disease.

Conclusions: Autoimmune diabetes develops in some HIV-infected patients after immune resto-
ration during HAART. (J Clin Endocrinol Metab 95: 4056-4060, 2010)

utoimmune diabetes is characterized by the presence
A of antiislet autoantibodies and is caused by autoim-
mune-mediated destruction of pancreatic B-cells (1). Al-
though a high prevalence of diabetes has been reported in
HIV-infected patients, most cases are considered attrib-
utable to insulin resistance induced by antiretroviral drugs
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(2, 3). The immunodeficiency of HIV-infected patients is
characterized by a low CD4™ T-lymphocyte (CD4) count,
but highly active antiretroviral therapy (HAART) can re-
duce the HIV plasma viral load (pVL), and the CD4 count
sometimes increases dramatically (immune restoration).
As a result, some patients experience clinical deterioration

Abbreviations: AITD, Autoimmune thyroid disease; CD4, CD4™ T lymphocyte; GAD-Ab,
glutamic acid decarboxylase antibody; HAART, highly active antiretroviral therapy; HbA,
glycosylated hemoglobin; HLA, human leukocyte antigen; 1A2-Ab, insulinoma-associated
antigen-2 antibody; pVL, plasma viral load; T1D, type 1 diabetes; T2D, type 2 diabetes.
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due to restoration of an inflammatory immune response
against both infectious and noninfectious antigens (4).
Various autoimmurne diseases have been reported after
immune restoration (5, 6}, especially autoimmune thyroid
disease (AITD) (7-11), but none have described the de-
velopment of autoimmune diabetes during HAART. We
report the cases of three HIV-infected patients who devel-

oped autoimmune diabetes after immune restoration dur-
ing HAART.

Ethics

This report was approved by the local ethics committee
of the National Center for Global Health and Medicine.
We obtained written informed consent from all three
patients.

Case reports
The characteristics and laboratory findings of the three
patients are indicated in Table 1. All of the three patients

jcem.endojournals.org 4057

are currently on intensive insulin therapy, and recent doses
of insulin are shown. The diagnosis of diabetes was made
on the basis of repeated measurements of fasting and/or
casual plasma glucose levels. To investigate the clinical
course of immune restoration and development of auto-
immunity, we retrospectively measured the titers of sev-
eral autoantibodies sequentially by RIA of plasma samples
that had been stored frozen.

Patient 1 was a 30-yr-old Japanese man who had been
diagnosed with HIV infection and hepatitis C virus infec-
tion at 19 yr of age. Although HAART had been started
then, the HAART regimen had often been suspended and
switched to other regimens because of adverse effects, and
his CD4 count and pVL had been uncontrolled for years.
Although the patient was overweight and had a family
history of type 2 diabetes (T2D), he had never been diag-
nosed with diabetes until he was 29 yr old. At 29 yr of age,
HAART was resumed with a new regimen, which the pa-

TABLE 1. Characteristics and laboratory findings at the diagnosis of autoimmune diabetes

Patient 1 Patient 2 Patient 3
Age (yn) 30 31 68
Sex Male Male Female
Body mass index (kg/m?) 242 20.0 19.1
Weight loss within 3—-6 months (%) 20 11 27
Family history of diabetes + - —
Regimen of the tolerated HAART 37C 37C 3TC, ETR
TDF daT RTV, DRV
LPVr LPVr RAL
Duration of the tolerated HAART (months)? 18 10 55
Duration of HIV infection (yr)? 1 17 5
Recent dose of insulin injection (U/kg) 0.9 0.7 09
Data related t¢ HIV infection
pVL Undetectable Undetectable Undetectable
CD4 count {cells/ul) 311 172 316
CD4 count at nadir (cells/wl) 12 14 19
Data related to diabetes
Casual plasma glucose (mmol/liter) 26.6 9.2 8.1
HbA, . (%) 10.8 10.9 12.2
HobA, . increment within 3-6 months (%) 5.3 5.5 5.8
Fasting serum insulin {(pmol/liter) 20.1 15.3 16.0
Fasting serum C-peptide (nmol/liter) 0.33 0.22 0.13
Urinary C-peptide (hnmol per 24 h) 40.5 3.8 9.3
Urine ketone body + - -
Autoantibody tests [positive test after the start of HAART
regimen (months)]?
GAD-Ab (U/ml) 606 (6) 26000 (7) 1023 (38)
1A2-Ab (U/ml) 22.5(9) <0.4 5.9 (38)
TSHR-Ab (iU/liter) 12.6(13) <1.0 <1.0 (64)
TPO-Ab (U/ml) 33.4(6) 29.3(4) >60.0 (26)
Tg-Ab (U/ml) 1.6 (6) <0.3 13.2(38)
Antiadrenal cortex antibody (fold) <10 <10 <10

3TC, Lamivudine; TDF, tenofovir; LPVr, lopinavir/ritonavir; d4T, sanilvudine; ETR, etravirine; RTV, ritonavir; DRV, darunavir; RAL, raltegravir; TSHR-
Ab, anti-TSH receptor antibody; TPO-Ab, antithyroid peroxydase antibody; Tg-Ab, antithyroglobulin antibody.

2 Interval before the diagnosis of autoimmune diabetes.

5 Normai ranges include the following: GAD-Ab, less than 1.4 U/ml; 1A2-Ab, less than 0.4 U/ml; TSHR-Ab, less than 1.0 IUfliter; TPO-Ab, less than
0.3 U/ml; Tg-Ab, less than 0.3 U/ml; antiadrenal cortex antibody, less than 10-fold.

¢ TSHR-AD test became positive after the diagnosis of autoimmune diabetes.
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tient tolerated, and his CD4 count gradually rose, but
about 9 months later he was diagnosed with diabetes. At first,
he was thought to have antiretroviral drug-induced diabetes,
and his glycosylated hemoglobin (HbA,.) levels (standard-
ized by the Japan Diabetes Society) remained less than 5.5%
in the absence of treatment with any antidiabetic agents.
However, 18 months after resuming HAART, the patient’s
HbA . level began to increase, sometimes reaching as high as
10.8%. Insulin secretion gradually decreased, and the pa-
tient required intensive insulin therapy. He also had a high
antiglutamic acid decarboxylase antibody (GAD-Ab) titer
and a high insulinoma-associated antigen-2 antibody (IA2-
Ab) titer (Table 1). A retrospective GAD-ADb test revealed
that the patient had become GAD-Ab-positive in the period
between the recovery of his CD4 count and the diagnosis of
diabetes (Fig. 1A). Thus, the autoimmune response against
B-cells actually began before the diagnosis of antiretroviral
drug-induced diabetes, and we concluded that the patient’s
diabetes was caused by autoimmune mechanism. At 34 yr of
age, the patient was admitted to our hospital because of ke-
toacidosis after omitting insulin on a sick day.

Patient 2 was a 31-yr-old Japanese man who had been
diagnosed with HIV infection and hepatitis C virus infec-
tion at 13 yr of age. HAART was instituted then, but the
HAART regimen had often been suspended and switched
to other regimens because of the emergence of drug-resis-
tant HIV and the occurrence of adverse effects, and his
CD4 count and pVL had been uncontrolled for years. At
19 yr of age, the patient was diagnosed with diabetes,
which was thought to be antiretroviral drug-induced diabe-
tes or T2D. Good glycemic control had been maintained
(HbA,. < 5.5%) for more than 10 yr with an a-glucosidase
inhibitor. At 30 yr of age, HAART was resumed with a
regimen that was tolerated, and his CD4 count gradually
rose. Nine months later, however, his glycemic control rap-
idly deteriorated (HbA,. 10.9%), and the GAD-AD test be-
came positive at that time (Table 1). The diabetes was not
insulin dependent, but an iv glucagon challenge test demon-
strated severely impaired insulin secretion. The patient re-
quired intensive insulin therapy, and the insulin dose was
gradually increased. A retrospective GAD-AD test revealed
that the patient had become GAD-Ab positive in the period
between the recovery of his CD4 count and the rapid dete-
rioration of his glycemic control (Fig. 1B). We therefore
concluded that his diabetes had worsened because of auto-
immune destruction of B-cells, although he basically had
antiretroviral drug-induced diabetes or T2D.

Patient 3 was a 68-yr-old Japanese woman who had
been diagnosed with HIV infection at 63 yr of age, and
HAART had been started then. She had tolerated the reg-
imen from the beginning, and her CD4 count and pVL
remained well controlled. About 36 months after the start
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FIG. 1. Clinical courses of three patients before autoimmune
diabetes diagnosis. Course of CD4 counts, pVL values, and GAD-Ab
titers (units per milliliter) in patient 1 (A), patient 2 (B), and patient
3 (C) after the introduction of HAART. Black arrows indicate the
time of the initial diagnosis of diabetes. White arrows indicate the
beginning of progressive worsening of glycemic control. Because the
initial diagnosis of diabetes in patient 2 was made several years before the
introduction of HAART, the time of the diagnosis is not indicated.

of HAART, however, the patient was diagnosed with dia-
betes, which was thought to be antiretroviral drug-induced
diabetes or T2D. She was treated with a sulfonylurea, and her
glycemic controlimproved for approximately S months (rep-
resentative HbA | value 6.1%). However, 55 months after
the start of HAART, her HbA, . level rapidly increased to as
high as 12.2% and was accompanied by a marked decrease
in insulin secretion, and she required intensive insulin ther-
apy. Both GAD-AD test and [A2-Ab test were positive (Table
1), and retrospective examination showed that GAD-Ab had
appeared between the recovery of her CD4 count and the
diagnosis of diabetes (Fig. 1C). Based on these findings, the
diagnosis was changed to autoimmune diabetes.
Follow-up examination revealed a fasting plasma glu-
cagon level in patients 1,2, and 3 of 57, 82, and 61 pg/ml,
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