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Evidence for human immunodeficiency virus type 1 (HIV-1) superinfection was sought among 37 HIV-1-
positive street-recruited active injection drug users (IDUs) from the San Francisco Bay area. HIV-1 sequences
from pairs of samples collected 1 to 12 years apart, spanning a total of 215 years of exposure, were generated
at p17 gag, the V3-V5 region of env, and/or the first exon of tat and phylogenetically analyzed. No evidence of
HIV-1 superinfection was detected in which a highly divergent HIV-1 variant emerged at a frequency >20% of
the serum viral quasispecies. Based on the reported risk behavior of the IDUs and the HIV-1 incidence in
uninfected subjects in the same cohort, a total of 3.4 new infections would have been expected if existing
infection conferred no protection from superinfection. Adjusted for risk behaviors, the estimated relative risk
of superinfection compared with initial infection was therefore 0.0 (95% confidence interval, 0.00, 0.79; P �
0.02), indicating that existing infection conferred a statistically significant level of protection against super-
infection with an HIV-1 strain of the same subtype, which was between 21 and 100%.

Recent case reports of human immunodeficiency virus type
1 (HIV-1) superinfection demonstrate that an established in-
fection does not confer complete protection against reinfection
with a divergent strain (3, 28, 31, 61).

Lentivirus superinfection experiments with nonhuman pri-
mate systems using intravenous challenges with high-viral-titer
inoculums have shown variable results. One of two chimpan-
zees could be superinfected with another strain of the same
HIV-1 subtype (20). Superinfection with a heterologous HIV-2
strain was restricted to the first 2 months postinfection in
pig-tailed macaques (54). Six of seven baboons infected with
HIV-2 resisted superinfection with heterologous HIV-2 strains
(42), while four coculture-negative HIV-2-infected rhesus ma-
caques could be superinfected with pathogenic simian immu-
nodeficiency virus (SIV) strain SIVmac251 and became persis-
tently viremic (57). Attenuated strains of SIV could protect
rhesus macaque against superinfection (10), but such protec-
tion decreased with more-attenuated vaccine strains (27) and
more-divergent and -pathogenic SIV challenge strains (57, 77,
84). One of two (57) and three of three (60) cynomologous
macaques infected with HIV-2 could be superinfected with
pathogenic SIVsm but showed reduced rates of disease pro-
gression.

The ability of an established lentivirus infection and associ-
ated immune responses to protect against superinfection may
depend in part on the degree of sequence divergence between
the two viruses and the state of immunocompetence of the
host. The greater the degree of divergence between the resi-

dent and the challenge strains the less the immune responses
to the first virus may recognize a later challenge strain. Within
the HIV-1 family a wide range of sequence divergence exists.
Strains within a single subtype of group M HIV-1 can vary by
up to 20% in envelope amino acid sequence, while different
group M subtypes vary by up to 35% (21). Even greater diver-
gence between the different HIV-1 groups (M, N, and O) and
between HIV-1 and HIV-2 is seen. In humans, prior infection
with HIV-2 does not appear to protect against subsequent
infection with HIV-1 (82). An individual infected with both
group M and group O HIV-1 viruses was identified (71), al-
though it is not known whether the infections were nearly
simultaneous or sequential. Indirect evidence for infections
with more then one subtype of HIV-1 group M viruses is seen
in the large number of distinct intersubtype recombinants,
each with a presumably independent origin (8, 12, 24, 25, 36,
46, 56, 66, 73, 74, 76), and in numerous cases of dual-subtype
infections (4, 6, 24–26, 62). It is not known with what time
intervals such dual infections are acquired.

The ability of HIV-1 to infect seropositive hosts previously
infected with different subtypes of group M HIV-1 has been
recently reported for two injection drug users (IDUs) and a
homosexual man (28, 61). The two IDUs were untreated and
became superinfected with a different HIV-1 subtype 3 to 11
months after their initial infections (61). The homosexual man
was successfully treated for a period of over 2 years with a
regimen of highly active antiretroviral therapy (HAART) ini-
tiated during primary infection. He became infected with a
different subtype of HIV-1 3 to 4 months after discontinuing
HAART (28). These three cases indicate that any protection
against HIV superinfection that may have been provided by a
preexisting infection was only partial when the challenge
strains belonged to a different HIV-1 group M subtype.
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Two cases of superinfection with a virus belonging to the
same HIV-1 subtype have been reported (3, 31). A patient who
had initiated effective HAART treatment at the time of acute
infection was superinfected while undergoing structured treat-
ment interruption, followed by rapidly rising viremia (3). In the
second case an untreated subject infected with a drug-resistant
strain was superinfected with a wild-type strain within 4
months of infection (31). No other cases of same-subtype su-
perinfection have been reported among the numerous longi-
tudinal sequence analysis studies of HIV-1 (15, 16, 35, 45, 47,
50, 51, 67–69, 83a), although it is conceivable that prior cases
were dismissed as PCR contamination (38). Cases of same-
subtype coinfection involving strains from different sources
have been reported, but such coinfections occurred either si-
multaneously (18), nearly simultaneously (41, 89), or at un-
known intervals (64, 65).

As only two clear cases of same-subtype HIV-1 superinfec-
tion have been reported to date, it remains possible that some
level of protection against superinfection is provided by an
established infection. To measure the frequency of same-sub-
type superinfection in a highly exposed and largely untreated
population, we phylogenetically analyzed HIV-1 sequences in
longitudinally collected serum from 37 street-recruited active
IDUs.

MATERIALS AND METHODS

Subject recruitment. The viral sequences analyzed in this study were amplified
from paired serum specimens drawn from IDUs participating in the Urban
Health Study from 1987 through 2000. The Urban Health Study has conducted
semiannual seroepidemiological surveys of IDUs recruited from street settings in
inner-city communities in the San Francisco Bay area since 1985 (32, 33, 81).
IDUs were recruited every 6 months in each of six bay area neighborhoods by
using targeted sampling methods (79, 80). Study neighborhoods were selected for
their high concentrations of injection drug use based on review of drug treatment
admission data, police arrest data, direct observation, and ethnographic research.
IDUs were recruited from street settings by experienced outreach workers.
Eligibility for participation was based on injection drug use in the past 30 days or
previous participation in the Urban Health Study. New respondents were
screened for visible signs of recent subcutaneous or intravenous drug use.
Trained interviewers collected demographic and risk behavior information using
a standardized questionnaire. Blood was collected at the field site for HIV
antibody testing, and aliquots of serum were frozen and stored at �70°C for
future use. Respondents were given pre- and post-HIV test counseling, referred
to medical and social services as needed, and paid $15 to $20 at each visit for
their contribution to the study. All subjects provided written informed consent
each time they participated. All study procedures were approved by the Com-
mittee on Human Research at the University of California, San Francisco.
Thirty-seven participants were selected for the present study based on the avail-
ability of frozen serum specimens, long sampling interval between earliest and
latest time point available, and self-reports of continued high-risk behavior.

RNA extraction and nested RT-PCR. All RNA extractions, reverse transcrip-
tion, and setting up of the first-round PCR tubes were performed in a pream-
plification room free of amplified HIV products. Viral RNA was extracted from
280 �l of serum with the Qiagen (Valencia, Calif.) viral RNA kit. Ten units of
RNase inhibitor was added to 30 �l of eluted RNA. Ten microliters of RNA was
combined with 50 �g of random 6-nucleotide oligomers (Life Technologies,
Carlsbad, Calif.) and 1 �l of 10 mM deoxynucleoside triphosphate (dNTP; New
England Biolabs, Beverly, Mass.). The mixture was heated at 65°C for 5 min and
rapidly cooled on ice. A reverse transcriptase (RT) mixture comprising 4 �l of
5� first-strand buffer (Life Technologies), 2 �l of 0.1 M dithiothreitol (Life
Technologies), 1 �l of 200-U/�l Moloney murine leukemia virus RT (Life Tech-
nologies), and diethyl pyrocarbonate-treated water was added to a final volume
of 25 �l. The mixture was incubated for an hour at 37°C and heated for 15 min
at 70°C. Nested PCR involved a first-round mixture with externally annealing
primers followed by a second-round mixture containing internally annealing
primers. The primers for the V3-to-V5 region of env were previously described
(17). Sixty-eight env sequences were determined. HXB2 positions 7042 to 7644

were used in the env alignment. The first-round primers for p17 gag were JA152
and JA155, and the second round primers were JA153 and JA154, as previously
described (39). One hundred fifty-six p17 sequences were determined. HXB2
positions 707 to 1176 were used in the p17 alignment. First-round primers for tat
were TatED1 (5�GCAGGAGTGGAAGCCATAATAAG3�; HXB2 positions
5721 to 5743) and TatED2 (5�TTCTATGAATACTATGGTCCACACAACTA
T3�; 6119 to 6148). Second-round primers were TatED3 (5�GAATTCTGCAA
CAACTGCTGTTTAT3�; 5743 to 5767) and TatED4 (5�ATTGCTGCTACTA
CTAATGCTACTATTGC3�; 6083 to 6111). A total of 50 tat PCR products were
sequenced. HXB2 positions 5768 to 6072 were used in the tat alignment. Five
microliters of cDNA was added to a PCR mixture composed of 10� PCR buffer
(Promega, Madison, Wis.), 2.5 mM MgCl, 1 mM dNTP, 0.2 �M sense and
antisense primers, 1 U of Taq (Promega), and water to a final volume of 50 �l.
Amplification was carried out as follows: 2 min at 94°C, followed by 35 cycles of
30 s at 94°C, 45 s at 57°C, and 2 min at 72°C and a final extension for 5 min at
72°C. PCR fragments were purified with the Qiagen kit. The env V3-to-V5 region
and p17 gag PCR products were subcloned into the plasmid vector pCR2.1 of the
TA cloning kit (Invitrogen, Carlsbad, Calif.).

HMA of p17 sequence variants. Subcloned p17 inserts were classified into
different clonotypes by heteroduplex mobility analysis (HMA) prior to sequenc-
ing (78). An average of 17.5 subcloned plasmids (range, 6 to 25) were analyzed
per subject. One p17 subclone variant per time point and per subject was
randomly selected, and 2.5 �l of its second-round PCR product was reannealed
with 2.5 �l of the PCR product derived from subclones from the other time point
for the same subject. The resulting DNA heteroduplexes were electrophoreti-
cally resolved in 8% polyacrylamide gels (acrylamide/bisacrylamide ratio, 29:1) at
235 V for 4.5 h in 1� Tris-borate-EDTA buffer. Gels were stained with ethidium
bromide, and the UV fluorescence was recorded with a charge-coupled device
camera.

Sequencing. Subcloned env and gag regions were sequenced with standard
vector primers, an automated capillary sequencer (ABI 3700), and the ABI
sequence viewer program EditView. tat PCR amplicons were directly sequenced
with the second-PCR-round antisense primer.

Phylogenetic analysis. All sequences were aligned in BioEdit with the
CLUSTAL W sequence alignment tool. Sequences were further manually edited
to preserve in-frame insertions and deletions in the final alignments. All phylo-
genetic analyses were performed with PAUP*, version 4.0 beta 10.

Initial trees were generated via the neighbor-joining algorithm. For each
alignment, from this initial tree, a maximum-likelihood (ML) tree, under the
general time-reversible model, with previously estimated six-term rate matrix,
base frequencies, gamma distribution alpha term, and proportion of invariant
sites, was generated with the tree bisection resection algorithm (72). Initial
parameters were determined with ModelTest, version 3.06 (58). Each tree was
allowed to rearrange 10,000 times before the final tree, and the lowest observed
likelihood score (most likely tree) was chosen. To provide statistical support for
observed branching patterns, a bootstrap analysis was performed. Starting from
a neighbor-joining tree and with the previously estimated tree parameters for the
ML trees, 100 bootstrap replicates were grown, and each was allowed to rear-
range 1,000 times under the tree bisection resection algorithm. Bootstrap values
were applied to the corresponding ML tree from the central to terminal nodes.
Bootstrap values under 50% are not reported. If a tree branch structure in the
final bootstrap tree differed from that observed in the ML tree, as happened at
a few terminal nodes, bootstrap values were not applied.

Statistical analysis. To determine whether the observed rate of superinfection
reflected protection against superinfection, we conducted an analysis to test the
null hypothesis that superinfection occurs as easily in HIV-infected persons as
initial infection occurs in HIV-uninfected persons with the same exposures. We
first constructed an exponential-regression model for the risk of initial infection
using the SAS Lifereg procedure (SAS/STAT user’s guide, version 8, SAS Insti-
tute Publishing, Cary, N.C., 2000) and data from Urban Health Study partici-
pants who were initially uninfected and who returned at least once for follow-up
testing. Time-dependent variables for demographic characteristics, calendar
time, and injection and sexual risk behaviors were included in the model. Par-
ticipants who seroconverted were assumed to have been infected at the midpoint
between their last negative and first positive tests. This model was constructed
with data from 3,549 study participants interviewed on 15,462 occasions over
10,738 person-years of observation. We then used this model of the risk of initial
infection to calculate a predicted risk of superinfection for each of the HIV-
infected subjects in the present study, accounting for their demographic charac-
teristics, risk behaviors, and calendar time. The expected number of superinfec-
tions was calculated as the sum of the predicted probabilities of superinfection in
the 37 studied subjects. The P value for an observation is the probability of
arriving at that observation if the null hypothesis is true. Since no superinfections
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were observed, the P value for rejecting the null hypothesis that superinfection
occurs as easily as initial infection, when risk behaviors and other risk factors are
held constant, was the probability of observing no superinfections in the 37
subjects, assuming that the model correctly predicted their superinfection risk.
The probability of observing no superinfections among all participants was cal-
culated as the product of the probabilities of no superinfection for the 37
subjects. The probability of no superinfection for each subject was 1 � the
probability of superinfection predicted by the model. Since no superinfections
were detected, the estimated relative risk (r) of superinfection compared with
that of initial infection was zero. To determine the upper 95% confidence bound
for this estimate, we determined r such that the probability of observing no
superinfections was 0.05 if the risk of superinfection for each subject was r times
the risk predicted by the model. Thus the upper confidence bound was the value
of r for which the product of the 37 values of 1 � (r � risk) was 0.05.

Nucleotide sequence accession numbers. The GenBank accession numbers of
nucleotide sequences analyzed in this study are AY450962 through AY451235.

RESULTS

IDU population. The 37 IDUs were men and women of
diverse ethnicity, predominately in their fourth and fifth de-
cades of life (Table 1). The samples analyzed were collected
between 1987 and 2000 (Fig. 1). The total duration of time
between the baseline and follow-up samples for all 37 IDUs
combined was 215 person-years. Exposure to HAART was
infrequent; 170 (79%) of the 215 person-years of observation

FIG. 1. Time span analyzed for HIV-1 superinfection in 37 IDUs.

TABLE 1. Characteristics of 37 HIV-infected, street-recruited IDUs, San Francisco Bay area, 1987 to 2000

Characteristic Value

Age at baseline (yr) (median [IQRa]) .................................................................................................................................................................37 (30, 42)
Sex (no. [%])

Men ......................................................................................................................................................................................................................25 (68)
Women.................................................................................................................................................................................................................12 (32)

Race or ethnicity (no. [%])
African-American ...............................................................................................................................................................................................16 (43)
White....................................................................................................................................................................................................................15 (41)
Other ....................................................................................................................................................................................................................6 (16)

Time between baseline and follow-up samples (yr) (median [IQR])..............................................................................................................6.0 (3.3, 7.6)
Time between baseline and follow-up samples (yr) (total) ..............................................................................................................................214.8
No. of visits, including baseline and follow-up (median [IQR]) ......................................................................................................................5 (3, 8)
No. (%) that injected:

Heroin ..................................................................................................................................................................................................................33 (89)
Cocaine ................................................................................................................................................................................................................25 (68)
“Speedball” (mixture of heroin and cocaine) .................................................................................................................................................29 (78)
Amphetamines ....................................................................................................................................................................................................21 (57)

Risk behaviors
Injections/day (median [IQR])..........................................................................................................................................................................3 (2,4)
Reported use of a syringe previously used by another IDU (no. [%]).......................................................................................................29 (78)
MSMb (no. [%])..................................................................................................................................................................................................11 (30)
No. of male sex partners in the last 6 mo (women and MSM; n � 23) (median [IQR])........................................................................6 (1, 15)
Received money or drugs in exchange for sex (no. [%])..............................................................................................................................15 (41)

a IQR, interquartile range.
b MSM, men who had sex with men.
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occurred before the beginning of the HAART era in mid-1996,
and study participants reported currently taking HAART reg-
imens at only 8 (23%) of the 35 interviews conducted from
1997 through 2000. We therefore estimate that participants
were taking HAART regimens during less than 5% of the total
follow-up time.

Generation of HIV-1 sequence data. Viral quasispecies were
analyzed at two time points to determine whether highly di-
vergent variants emerged, indicating possible superinfection.
Viral sequences were analyzed in the env V3-to-V5 region for
6 subjects, in the first tat exon for 25 subjects, and in the gag
p17 region for 16 subjects. Sequences from two subjects were
analyzed in env and tat, those from two were analyzed in env
and p17, and those from six were analyzed in p17 and tat.
Differences in the locus analyzed were the consequence of
changes in the PCR methodology during the course of this
study. Analyses at two loci were performed to test conclusions
reached on the basis of the first studied locus. All samples were
PCR positive with the particular primer sets used. Following
reverse transcription initiated with random primers, the differ-
ent regions were amplified by nested PCR (see Materials and
Methods).

For the env region analysis 10 to 13 randomly selected env
plasmid subclones were sequenced per subject.

The tat region PCR amplicons were directly sequenced. To
measure the ability of tat population sequencing to detect a
highly divergent, coamplified, variant, we performed the fol-
lowing analyses. Reconstituted mixtures of tat PCR amplicons
from different subjects were directly sequenced. A tat variant
present at a frequency �20% was readily detectable through
mixed nucleotide base peaks at greater than 4% of the posi-
tions in the sequencing electrophoregrams (data not shown). A
pairwise substitution analysis showed that tat variants from
different San Francisco Bay area IDUs differed at �4% of
nucleotide positions in the region amplified in �93% of pair-
wise comparisons. Because the mixed nucleotide positions
seen in direct tat amplicon sequencing of the IDU samples
studied here were present in less than 4% of the nucleotide
positions, we concluded that these mixed bases reflected the
quasispecies nature of HIV rather than the presence of highly
divergent coamplified tat variants. In one subject a PCR prod-
uct resulted in almost completely mixed sequencing base
peaks. The PCR product was subcloned, and six plasmids were
sequenced. Alignments showed that four of six variants carried
a 3-bp deletion in the region of tat where population sequenc-
ing produced mixed sequencing bases. Subcloned sequences all
clustered phylogenetically (data not shown). The mixed base
positions were therefore the result of sequencing coamplified
variants of different lengths rather than superinfection (data
not shown).

To increase p17 sequence variant sampling while minimizing
plasmid sequencing, multiple p17 subclones from each subject
were first classified into clonotypes by using DNA HMA. The
electrophoretic mobility of DNA heteroduplexes is affected by
both the number and the positions of mismatched and un-
matched nucleotide base pairs (14, 16, 29, 75). The PCR prod-
uct from one subcloned p17 variant from each of both time
points was reannealed to PCR amplicons from plasmid sub-
clones from the other time point. The resulting DNA hetero-
duplexes were then electrophoretically separated through

polyacrylamide (Fig. 2). Subclones that produced identical
HMA gel patterns were considered to belong to the same
clonotype group, and only a single representative plasmid from
each group was sequenced. An average of 17.5 p17 plasmids
(range, 6 to 25) per subject were subjected to HMA clonotype
analysis and plasmid sequencing.

Phylogenetic analysis of the V3-to-V5 envelope. The env
phylogenetic analysis showed that every sequence variant from
each of the six IDUs clustered by subject (Fig. 3A). Five of the
six intrasubject clusters were supported with high bootstrap
values (�90). Every sequence variant from subject J also clus-
tered together but did so with bootstrap values �50. Two J
subclusters were observed; they consisted mostly of variants
from each of the time points analyzed collected 9 years apart.
AE and J variants clustered together with a bootstrap value of
96%, while AE variants alone clustered with a 99% bootstrap
value. When the phylogenetic analysis was repeated in the
absence of AE variants, all J variants clustered together with a
bootstrap value of 100 (data not shown). The high degree of
similarity between AE and J sequences therefore reduced the
bootstrap support for the J variants alone. We therefore at-
tribute the low bootstrap values for the J sequence variant
cluster to its close phylogenetic relationship with subject AE
variants. Both AE and J were sampled in San Francisco and,
according to their closely related HIV-1 sequences, may be
directly or indirectly epidemiologically linked.

Phylogenetic analysis of tat. All sequence pairs from the 25
IDUs analyzed in the tat region also clustered by individuals
(Fig. 3B). Bootstrap analysis statistically supported intra-
subject pair clusters for 20 IDUs. Intrasubject clusters with
bootstrap value below 50 were seen for W, S, V, AE, and J. As
in the env region analysis, tat variants from AE and J clustered
together. The phylogenetic analysis was repeated with either
AE or J sequences omitted. The bootstrap values for the AE
and J clusters were then 77 and 76, respectively. The AE/J tat
sequence cluster therefore also reflects a direct or indirect
epidemiological linkage between these two IDUs. To deter-

FIG. 2. Example of HMA clonotype analysis of p17 sequence vari-
ants. PCR products from plasmid subclones were reannealed, and
DNA heteroduplexes were resolved through a polyacrylamide gel.
(A) Inter-IDU HMA. A clonal PCR product from a subclone from one
IDU was reannealed to clonal PCR amplicons from nine other IDUs,
showing that different sequence variants produced distinct electro-
phoretic mobilities. (B) Intra-IDU HMA. A clonal PCR product from
one subclone from an IDU was reannealed to PCR products derived
from subclones from the other time point. Subclones producing the
same mobility heteroduplexes were classified as members of the same
clonotype groups (A through E).
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mine if the intrasubject sequence pairs from subjects W, S, and
V (whose analyzed samples were collected 7 to 12 years apart)
showed a degree of sequence divergence characteristic of un-
related HIV strains rather than long-term intrapatient HIV-1
evolution, we performed the following analysis. The intra- and
interpatient sequence pair genetic distances for the 20 IDUs
whose variants clustered together with bootstrap values �50
were separately plotted along with the genetic distances be-
tween unrelated HIV-1 sequences from the HIV-1 database
(Fig. 4A). The intrasubject genetic distances for subjects W, S,
V, AE, and J all fell within the range of intrapatient distances

whose clustering was supported by bootstrap values �50 (Fig.
4A). This result indicated that the low bootstrap values (�50)
seen for these five IDUs were the result of either strong se-
quence similarities (AE/J) or intrapatient evolution during the
long intervals between sampling of 7 to 12 years (W, S, and E)
rather than the result of superinfection with a highly divergent
strain.

Phylogenetic analysis of p17. All intrasubject sequences
from the 16 IDUs analyzed in the p17 region also clustered
together phylogenetically (Fig. 3C). Bootstrap analysis statis-
tically supported the intrasubject sequence clusters for 11

FIG. 4. Intra- and interpatient distribution of pairwise genetic distances for the tat (A) and p17 (B) regions. The intrasubject (black lines) and
intersubject (white lines) pairwise HIV-1 genetic distances for San Francisco Bay area IDUs whose variants all clustered with bootstrap values �50,
as well as the intersubject distances from unrelated sequences from the HIV database (grey lines), are plotted. Arrows, intrasubject tat genetic
distances for the two time points sequenced which clustered phylogenetically together with bootstrap values below 50; horizontal lines, means and
ranges of the p17 intrapatient genetic distances for variants that clustered phylogenetically together with bootstrap values below 50. The
phylogenetically linked subject pair AE and J was omitted from the intersubject tat distance pairs.
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IDUs. For the five subjects whose p17 sequences were not
all held together with bootstrap values �50 (S, V, Q, E, and
I) the tat region was also analyzed. All five sequence pairs
grouped together phylogenetically in tat (Fig. 3B). Of these
five, Q, E, and I sequences showed significant bootstrap
values in the tat region (73, 54, and 83, respectively) while
sequences from the other two subjects (S and V) had boot-
strap values �50. Q and V sequences were also analyzed at
the env loci, where their intrasubject variants clustered with
bootstrap values of 100 and 95, respectively. To determine if
the intrasubject p17 sequences from subjects S, V, Q, E, and
I showed a degree of sequence divergence characteristic of
unrelated HIV strains, we also compared their genetic dis-
tances to the intra- and intersubject genetic distances for the
11 subjects whose variants clustered phylogenetically with
bootstrap values �50. The genetic distance distribution be-
tween epidemiologically unrelated strains from the HIV da-
tabase was also included (Fig. 4B). The means as well as the
ranges of intrasubject genetic distances for the five IDUs all
fell within the range of intrapatient distances supported by
bootstrap analysis (Fig. 3C). The range for some subjects
(i.e., Q and E) reached 6.5%, reflecting the extensive se-
quence divergence between time points and the diversifica-
tion of their quasispecies. This result indicated that the low
bootstrap values (�50) for clusters holding intrasubject se-
quence variants from S, V, Q, E, and I IDUs were the result
of within-subject evolution during the 7- to 12-year intervals
between samplings rather than superinfection with a highly
divergent strain.

HIV database search. The two env, tat, and p17 sequence
variants from each IDU that showed the greatest genetic dis-
tance were used for BLAST searches against the HIV data-
base. The five database sequences most similar to each query
sequence were then used in neighbor-joining phylogenetic
analyses that included every sequence variant from the query
sequence IDU. In no case was an intrapatient cluster inter-
spersed with a database sequence (data not shown).

Therefore, while we observed extensive sequence evolution
occurring during the long sampling intervals, in none of the 37
tested IDUs did we find convincing evidence of superinfection.

HIV-1 exposure. The 37 HIV-1-infected subjects included in
this study reported high levels of sexual and injection risk
behaviors (Table 1). The predicted likelihood of superinfec-
tion, based on the incidence of seroconversion observed in
seronegative IDUs reporting the same risk behaviors, ranged
from 0.01 to 0.61 for the individual subjects. The expected
number of superinfections among the 37 subjects, assuming
superinfection in HIV-infected IDUs was as likely as an initial
infection in uninfected IDUs with the same risk behaviors (i.e.,
no superinfection protection), was 3.38. The summary likeli-
hood that none of the 37 IDUs became superinfected as a
result of chance alone (the null hypothesis) was 0.02. The null
hypothesis was therefore rejected. The estimated relative risk
of superinfection compared with risk of initial infection was
0.0, with a 95% confidence interval of (0.00, 0.79), indicating
that the level of protection against superinfection conferred by
existing HIV infection measured in this study was between 21
and 100%.

DISCUSSION

Conclusion. In this study, we examined paired HIV-1 serum
samples from 37 IDUs spanning 215 person-years of high-risk
behavior and found no evidence for superinfection with a
highly divergent strain of the same subtype. HAART was taken
during approximately 5% of the 215 years of exposure by the
37 IDUs analyzed, such that HAART’s potential protective
effect against superinfection was minimal. The IDU population
studied here is therefore distinct from the predominantly
treated patient population studied by Gonzales et al., in which
protease and RT drug resistance genotyping was performed
and in whom no superinfection was detected over a total of
1,072 years of follow-up (22).

While superinfecting viruses may be considered by the al-
ready-infected host as a form of immune escape variant (1, 2,
5, 7, 23, 30, 48, 52, 53) and may therefore be difficult to
recognize immunologically, several factors may argue against
this scenario and explain why infected persons may be at least
partially protected against superinfection. The resident viral
quasispecies presumably adapted to an initially highly focused
but gradually widening and eventually very high level of im-
mune responses aimed at multiple epitopes through the step-
wise selection of immune escape mutants (1, 2, 5, 7, 23, 30, 48,
52, 53). A superinfecting strain, facing a high level of preexist-
ing immunity aimed at multiple epitopes in a chronic infection,
may find it difficult to escape through the simultaneous selec-
tion of multiple escape mutations. A superinfecting strain may
therefore not compete successfully against the multitude of
already-host-adapted resident viruses. The strong HIV-1 ge-
netic bottleneck often experienced during many, although not
all, HIV transmissions (13, 15, 37, 43, 49, 55, 59, 67, 83, 83a,
86–88) and its anticipated detrimental effect on viral fitness
(85) may also put superinfecting strains at a further disadvan-
tage. Nonetheless, a recent case of same-subtype superinfec-
tion occurred despite the presence of up to nine targeted
cytotoxic T-lymphocyte epitopes in the superinfecting strain
(3). In this case susceptibility to superinfection may have been
affected by the concomitant structured treatment interruption,
possibly by decreasing resident strain viremia or as a result of
increased target cell availability. In the second case of same-
subtype superinfection the 4 months following primary infec-
tion in this untreated patient (31) may not have provided
sufficient time for a highly cross-reactive immune response to
develop and/or the wild-type superinfecting strain genotype
may have had a replication fitness advantage over the resident
drug-resistant genotype (11). An increasing frequency of pri-
mary infection with drug-resistant strains (40, 63, 70) may
therefore similarly increase the likelihood of future superin-
fection with fitter wild-type viruses. Conversely, a highly drug-
resistant superinfecting strain may have a selective advantage
over resident wild-type variants in patients on antiviral drug
therapy. Last, a large and growing level of viral genetic diver-
sity, both within HIV-1 subtype B (19, 34, 44) and worldwide
(21), and increasing circulation of different subtypes and their
recombinants may all lead to increasing frequencies of super-
infection.

Although superinfection was not detected in this study, sev-
eral caveats need to be attached to this conclusion. It remains
possible that HIV-1 superinfection went undetected because
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the superinfecting strain remained a minority variant below
our detection limit, was compartmentalized, only replicated
transiently, or most of its genome was deleted through recom-
bination. Among the three published cases of superinfection
with a different subtype, the superinfecting strains reached
different frequencies in the plasma quasispecies. In one case
the superinfecting strain completely displaced the prior resi-
dent strain within 2 months of superinfection (28). In the other
two cases, using subtype-specific primers, both subtypes were
seen cocirculating in the plasma. When the PCR products were
subcloned and plasmid was sequenced, the superinfecting
strain was dominant in one case (73% of subclones) and was a
minority variant (33% of subclones) in the other case (61). In
the same-subtype cases of superinfection the second strains
appeared to completely replace the initial strains (3, 31). Be-
cause of the extensive population sampling at the p17 and env
loci (i.e., the multiple subclones analyzed per sample) and the
ability of direct tat amplicon sequencing to detect minority
divergent strains, we conclude that in none of the subjects
analyzed did a highly divergent strain reach a frequency
greater than 20% of the later serum quasispecies. Because a
significant proportion of HIV-1 transmission in this cohort is
related to sexual activity (32), restriction of a new HIV-1 strain
to an unsampled site such as mucosal tissues cannot also be
excluded. As precedent, attenuated-SIV-infected macaques
protected from intrarectal challenge with a more virulent strain
did not show the presence of the challenge strain in the rectum
or lymph nodes (9). The possibility that a transient episode of
viremia with a superinfecting strain occurred cannot be dis-
counted in this study, as only two time points were analyzed. It
is also conceivable that recombination between resident and
superinfecting strains deleted most of a superinfecting vari-
ant’s genome. In the three previously reported cases of super-
infection with a different subtype, the superinfecting viruses
were analyzed at multiple loci with no sign of recombination
(28, 61). Similarly, no recombination was detected in the two
cases of same-subtype superinfection (3, 31). Nonetheless be-
cause of the longer time interval between samplings in this
study (1 to 12 years) the opportunities for recombination to
obscure superinfection events were greater here than in these
prior cases.

In summary, using samples collected from 37 IDUs whose
behavior put them at risk of superinfection during 215 person-
years, we did not detect highly divergent HIV-1 strains in their
later quasispecies. The reported cases of same-subtype super-
infection (3, 31) have shown that existing infection does not
confer absolute protection against superinfection. Based on
the expected level of exposures of our subjects, however, the
absence of superinfection indicates that some degree of pro-
tection (21 to 100%) against superinfection with a virus of the
same subtype was provided by prior HIV-1 infection (P �
0.02).
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