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Background

 

Early in human immunodeficiency vi-
rus type 1 (HIV-1) infection there is a decline in viral
replication that has been attributed to host immuni-
ty, but the components of this response, particularly
the ability of cytotoxic T lymphocytes to control viral
burden and influence the outcome of disease, are
poorly understood.

 

Methods

 

We prospectively studied 33 patients with
primary HIV-1 infection for HIV-specific activated cy-
totoxic T lymphocytes and memory cytotoxic T lym-
phocytes and compared these lymphocyte respons-
es with changes in viral load and clinical status over
the subsequent 18 to 24 months.

 

Results

 

Soon after infection, activated HIV-specif-
ic cytotoxic T lymphocytes, mediated primarily by
CD8

 

�

 

 cells, were detected in 17 of 23 patients (74 per-
cent). Memory cytotoxic T lymphocytes were found in
6 of 6 patients tested (100 percent) during the first
three months of infection and in 17 of 21 patients (81
percent) tested during the first six months. The fre-
quencies of memory cytotoxic T lymphocytes varied
markedly over time, but overall they declined over
the first 6 to 8 months and then stabilized over the
next 12 to 18 months. The patients with higher fre-
quencies of Env-specific memory cytotoxic T lym-
phocytes had a median level of plasma HIV-1 RNA
about one third that of the patients with lower fre-
quencies (median number of RNA copies per millili-
ter, 22,000 vs. 62,000; P

 

�

 

0.006). Patients with low
frequencies of Env-specific memory cytotoxic T lym-
phocytes (or none) in early infection had a more rap-
id decline to less than 300 CD4

 

�

 

 cells per cubic mil-
limeter (P

 

�

 

0.05).

 

Conclusions

 

In early HIV-1 infection, the induction
of memory cytotoxic T lymphocytes, particularly those
specific for Env, helps control viral replication and is
associated with slower declines in CD4

 

�

 

 cell counts.
Host cytolytic effector responses appear to delay the
progression of HIV-1 disease. (N Engl J Med 1997;
337:1267-74.)
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ITHOUT antiretroviral therapy, most
people with human immunodeficien-
cy virus type 1 (HIV-1) infection will
have the acquired immunodeficiency

syndrome (AIDS) within a decade. Many clues about
the pathogenesis of HIV-1 have come from the
study of patients with unusually rapid or unusually
slow progression of disease. Accumulating evidence

W

 

indicates that both host and viral factors affect dis-
ease progression.

 

1-7

 

 Several studies, mostly cross-sec-
tional in design, have shown that host immunity to
HIV-1 may be related to disease progression.

 

8-11

 

 In
particular, HIV-1–specific cytotoxic T lymphocytes
decrease in frequency over time, and persons with
detectable cytotoxic T lymphocytes tend to have sta-
ble clinical disease. In contrast, more recent studies
show that higher plasma levels of HIV-1 RNA are
the strongest independent predictors of progression
to AIDS and death.

 

12-14

 

Primary infection is typically associated with ini-
tially high levels of plasma HIV-1 RNA that subse-
quently decline. HIV-1–specific cytotoxic T lympho-
cytes can appear early, even before seroconversion,
and their emergence may coincide with a decline in
viral load.

 

15,16

 

 Exceptions have been found,

 

17

 

 howev-
er, and it has been argued that the decline in viremia
is largely attributable to the lack of available CD4

 

�

 

target cells for infection.

 

18

 

 After approximately six
months of infection, plasma viremia reaches a quasi–
steady-state level,

 

12-14

 

 and it has been hypothesized
that host immunity must have a critical role in achiev-
ing that equilibrium.

 

19,20

 

 Thus, the critical events
governing the variability in disease progression must
include both viral replication and immune respons-
es, and it is likely that these may be determined in
early infection.

We undertook a prospective study of 33 patients
with primary HIV-1 infection to determine the ex-
tent to which the responses of cytotoxic T lympho-
cytes induced during this critical early period are as-
sociated with the level of viral replication over the
first one to two years and their relation to the sub-
sequent course of disease.

 

METHODS

 

Study Patients

 

We studied the first 33 consecutive persons enrolled at the Pri-
mary HIV Infection Clinic of the University of Washington.

 

21

 

 Pa-
tients at risk who had HIV-related symptoms or tested HIV-pos-
itive for the first time on routine testing were referred from the
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university clinics, AIDS-prevention programs, jail facilities, and
physicians in the community. A time of infection was assigned for
each patient that represented the first day of clinical illness in 31
patients (94 percent) and the halfway point between a negative
and a positive serologic test for HIV-1 in 2 patients (6 percent).
Five healthy, HIV-1–seronegative volunteers served as controls in
the assays of cytotoxic T lymphocytes. The Human Subjects Re-
view Board of the University of Washington approved all aspects
of the study.

Patients were screened for HIV-1 antibodies as previously de-
scribed.

 

21

 

 Plasma HIV-1 RNA levels were determined by the
branched-chain DNA amplification method

 

22

 

; the lower level of
sensitivity of the assay was 10,000 copies per milliliter. The HIV-
1 titer in peripheral-blood mononuclear cells was measured by
quantitative cell microculture.

 

23

 

 T-cell subgroups were counted by
flow cytometry.

 

21

 

Assays of Cytotoxic T Lymphocytes

 

Vectors containing recombinant vaccinia virus were used to ex-
press HIV-1 or control gene products. The recombinant vaccinia
virus encoding HIV-1

 

LAI

 

 

 

env

 

 (vPE-16),

 

24

 

 HIV-1

 

LAI

 

 

 

gag

 

 (vDK-
1),

 

25

 

 HIV-1

 

LAI

 

 

 

pol  

 

(vRT),

 

26

 

 and 

 

lacZ

 

 (vSC-8, used as a control)

 

27

 

were obtained through the AIDS Research and Reference Re-
agent Program (National Institute of Allergy and Infectious Dis-
eases, Bethesda, Md.). The recombinant vaccinia virus encoding
the HIV-1

 

LAI

 

 gene products Env, Gag, and Pol (vEGP) was kindly
provided by D. Panacali (Therion Biologics, Cambridge, Mass.).

Activated cytotoxic T lymphocytes were measured in the first
consecutive 21 volunteers and in 6 other volunteers enrolled soon
thereafter, on the basis of the availability of autologous B-lym-
phoblastoid cell lines. Fresh peripheral-blood mononuclear cells
and CD4- and CD8-enriched T cells were used as effector cells.
To enrich the cell population for T-cell subgroups and remove nat-
ural killer cells, the peripheral-blood mononuclear cells were in-
cubated with anti–Leu-11 (CD16) and either anti–Leu-2A (CD8)
or anti–Leu-3A (CD4) monoclonal antibodies (Becton Dickin-
son, San Jose, Calif.), and were then negatively selected after in-
cubation with goat antimouse IgG–coated beads (Dynal, Lake
Success, N.Y.). The purity of the T-cell subgroups, as determined
by flow cytometry, ranged from 92 to 98 percent.

Autologous Epstein–Barr virus (EBV)–transformed B-lympho-
blastoid cell lines were established from donor peripheral-blood
mononuclear cells

 

28

 

 and infected with recombinant vaccinia virus.
K562 cells (American Type Culture Collection CCL243) served
as targets to measure the lytic activity of natural killer cells. Target
cells labeled with chromium-51 and effector cells were distributed
into 96-well round-bottomed plates (Costar, Cambridge, Mass.)
in triplicate, and the chromium-release assay was performed.

 

29

 

 The
spontaneous release of chromium-51 was less than 25 percent in
all experiments. HIV-1–specific lysis was determined by calculat-
ing the difference between the percentage of lysis of target cells
expressing the HIV-1 gene product and that of the target cells
infected with vSC-8; lysis of 10 percent or more was considered
positive. The responses were considered negative if the HIV-1
and natural-killer lytic activities in the undepleted peripheral-
blood mononuclear cells were both greater than 10 percent but
HIV-specific lysis in the populations enriched with CD4, CD8,
or both was less than 10 percent.

The frequencies of precursor cytotoxic T lymphocytes were
measured by limiting-dilution assay in 30 consecutively enrolled
volunteers, including 6 enrolled within the first 90 days after in-
fection and 21 enrolled in the first 6 months. Adherent autolo-
gous monocytes were infected with vEGP, irradiated with ultravi-
olet and gamma radiation, and used as stimulator cells.

 

29

 

 Serial
dilutions of fresh peripheral-blood mononuclear cells in RPMI
with 10 percent heat-inactivated human AB serum (Biocell, Ran-
cho Dominguez, Calif.) were plated in 96-well round-bottomed
plates in 24-well replicates. Stimulator cells (1000 cells), irradiated
autologous peripheral-blood mononuclear cells (50,000 cells),
and 20 U of human recombinant interleukin-2 (Chiron, Em-

eryville, Calif.) were added to each well. The cultures were incu-
bated at 37°C in 5 percent carbon dioxide and provided with fresh
medium on days 3 and 7. On day 10, the cells from each well were
divided equally into four wells and tested to determine the lysis of
5000 radiolabeled autologous target cells previously infected with
vPE-16, vDK-1, vRT, or vSC-8. Sixteen wells of each of the four
infected target cells were incubated with medium, and 16 wells
were incubated with 5 percent Triton-X, to determine the sponta-
neous and maximal release of chromium, respectively. After a four-
hour incubation at 37°C, the supernatants were harvested and the
release of chromium was measured. The spontaneous release was
less than 20 percent of the maximal release, with a standard devi-
ation of less than 15 percent in the replicate wells. In wells asso-
ciated with lysis that exceeded the mean spontaneous release by
3 SD, the results were considered positive. The frequencies of
memory cytotoxic T lymphocytes were estimated from the initial
number of responder cells at which 37 percent of the wells were
negative for cytotoxicity on the basis of the single-hit Poisson
model.

 

30

 

 The calculations were performed on the basis of the chi-
square minimization method

 

31

 

 with software

 

32

 

 kindly provided by
Dr. C. Orosz (Ohio State University, Columbus).

 

Statistical Analysis

 

Descriptive statistics (medians, ranges, and percentages of pa-
tients with positive results) were used to summarize the data.
When the measures of cytotoxic T lymphocytes were plotted
against the time since infection, all the observations in one person
were connected by dashed lines to show the within-person and
between-person variability. The overall trends were characterized
by a solid, smooth line generated by the loess procedure.

 

33

 

Because of restrictions in the available volume of blood, meas-
urements of frequencies of memory cytotoxic T lymphocytes and
viral load or CD4

 

�

 

 counts in the same blood sample were avail-
able for only one third of the data set. Therefore, to explore the
relation between memory cytotoxic T lymphocytes and the viral
load or CD4

 

�

 

 count, we paired each observation of memory cy-
totoxic T lymphocytes with the closest measurement of viral load
or CD4

 

�

 

 cells, within a range of three weeks. This increased the
percentage of paired measurements to 86 percent. Spearman’s
rank-correlation coefficient was used to describe the strength of
the association between the frequency of memory cytotoxic
T lymphocytes and the viral load or CD4

 

�

 

 count. A bootstrap
procedure (in which persons rather than observations were resam-
pled) was used to assess the significance of the correlation coeffi-
cients.

 

34

 

 Generalized estimating equations were used to compare
log RNA levels above and below the median frequency of mem-
ory cytotoxic T lymphocytes, or 5 per million peripheral-blood
mononuclear cells.

Patients for whom measurements of memory cytotoxic T lym-
phocytes were available within the six-month period after infec-
tion (19 of the 30 patients for whom data on cytotoxic T lym-
phocytes were available) were classified as having either high or
low frequencies of Env-specific memory cytotoxic T lymphocytes.
The frequency was high if the first measurement was above the
smoothed line for trend, and low if the measurement was on or
below that line. Kaplan–Meier methods were then used to com-
pute the time to the first CD4

 

�

 

 cell count of less than 300 cells
per cubic millimeter for the patients in these two groups, and a
log-rank test was used to compare the two curves. All calculations
of P values were two-tailed.

 

RESULTS

 

Study Patients

 

Thirty-three adults with primary HIV-1 infection
(median age, 33 years; one patient was female) were
studied over the first two years of their infection.
The demographic and clinical characteristics of this
group were similar to those of the larger cohort pre-
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viously described.

 

21

 

 The median time of enrollment
was 55 days after HIV-1 infection, and the median
CD4 count was 568 cells per cubic millimeter (Table
1). No patient reported use of antiretroviral drugs at
enrollment, and only 15 percent received treatment
during the subsequent months. Ninety-four percent
of the patients with acute infection had symptoms
(Table 1). The median interval from the onset of
symptoms to the first analysis of cytotoxic T lym-
phocytes was 61 days.

 

HIV-Specific Activated Cytotoxic T Lymphocytes

 

Fresh peripheral-blood mononuclear cells obtained
from 23 patients soon after presentation (median, 61
days after infection) were tested for their ability to
recognize target cells expressing HIV-1 gene prod-
ucts. Activated HIV-specific cytotoxic T lymphocytes
were detected in 17 of these patients (74 percent)
(Fig. 1A). The HIV-specific lysis ranged from 10 to
26 percent among responding patients at an effec-
tor:target cell ratio of 100:1, and it was less than 10
percent in the five HIV-1–seronegative control do-

 

*The classification of symptoms was as defined by Schack-
er et al.

 

21
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Days since infection
Median
25th–75th percentile

55
32–101

CD4 count — cells/mm

 

3

 

Median
25th–75th percentile

568
429–667

CD8 count — cells/mm

 

3

 

Median
25th–75th percentile

1035
715–1311

Symptoms associated with primary infection 
— no. of patients (%)*

None
Mild
Moderate
Severe

2 (6)
5 (15)

10 (30)
16 (48)

Days from initial symptoms to first analysis of 
memory cytotoxic T lymphocytes

Median
25th–75th percentile

61
30–84

 

Figure 1. 

 

Responses of Activated Cytotoxic T Lymphocytes to Specific HIV-1 Gene Products.
Panel A shows the responses of activated cytotoxic T lymphocytes in 23 patients with primary HIV-1 infection who were tested a
median of 61 days after the infection and in 5 HIV-uninfected controls. Freshly isolated effector peripheral-blood mononuclear cells
were tested without in vitro stimulation to assess the lysis of autologous target cells infected with vPE-16 (Env), vDK-1 (Gag), vRT
(Pol), or vSC-8 (control) at an effector:target ratio of 100:1. Panel B shows the proportion of patients with primary HIV-1 infection
who had activated cytotoxic-T-lymphocyte responses to autologous target cells expressing HIV-1 Env, Gag, or Pol during four pe-
riods over the course of infection. The number of patients studied in each period is shown below the graph.
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nors (Fig. 1A). The most common gene product to
be recognized initially was HIV-1 Env, found in 94
percent of the patients with positive responses; by
contrast, HIV-1 Gag and Pol were recognized less
frequently, in 29 percent and 12 percent, respective-
ly (Fig. 1A).

Activated cytotoxic T lymphocytes were mostly
mediated by CD8

 

�

 

 effector cells, observed in 9 of
19 patients (47 percent) at an effector:target ratio of
25:1. The CD8

 

�

 

 effectors primarily recognized Env-
expressing targets in these patients (in eight patients,
or 42 percent); they recognized Gag-expressing (in
three patients, or 16 percent) and Pol-expressing (in
one patient, or 5 percent) targets less often. CD4

 

�

 

effector cells were also detected in 4 of 18 patients
(22 percent). The natural-killer–specific lysis was less
than 10 percent among effector-cell populations
with either CD8

 

�

 

 or CD4

 

�

 

 HIV-1–specific cytoly-
sis. Furthermore, low-level lysis of mismatched target
cells was easily distinguishable from the lysis of au-
tologous targets expressing HIV-1 Env in four pa-
tients (data not shown), indicating that the cytotoxic
activities were unlikely to represent antibody-depend-
ent cellular cytotoxicity but instead represented ma-
jor-histocompatibility-complex–restricted cytotoxic
T lymphocytes.

The frequency of patients with activated cytotox-
ic-T-lymphocyte effector cells was similar when the
patients were studied at intervals of three to six
months (Fig. 1B). The predominant activated cy-
tolytic responses were again Env-specific: over the
one-to-two-year period, 70 to 80 percent had de-
tectable Env-specific cytotoxic T lymphocytes, where-
as less than 50 percent had Gag-specific or Pol-specif-
ic responses (Fig. 1B). Among patients in whom
concurrent measurements of activated and memory

cytotoxic T lymphocytes were made, activated cyto-
toxic T lymphocytes were detected only when mem-
ory responses were present.

 

Frequencies of HIV-Specific Memory Cytotoxic 
T Lymphocytes

 

The frequencies of HIV-1–specific memory cyto-
toxic T lymphocytes reached peak levels during pri-
mary infection and declined over the next 200 to 300
days (Fig. 2). All six patients tested during the first 90
days of infection had Env- and Gag-specific responses.
When examined at intervals of three to six months,
over 80 percent had detectable HIV-1–specific cyto-
toxic T lymphocytes. The frequencies of memory cy-
totoxic T lymphocytes per million peripheral-blood
mononuclear cells ranged from 0 to 446 for Env, 0 to
333 for Gag, and 0 to 364 for Pol (Fig. 2). By con-
trast, the frequencies of memory cytotoxic T lympho-
cytes specific for HIV-1 Env, Gag, and Pol were less
than 0.1 per million in peripheral-blood mononuclear
cells from five healthy HIV-seronegative donors on
repeated testing. The precursor frequencies measured
in assays with the control targets infected with the
vSC-8 were less than 3 memory cytotoxic T lympho-
cytes per million peripheral-blood mononuclear cells
in all patients studied. The coefficient of variation for
the frequencies of memory cytotoxic T lymphocytes
against the same HIV-1 gene product was less than
12 percent (range, 3 to 11 percent). Repeated meas-
urements of frequencies over time in a given person
revealed considerable variability, as Figure 2 shows.
More often, cytotoxic-T-lymphocyte precursors spe-
cific for one gene product predominated, particular-
ly those for HIV-1 Env. In some cases, the predom-
inant gene product recognized early was replaced by
another over time (data not shown).

 

Figure 2.

 

 Longitudinal Analysis of Memory Cytotoxic T Lymphocytes during the 800 Days after Infection.
Each data point represents a measurement of the frequency of cytotoxic T lymphocytes (per million peripheral-blood mononuclear
cells [PBMC]) against autologous target cells expressing HIV-1 Env, Gag, and Pol. The dashed lines connect three or more meas-
urements in each patient. The solid lines showing overall trends were drawn through the data with use of the loess procedure (see
the Methods section).

500.0   Env

50.0   

5.0   

0.5   

0 200 400 600 800

Days since Infection

C
yt

o
to

xi
c 

T
 L

ym
p

h
o

cy
te

s
(p

er
 m

ill
io

n
 P

B
M

C
)

Gag

0 200 400 600 800

Pol

0 200 400 600 800

Copyright © 1997 Massachusetts Medical Society. All rights reserved. 
Downloaded from www.nejm.org on December 3, 2009 . For personal use only. No other uses without permission. 



 

CYTOTOXIC-T-CELL RESPONSES, VIRAL LOAD, AND DISEASE PROGRESSION IN EARLY HIV-1 INFECTION

  

Volume 337 Number 18

 

�

 

1271

 

Correlation of Memory Cytotoxic T Lymphocytes 
with Viral Load

 

To determine whether the cytolytic responses in
patients with primary infection correlated with the
concurrent viral load, we paired the log

 

10

 

-trans-
formed frequencies of memory cytotoxic T lympho-
cytes with measurements of HIV-1 RNA in plasma
and peripheral-blood-mononuclear-cell–associated in-
fectious HIV-1 from blood collected the same day or
within a range of three weeks (Table 2). There was an
overall inverse correlation between the frequencies of
Env-specific memory cytotoxic T lymphocytes and
plasma HIV-1 RNA (P

 

�

 

0.02) and infectious virus
(P

 

�

 

0.1). A similar trend was found between the
frequencies of Gag-specific memory cytotoxic T lym-
phocytes and infectious virus (P

 

�

 

0.06) but not
plasma HIV-1 RNA (P

 

�

 

0.22) (Table 2). When the
data were stratified into three time periods (less
than 6 months, 6 to 12 months, and more than
12 months after infection), the strongest inverse
correlation, albeit not a statistically significant one,
between Env-specific memory cytotoxic T lympho-
cytes and viral load was seen after 12 months of
infection.

To ascertain the magnitude of the effect of cyto-
toxic T lymphocytes on viral load throughout the
study period, median plasma HIV-1 RNA levels (ei-
ther concurrent ones or the closest within three
weeks) were compared with the frequencies of mem-
ory cytotoxic T lymphocytes that fell either above or
at or below the overall median level of memory cy-
totoxic T lymphocytes (5 per million peripheral-
blood mononuclear cells) (Table 3). The number of
copies of HIV-1 RNA per milliliter was significantly
lower in the group with higher frequencies of Env-
specific cytotoxic T lymphocytes (median, 22,000)
than in those with lower frequencies (median,
62,000; P

 

�

 

0.006). Thus, higher frequencies of Env-
specific memory cytotoxic T lymphocytes were asso-
ciated with, on average, one third the level of plasma
RNA that was observed in patients with lower fre-
quencies.

 

Correlation of Cytotoxic T Lymphocytes with CD4

 

�

 

 
Counts and Disease Progression

 

We performed a similar analysis comparing con-
current measurements of frequencies of memory cy-
totoxic T lymphocytes and CD4

 

�

 

 cell counts (Table
2). There was a trend toward higher frequencies of
Env-specific but not Gag- or Pol-specific memory
cytotoxic T lymphocytes correlating with overall high-
er CD4

 

�

 

 cell counts (P

 

�

 

0.09).
We next studied the relation between frequencies

of memory cytotoxic T lymphocytes and disease
progression, as evidenced by declining CD4

 

�

 

 cell
counts. We divided the patients into two groups ac-
cording to whether the response of memory cyto-
toxic T lymphocytes was high or low in the first six

months after infection and compared the groups’
CD4

 

� counts over time (see the Methods section).
After 18 months, 8 of the 19 patients in whom
measurements of memory cytotoxic T lymphocytes
were available (42 percent) had declines in their
CD4� counts to less than 300 cells per cubic milli-
meter (Fig. 3). Among these 19 patients, 80 percent
of those with initial Env-specific responses main-
tained CD4� counts greater than 300 cells per cu-
bic millimeter, as compared with only 44 percent of
those without such responses (P�0.05). The major-
ity of the difference was apparent within the first six
months of infection. After 18 months, the patients
whose initial frequencies of Env-specific memory cy-
totoxic T lymphocytes were higher had on average
90 more CD4� cells per cubic millimeter than
those with lower frequencies, although the differ-
ence was not statistically significant.

DISCUSSION

Although several studies have suggested that cy-
tolytic responses play a key part in controlling HIV-1
infection, this study provides longitudinal data on
the frequency and kinetics of the cytotoxic-T-lym-
phocyte response after HIV-1 infection, as well as
the temporal relation between cytotoxic T lympho-
cytes, viral load, and the decline in CD4� cells. Our

*The CD4� counts and measurements of viral load (HIV-1 titers in pe-
ripheral-blood mononuclear cells [PBMC] and plasma RNA levels as de-
termined by branched-chain DNA amplification) were those obtained clos-
est to the time the precursor cytotoxic T lymphocytes were measured,
within a range of three weeks. The resulting data were log-transformed for
this analysis of correlation coefficients.

†P�0.01 to 0.05.

‡P�0.05 to 0.10.

TABLE 2. RANK CORRELATION BETWEEN THE FREQUENCY OF 
PRECURSOR CYTOTOXIC T LYMPHOCYTES AND THE VIRAL LOAD 

AND CD4� COUNT.*

VARIABLE AND INTERVAL 
SINCE INFECTION

NO. OF 
OBSERVATIONS CYTOTOXIC T LYMPHOCYTES

ENV-
SPECIFIC

GAG-
SPECIFIC

POL-
SPECIFIC

correlation coefficient

Plasma RNA
Overall study
�6 mo
6–12 mo
�12 mo

79
29
28
22

�0.29†
�0.08
�0.30
�0.41

�0.20
�0.32‡
�0.20
�0.14

�0.02
�0.04
�0.03
�0.08

HIV-1 titer in PBMC
Overall study
�6 mo
6–12 mo
�12 mo

79
28
27
24

�0.22‡
0.01

�0.11
�0.57‡

�0.26‡
0.004

�0.33
�0.45‡

0.17
0.27
0.17
0.02

CD4� count
Overall study
�6 mo
6–12 mo
�12 mo

79
30
27
22

0.25‡
�0.03

0.29
0.44

0.07
�0.13
�0.05

0.32

�0.10
�0.23

0.04
�0.09
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study clearly shows that in early HIV-1 infection
there is a profound induction of virus-specific cyto-
toxic T lymphocytes and that the levels of these re-
sponses decrease gradually and stabilize within the
first year of infection. This pattern resembles the
overall trends in viral load but occurs slightly later.
In addition to the fluctuations we observed in the
overall frequencies of memory cytotoxic T lympho-
cytes, there was remarkable variation in the indi-
vidual responses when measurements were repeated
over time.

To assess the magnitude and kinetics of memory
cytotoxic T lymphocytes in early infection, we used
a limiting-dilution assay that did not stimulate de-
tectable in vitro primary cytotoxic T lymphocytes,
averted the concurrent expansion of nonspecific ef-

fector cells, and was reproducible when the same
specimen was measured repeatedly. Comparative
studies in our laboratory indicate that this method
results in frequencies of memory cytotoxic T lym-
phocytes as much as 1 to 2 log lower than previously
reported methods.9,10,35 Although we restricted our
analysis to the recognition of epitopes of HIV-1LAI

expressed on target cells, the response patterns might
have been different if we had used epitopes from
more divergent or autologous strains.

This study demonstrates the predominance of
Env-specific cytotoxic T lymphocytes in early infec-
tion, a finding consistent with previous reports.16,36,37

These results suggest that in early infection HIV-1
envelope epitopes may be immunodominant and
that over time, in association with virus variation and
escape, the repertoire of cytotoxic T lymphocytes may
broaden as other epitopes exert greater pressure on
the immune system. The evolution of virus-specific
cytotoxic T lymphocytes actually parallels the pat-
terns of viral diversity that have been described in
homosexual men (the principal risk group in this
study), in which the early viral populations are rela-
tively homogeneous within the envelope region.38

Thus, Env-specific cytotoxic T lymphocytes may con-
tribute the major effector responses in patients soon
after the acquisition of HIV-1 infection.

Our findings indicate that higher frequencies of
HIV-1 Env-specific and to a lesser extent Gag-spe-
cific cytotoxic T lymphocytes correlate with lower
levels of plasma HIV-1 RNA and peripheral-blood-
mononuclear-cell–associated infectious virus. When
we studied specific periods after infection to under-
stand when this effect is strongest, the correlation
was not found in the early period (up to six months
after infection), when typically there are marked
changes in measurements of both memory cytotoxic
T lymphocytes and viral load, but it became more
apparent as time passed. Although the magnitude of

*Plasma RNA levels were measured by branched-chain DNA amplification within three weeks be-
fore or after the measurement of cytotoxic T lymphocytes. The patients were stratified according to
whether their frequencies were above or at or below the overall median frequency of precursor cyto-
toxic T lymphocytes (5 per million peripheral-blood mononuclear cells [PBMC]).

TABLE 3. PLASMA HIV-1 RNA LEVELS IN PATIENTS STRATIFIED ACCORDING TO THE 
OVERALL FREQUENCY OF PRECURSOR CYTOTOXIC T LYMPHOCYTES (PCTL).*

SPECIFICITY OF

LYMPHOCYTES FREQUENCY OF LYMPHOCYTES P VALUE

�5 PER MILLION PBMC �5 PER MILLION PBMC

median no. of RNA copies/ml (25th–75th percentile)

Env pCTL 62,000 (19,000–103,000) 22,000 (�10,000–53,000) 0.006

Gag pCTL 55,000 (12,000–103,000) 25,000 (12,000–53,000) 0.16

Pol pCTL 35,000 (10,000–72,000) 49,000 (14,000–81,000) 0.47

Figure 3. Kaplan–Meier Analysis of Cumulative Rates of Pro-
gression to a CD4� Count of 300 Cells or Fewer per Cubic Mil-
limeter in 19 Patients with High and Low Levels of Response of
Cytotoxic T Lymphocytes to HIV-1 Env in the Six Months after
Infection.
In this analysis, the patients were stratified according to wheth-
er the first measurement of the Env-specific cytotoxic-T-lym-
phocyte response was above or below the smooth trend line
shown in Figure 2.
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the response of cytotoxic T lymphocytes in reducing
viral load was less than that achievable with potent
antiretroviral therapy, we believe a reduction in plas-
ma HIV-1 RNA by a factor of nearly three is not
trivial. Moreover, such an effect, if sustained, can
have prognostic implications with respect to rates of
CD4 decline and disease progression.13

These analyses do not prove that the cytolytic ef-
fector cells detected by an in vitro assay are actually
destroying virus-infected cells in vivo. However, there
is evidence in other viral diseases that such activity
does correlate with in vivo antiviral responses or the
disease course,39-41 through either direct lysis of in-
fected cells or the release of antiviral cytokines. Why
cytotoxic T lymphocytes directed specifically to the
HIV-1 envelope are associated with lower viral loads
is not known, but perhaps these lymphocytes have
greater avidity for virus-infected cells. Alternatively,
the Env-specific cytotoxic T lymphocytes may be me-
diated by both CD4� and CD8� effector cells,29

the combination of which may provide two distinct
pathways with which to recognize and attack virus-
infected cells.

Our findings indicate that virus-specific cytotoxic
T lymphocytes may contribute to the control of early
HIV-1 infection by reducing the viral load and slow-
ing the progression of disease. Given the wide fluctu-
ations in cytotoxic T lymphocytes and viral load in a
given person, particularly in the early months of in-
fection, the correlation of cytotoxic-T-lymphocyte re-
sponses with viral load and the CD4 count is best
seen longitudinally rather than cross-sectionally. Al-
though the strongest effect of cytotoxic T lympho-
cytes appears later in the course of infection, future
studies in patients identified very soon after their ex-
posure to HIV-1 should give more insight into the ef-
fect of the early induction of cytotoxic T lymphocytes
on the long-term progression of disease.

Supported by grants (AI 05065, AI 35605, AI 27757, and AI 26503)
from the National Institutes of Health.

We are indebted to Dr. Stephen Kent and Dr. Stanley Riddell for
helpful discussions; to Lynn Harwick for assistance with the prepa-
ration of the manuscript; and in particular to the study participants
for devoting their time and efforts to make this study possible.

REFERENCES

1. Kaslow RA, Carrington M, Apple R, et al. Influence of combinations 
of human major histocompatibility complex genes on the course of HIV-1 
infection. Nat Med 1996;2:405-11.
2. Liu R, Paxton WA, Choe S, et al. Homozygous defect in HIV-1 core-
ceptor accounts for resistance of some multiply-exposed individuals to 
HIV-1 infection. Cell 1996;86:367-77.
3. Dean M, Carrington M, Winkler C, et al. Genetic restriction of HIV-1 
infection and progression to AIDS by a deletion allele of the CKR5 struc-
tural gene: Hemophilia Growth and Development Study, Multicenter 
AIDS Cohort Study, Multicenter Hemophilia Cohort Study, San Francisco 
City Cohort, ALIVE Study. Science 1996;273:1856-62.
4. Cao Y, Qin L, Zhang L, Safrit J, Ho DD. Virologic and immunologic 
characterization of long-term survivors of human immunodeficiency virus 
type 1 infection. N Engl J Med 1995;332:201-8.
5. Harrer T, Harrer E, Kalams SA, et al. Strong cytotoxic T cell and weak 

neutralizing antibody responses in a subset of persons with stable nonpro-
gressing HIV type 1 infection. AIDS Res Hum Retroviruses 1996;12:585-
92.
6. Kirchhoff F, Greenough TC, Brettler DB, Sullivan JL, Desrosiers RC. 
Absence of intact nef sequences in a long-term survivor with nonprogres-
sive HIV-1 infection. N Engl J Med 1995;332:228-32.
7. Pantaleo G, Menzo S, Vaccarezza M, et al. Studies in subjects with long-
term nonprogressive human immunodeficiency virus infection. N Engl
J Med 1995;332:209-16.
8. Riviere Y, McChesney MB, Porrot F, et al. Gag-specific cytotoxic re-
sponses to HIV type 1 are associated with a decreased risk of progression 
to AIDS-related complex or AIDS. AIDS Res Hum Retroviruses 1995;11:
903-7.
9. Rinaldo CR, Huang X-L, Fan ZF, et al. High levels of anti-human im-
munodeficiency virus type 1 (HIV-1) memory cytotoxic T-lymphocyte ac-
tivity and low viral load are associated with lack of disease in HIV-1-infect-
ed long-term nonprogressors. J Virol 1995;69:5838-42.
10. Klein MR, van Baalen CA, Holwerda AM, et al. Kinetics of gag-spe-
cific cytotoxic T lymphocyte responses during the clinical course of HIV-1 
infection: a longitudinal analysis of rapid progressors and long-term 
asymptomatics. J Exp Med 1995;181:1365-72.
11. Carmichael A, Jin X, Sissons P, Borysiewicz L. Quantitative analysis of 
the human immunodeficiency virus type 1 (HIV-1)-specific cytotoxic 
T lymphocyte (CTL) response at different stages of HIV-1 infection: dif-
ferential CTL responses to HIV-1 and Epstein-Barr virus in late disease. 
J Exp Med 1993;177:249-56.
12. Mellors JW, Kingsley LA, Rinaldo CR Jr, et al. Quantitation of HIV-1 
RNA in plasma predicts outcome after seroconversion. Ann Intern Med 
1996;122:573-9.
13. Mellors JW, Rinaldo CR Jr, Gupta P, White RM, Todd JA, Kingsley 
LA. Prognosis in HIV-1 infection predicted by the quantity of virus in 
plasma. Science 1996;272:1167-70.
14. Henrard DR, Phillips JF, Muenz LR, et al. Natural history of HIV-1 
cell-free viremia. JAMA 1995;274:554-8.
15. Koup RA, Safrit JT, Cao Y, et al. Temporal association of cellular im-
mune responses with the initial control of viremia in primary human im-
munodeficiency virus type 1 syndrome. J Virol 1994;68:4650-5.
16. Borrow P, Lewicki H, Hahn BH, Shaw MG, Oldstone MBA. Virus-
specific CD8� cytotoxic T-lymphocyte activity associated with control of 
viremia in primary human immunodeficiency virus type 1 infection. J Virol 
1994;68:6103-10.
17. Dalod M, Fiorentino S, Delamare C, et al. Delayed virus-specific 
CD8� cytotoxic T lymphocyte activity in an HIV-infected individual with 
high CD4� cell counts: correlations with various parameters of disease 
progression. AIDS Res Hum Retroviruses 1996;12:497-506.
18. Phillips AN. Reduction of HIV concentration during acute infection: 
independence from a specific immune response. Science 1996;271:497-9.
19. Nowak MA, Bangham CR. Population dynamics of immune responses 
to persistent viruses. Science 1996;272:74-9.
20. Wolinksy SM, Korber BT, Neumann AU, et al. Adaptive evolution of 
human immunodeficiency virus type-1 during the natural course of infec-
tion. Science 1996;272:537-42.
21. Schacker T, Collier AC, Hughes J, Shea T, Corey L. Clinical and epi-
demiologic features of primary HIV infection. Ann Intern Med 1996;125:
257-64. [Erratum, Ann Intern Med 1997;126:174.]
22. Dewar RL, Highbarger HC, Sarmiento MD, et al. Application of 
branched DNA signal amplification to monitor human immunodeficiency 
virus type 1 burden in human plasma. J Infect Dis 1994;170:1172-9.
23. Fiscus AS, DeGruttola V, Gupta P, et al. Human immunodeficiency vi-
rus type 1 quantitative cell microculture as a measure of antiviral efficacy 
in a multicenter clinical trial. J Infect Dis 1995;171:305-11.
24. Earl PL, Hugin AW, Moss B. Removal of cryptic poxvirus transcrip-
tion termination signals from the human immunodeficiency virus type 1 
envelope gene enhances expression and immunogenicity of a recombinant 
vaccinia virus. J Virol 1990;64:2448-51.
25. McFarland EJ, Curiel TJ, Schoen DJ, Rosandich ME, Schooley RT, 
Kuritzkes DR. Cytotoxic T lymphocyte lines specific for human immuno-
deficiency virus type 1 Gag and reverse transcriptase derived from a verti-
cally infected child. J Infect Dis 1993;167:719-23.
26. Flexner C, Broyles SS, Earl P, Chakrabarti S, Moss B. Characterization 
of human immunodeficiency virus gag/pol gene products expressed by re-
combinant vaccinia viruses. Virology 1988;166:339-49.
27. Chakrabarti S, Brechling K, Moss B. Vaccinia virus expression vector: 
coexpression of b-galactosidase provides visual screening of recombinant 
virus plaques. Mol Cell Biol 1985;5:3403-9.
28. Sugden B, Mark W. Clonal transformation of adult human leukocytes 
by Epstein-Barr virus. J Virol 1977;23:503-8.
29. Musey L, Hu Y, Eckert L, Christensen M, Karchmer T, McElrath MJ. 
HIV-1 induces cytotoxic T lymphocytes in the cervix of infected women. 
J Exp Med 1997;185:293-303.

Copyright © 1997 Massachusetts Medical Society. All rights reserved. 
Downloaded from www.nejm.org on December 3, 2009 . For personal use only. No other uses without permission. 



1274 � October 30, 1997

The New England Journal  of  Medicine

30. Swain SL, Panfili PR, Dutton RW, Lefkovits I. Frequency of allogeneic 
helper T cells responding to whole H-2 differences and to an H-2K differ-
ence alone. J Immunol 1979;123:1062-7.
31. Taswell C. Limiting dilution assays for the determination of immuno-
competent cell frequencies. I. Data analysis. J Immunol 1981;126:1614-9.
32. Clouse KA, Adams PA, Orosz CG. Enumeration of viral antigen-reac-
tive helper T lymphocytes in human peripheral blood by limiting dilution 
for analysis of viral antigen-reactive T-cell pools in virus-seropositive and 
virus-seronegative individuals. J Clin Microbiol 1989;27:2316-23.
33. Cleveland WS, Grosse E, Shyu WM. Local regression models. In: 
Chambers JM, Hastie TJ, eds. Statistical models in S. London: Chapman 
& Hall, 1993:309-76.
34. Efron B, Tibshirani RJ. An introduction to the bootstrap. New York: 
Chapman & Hall, 1993.
35. Koup RA, Pikora CA, Luzuriaga K, et al. Limiting dilution analysis of 
cytotoxic T lymphocytes to human immunodeficiency virus gag antigens 
in infected persons: in vitro quantitation of effector cell populations with 
p17 and p24 specificities. J Exp Med 1991;174:1593-600.
36. Lamhamedi-Cherradi S, Culmann-Penciolelli B, Guy B, et al. Different 

patterns of HIV-1-specific cytotoxic T-lymphocyte activity after primary in-
fection. AIDS 1995;9:421-6.
37. McFarland EJ, Harding PA, Luckey D, Conway B, Young RK, Kuritz-
kes DR. High frequency of Gag- and envelope-specific cytotoxic T lympho-
cyte precursors in children with vertically acquired human immunodefi-
ciency virus type 1 infection. J Infect Dis 1994;170:766-74.
38. Shpaer EG, Delwart EL, Kuiken CL, Goudsmit J, Bachmann MH, 
Mullins JI. Conserved V3 loop sequences and transmission of human immu-
nodeficiency virus type 1. AIDS Res Hum Retroviruses 1994;10:1679-84.
39. Kagi D, Seiler P, Pavlovic J, et al. The roles of perforin- and Fas-
dependent cytotoxicity in protection against cytopathic and noncytopathic 
viruses. Eur J Immunol 1995;25:3256-62.
40. Walter EA, Greenberg PD, Gilbert MJ, et al. Reconstitution of cellular 
immunity against cytomegalovirus in recipients of allogeneic bone marrow 
by transfer of T-cell clones from the donor. N Engl J Med 1995;333:1038-
44.
41. Guidotti LG, Ishikawa T, Hobbs MV, Matzke B, Schreiber R, Chisari 
FV. Intracellular inactivation of the hepatitis B virus by cytotoxic T lym-
phocytes. Immunity 1996;4:25-36.

Copyright © 1997 Massachusetts Medical Society. All rights reserved. 
Downloaded from www.nejm.org on December 3, 2009 . For personal use only. No other uses without permission. 


