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Abstract

Background: Circulating interferon-y (IFN-y) concentration may be sustained at a high level regardless of the
initiation of antiretroviral therapy (ART) in some patients with HIV-1 infection. In the present study, we examined
the clinical characteristics of HIV-1-infected patients with high levels of plasma IFN-y.

Methods: The study subjects were patients infected with HIV-1 who were either naive to ART with CD4" cell
count > 200 cells/uL (n=12), or had achieved viral suppression after ART for over a year (n = 188). The levels of
plasma IFN-y and interleukin-6 (IL-6) were measured by the enzyme-linked immunosorbent assay. Patients were
divided into high IFN-y and low IFN-y groups based on a cutoff level of 5 pg/mL.

Results: The high IFN-y group included 41 patients (21%). Compared to the patients on ART with low IFN-y levels,
those on ART in the high IFN-y group were more likely to be younger than 50 years of age (P=0.0051) and less
likely to have dyslipidemia (P=0.0476) or to be on a protease inhibitor (P =0.0449). There was no significant

difference between groups in the median increase of CD4" cell counts from the initiation of ART for up to 3 years.
However, after 4 years, the increase in CD4™ cell counts was significantly lower in the high IFN-y group compared

with that in the low IFN-y group. There were no such significant differences between patients with low and high

(> 2 pg/mL) levels of plasma IL-6.

Conclusion: We concluded that HIV-1-infected patients with high levels of circulating IFN-y did not have a higher
rate of comorbidities related to immune activation. However, they exhibited lower CD4" cell count recovery after

4 years of being on ART. This deficit could be a consequence of persistent immune activation.

Keywords: HIV-1 infection, Interferon-y, Interleukin-6, CD4" cell count recovery

Background

During HIV-1 infection, serum cytokine levels generally
rise with the progression of immunodeficiency and de-
crease with the initiation of antiretroviral therapy (ART)
[1-6]. However, we previously measured the levels of 12
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serum cytokines in 35 HIV-infected patients and demon-
strated that the level of serum interferon-y (IFN-y) ex-
hibits a trend different from those of other cytokines [7].
Specifically, in a cross-sectional study, we revealed that
some patients who were asymptomatic carriers or being
treated by ART had a high level of serum IFN-y. Simi-
larly, in a longitudinal study, we revealed that a high
level of serum IFN-y was sustained in about 30% of the
patients after the initiation of ART. Those observations
suggested that serum IFN-y concentration is maintained
at a high level in some patients regardless of the state of
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immunodeficiency or ART. Thus, compared with the
concentrations of other cytokines, the level of circulating
IFN-y may have different clinical significance in patients
infected with HIV-1 [8].

It has been reported that initiation of ART reduces the
levels of inflammation-associated soluble biomarkers,
including serum cytokines such as interleukin-6 (IL-6),
although their levels do not return to those observed in
non-infected population [3, 5, 9]. Various factors, such
as old age, comorbidities, and death, have been associ-
ated with the high level of circulating IL-6 in patients
infected with HIV-1 [9-11].

In contrast to the current knowledge about factors
influencing IL-6 levels, the parameters associated with
the high level of circulating IFN-y have not been well
established. It is unclear whether sustained high level of
circulating IFN-y has any influence on the clinical
course of individuals infected with HIV-1. Although it
may have an immunostimulatory effect that suppresses
viral replication and increases CD4" cell count, excessive
immune activation may result in the reduction of CD4"
cell count and increased likelihood of comorbidity
development. In the present study, we examined
HIV-1-infected patients who were either naive to ART,
with CD4" T cell count >200 cells/pL, or had HIV-1
RNA levels below the detection limit after being on ART
for over a year and compared the clinical characteristics
between the participants with high and low levels of
plasma IFN-y or IL-6.

Methods

Study population

The study complied with the principles of the Declar-
ation of Helsinki regarding the investigations in human
subjects and was performed after an ethics approval
H26-NHO (AIDS)-03 had been received from Central
Institutional Review Board Committee of the National
Hospital Organization of Japan. Written consent was ob-
tained from all study participants. The study cohort
comprised 200 HIV-1-infected patients over 20 years of
age who were regularly seen at one of the four hospi-
tals of the National Hospital Organization. Patients
were either naive to ART, with CD4" T cell count > 200
cells/pL, or had achieved viral suppression after having
been on ART for over a year. Patients who developed fever
or had other acute diseases were excluded from the study
cohort.

Plasma measurements of IFN-y and IL-6

Plasma was separated from the whole blood and kept
frozen in - 80°C until use. The levels of plasma IFN-y
and IL-6 were measured by the enzyme-linked
immunosorbent assay (ELISA) (ThermoFisher Scientific,
Waltham, MA) according to the supplier’s protocol. A

cutoff level of 5 pg/mL was selected to delineate groups
with high and low IFN-y levels as previously described
[7]. The cutoff level for IL-6 was set to 2 pg/mL, close to
the upper quartile (1.9 pg/mL). When repeated blood
collections were possible for patients with IFN-y >5 pg/
mL, samples were collected three times with at least 1
month in between each collection to confirm the repro-
ducibility of high plasma IFN-y levels.

Comparisons of the groups with high and low levels of
IFN-y and IL-6

Participants were divided into the groups with high and
low IFN-y and IL-6 levels based on cutoff values indi-
cated above. The initial measurement of IFN-y was used
to divide the patients into the groups. Sex, age, assumed
route of infection, use of ART, and comorbidities were
compared at the time of entry to the study. The patients
were defined to have diabetes mellitus, dyslipidemia,
hypertension, chronic kidney disease, and osteoporosis if
they were diagnosed with these conditions according to
the Japan Diabetes Society criteria, Japan Atherosclerosis
Society guideline, Japanese Society of Hypertension
guideline, Japanese Society of Nephrology guideline, and
Japanese Society for Bone and Mineral Research criteria
[12-14], respectively. Patients that received treatment
for these conditions were also included. History of ma-
lignancy was defined as having history of any cancer that
had been proven by biopsy. Chronic hepatitis B was de-
fined as persistence of hepatitis B surface antigen for 6
months or more. Chronic hepatitis C was defined as the
presence of detectable hepatitis C virus RNA in the
serum. Only those comorbidities that were identified in
over 5% of the study patients at entry were considered
for analysis. Clinical categories, number of CD4" T cells
(CD4* cell count), plasma HIV-1-RNA levels, and
comorbidities at the time of HIV-1 diagnosis were also
collected retrospectively from the medical records and
compared between the groups. The change in CD4" cell
count following ART was calculated based on the cell
count prior to the initiation of ART. Changes in CD4"
cell count were measured from 1year after ART initi-
ation for up to 10 years.

Phylogenetic analysis

The results of the drug resistance test for HIV-1 were
collected retrospectively for the purpose of the study.
Resistance testing was performed as described previously
[15]. Briefly, viral RNA was extracted from a plasma
sample. The regions of HIV-1 protease and reverse tran-
scriptase were amplified by using the reverse transcrip-
tion polymerase chain reaction (PCR) method followed
by nested PCR. After the purification of the amplified
PCR products, the sequences were obtained by direct se-
quencing. Sequences used in the study (protease amino



acid residues 1-99 and reverse transcriptase amino
acid residues 1-240) were registered in GenBank
(Additional file 1: Supplementary Materials and
Methods). Nucleic acid sequences were aligned using
Clustal W program version 2.1 (http://www.clustal.org/
clustal2/) and GENETYX-MAC version 18.0.6 (GENE-
TYX, Tokyo, Japan). HIV-1 subtype B (HXB2, accession
no. K03455) and HIV-2 (accession no. KX174313) were
used for subtyping and as outgroup, respectively.
Phylogenetic tree was constructed by using the
neighbor-joining method (MEGA6 program), and the
bootstrapping method was used to perform statistical
evaluations.

Statistical analysis

The Mann-Whitney U test was used to analyze continu-
ous variables. The chi-squared test was performed for
3 x 2 and 6 x 2 contingency tables, and the Fisher’s exact
test was performed for 2x2 contingency tables.
Spearman’s rank correlation coefficient was calculated
for 2 x 2 contingency tables. All analyses were performed
using JMP software version 11.2.1 (SAS Institute Inc.,
Cary, NC). All statistical analyses were conducted with a
significance level of a = 0.05 (P < 0.05).

Results

Clinical characteristics

Clinical characteristics of the patients are shown in
Table 1. The median age was 42 years, and 98% of the
patients (7 =196) were men. Twenty-seven percent of
the patients (n = 53) were over the age of 50. The major-
ity of the patients infected with HIV-1 (99%, n =198)
were Japanese; the remaining two patients were from
Latin America and Oceania, respectively. Six percent of
the patients (r = 12) were naive to ART.

Table 1 Characteristics of participants at entry

Age (year), median [IQR] 42 [35-51]
Males (n, %) 196 (98%)
Assumed route of HIV-1 infection (n, %)
Homosexual 168 (84%)
Heterosexual 28 (14%)
Others 4 (2%)
Nationality (n, %)
Japanese 198 (99%)
Non-Japanese 2 (1%)
Current ART use (n, %)
Naive 12 (6%)

(94%)

Abbreviations: HIV-1 = human immunodeficiency virus 1, ART = antiretroviral
therapy, /QR = interquartile range

Use for 21 years 188

Plasma IFN-y and IL-6 measurements

Plasma IFN-y and IL-6 levels measured by ELISA are
shown in Fig. 1. High IFN-y and IL-6 levels were ob-
served among the patients both on ART (Fig. 1a and c)
and naive to ART (Fig. 1b and d). Based on the cutoff
value of 5pg/mL, 41 patients were categorized as high
IFN-y group (21, 95% confidence interval: 15-27%), and
the remaining 159 patients were categorized as low
IFN-y group. Furthermore, 42 patients (21, 95% confi-
dence interval: 16-27%) had plasma IL-6 =2 pg/mL;
among them, 17 patients also had IFN-y > 5 pg/mL. The
distributions of patients between high and low cytokine
groups were different for IFN-y and IL-6 (P < 0.0001).
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Fig. 1 Histogram plots of the numbers of patients with different
plasma cytokine levels. (a) IFN-y levels in the patients on ART. (b)
Plasma IFN-y levels in naive patients. (c) Plasma IL-6 levels in the
patients on ART. (d) Plasma IL-6 levels in naive patients




Reproducibility of the initial high IFN-y measurements
Reproducibility of the test results was examined by
measuring plasma concentrations of IFN-y three times
in 35 out of 41 patients in the high IFN-y group. IFN-y
concentration was >5 pg/mL in the two follow-up mea-
surements for all patients who had IFN-y =10 pg/mL at
the initial measurement (n =24, 69%). Similarly, IFN-y
concentration was >5pg/mL in the two follow-up
measurements for 6 of the 11 patients whose IFN-y was
5-10pg/mL at the initial measurement. For the
remaining five patients, IFN-y concentration was 2-5
pg/mL in at least one of the two follow-up measure-
ments. Thus, the high levels of plasma [FN-y were con-
sistent and not transient across the three replicate
measurements in most patients (n = 30, 86%).

Comparison of patient characteristics across the groups
Patients were divided into the two groups based on the
initial levels of IFN-y and IL-6, and their characteristics
were compared. In order to match the characteristic
background, the patients on ART were included for
comparison (n = 188). Table 2 shows patient characteris-
tics for each group. The median age of the patients at
the time of study entry was statistically different (P =
0.0349), and the proportion of the patients below the
age of 50 was higher in the high IFN-y group (P=
0.0051). The proportion of patients who were on a pro-
tease inhibitor was significantly lower in the high IFN-y
group (26%) than in the low IFN-y group (44%, P=
0.0449). The duration of ART in the high IL-6 group
was shorter than that in the low IL-6 group. Patients in
the high IFN-y group were less likely to have dyslipid-
emia (15%, n = 6) compared with those in the low IFN-y
group (33%, n=49; P=0.0476). In addition, patients in
the high IL-6 group had a higher rate of diabetes
mellitus and higher levels of serum C-reactive protein
than those in the low IL-6 group (P = 0.0266 and 0.0073,
respectively). These observations indicated that patients’
characteristics were different in the groups with high
and low IFN-y and IL-6 levels.

The rates of comorbidities were also evaluated at the
time of HIV-1 diagnosis (Table 3). The rate of dyslipid-
emia at diagnosis was lower than that at entry (9% ver-
sus 29%; P <0.0001). Similar results regarding the rates
of hypertension (2% versus 11%; P = 0.0006) and chronic
renal disease (2% versus 11%; P =0.0002, respectively)
were observed at diagnosis and at entry. Dyslipidemia
rates between the high and low IFN-y groups and the
rates of diabetes mellitus between the high and low IL-6
groups (P =0.5327 and P = 0.0635, respectively) were not
significantly different. These observations indicate that
comorbidities tended to appear during the course of
HIV infection.

Next, Spearman’s rank correlation coefficients among
the factors related to high IFN-y levels (age < 50, abaca-
vir use, protease inhibitor use, and with dyslipidemia at
entry) were calculated (Table 4). In contrary to the
results illustrated in Table 2, a significant association
was observed between high IFN-y and abacavir use. A
significant relationship was observed in all other com-
parisons except those between protease inhibitor use
and abacavir use as well as between protease inhibitor
use and age < 50, suggesting that these factors may inter-
act with each other.

Recovery of CD4" cell counts following ART

The recovery of CD4" cell counts following ART was
compared between the groups (Fig. 2). Patients that did
not receive ART (n=12) or for which CD4" cell count
just before initiating ART was unknown (n=7) were
excluded from this analysis. At the initiation of ART
(baseline), CD4" cell counts were not significantly dif-
ferent between the groups, with 268 and 210 cells/pL
in the high and low IFN-y groups (P=0.0961), and
229 and 217 cell/pL in the high and low IL-6 groups
(P=0.9112), respectively. Figure 2 shows the median
CD4" cell count increase * interquartile range (IQR)
from the baseline. The difference between the groups
was not significant for 3years on ART. However,
there was a significant difference indicating lower re-
covery of CD4" cell counts in the high IFN-y group
after 4years of ART (Fig. 2a). A similar reduction
was not observed in the high IL-6 group (Fig. 2b).
Cutoff values were evaluated by the comparisons with
CD4" cell count recovery after 4-7years of ART.
Cutoff values varied from 0.5, which was close to the
median value of plasma IFN-y concentration (0.54) in
this study, to 10, so the participants were divided into
two groups using these cutoff values. Figure 3 indi-
cates P values and differences in the increase of
CD4" cell count for intergroup comparisons. The low-
est P values were located within 5.1-5.7 pg/mL of IFN-y
concentration in all four assays (Fig. 3a). Maximum differ-
ences were also located within 4.5-5.7 pg/mL (Fig. 3b).
These observations suggested that 5pg/mL was poten-
tially the optimal cutoff value for IFN-y concentration and
higher cutoff value may show nearly the same results. No
significant differences were observed in any cutoff values
at 1-3years of ART for plasma IFN-y concentration and
at 1-10 years of ART for plasma IL-6 concentration.

Phylogenetic analysis

Phylogenetic analysis of HIV-1 variants was performed
in 113 patients by comparing 197-bp and 720-bp long
sequences of genes encoding protease and reverse tran-
scriptase, respectively (Fig. 4). Among the 45 patients
with high levels of plasma IFN-y and/or IL-6, 39 were



Table 2 Comparison of the groups with high and low IFN-y and IL-6 levels among the patients on ART at entry

High IFN-y Low IFN-y P-value High IL-6 Low IL-6 P-value

N 39 149 38 150
Age (year), median [IQR] 40 [33-44] 43 [36-52] 0.0349* 45 [37-53] 42 [35-51] 0.2683
Age <50 (n, %) 35 (90%) 101 (68%) 0.0051* 25 (66%) 111 (74%) 03166
Males (n, %) 39 (100%) 146 (98%) 1.000 38 (100%) 147 (98%) 1.000
Assumed route of HIV-1 infection (n, %) 0.7044 0.1995

Homosexual 34 (87%) 123 (83%) 35 (92%) 122 (81%)

Heterosexual 4 (10%) 23 (15%) 2 (5%) 25 (17%)

Others 1 (3%) 3 (2%) 1 (3%) 3 (2%)
Japanese (n, %) 38 (97%) 148 (99%) 03727 38 (100%) 148 (99%) 1.0000
CD4* cell count (cell/uL), median [IQR] 491 [396-659] 535 [443-736] 0.271 531 [419-711] 538[442-735] 05293
HIV-1-RNA level (copies/mL), median [IQR] <20 [<20-<20] <20 [« 20-<20] 0.5856 <20 [« 20-<20] <20 [« 20-<20] 0.9208
Abacavir use (n, %) 7 (18%) 52 (35%) 0.0523 9 (24%) 50 (33%) 03285
Tenofovir use (n, %) 30 (77%) 92 (62%) 0.0911 28 (74%) 94 (63%) 0.2548
Protease inhibitor use (n, %) 10 (26%) 65 (44%) 0.0449*% 14 (37%) 61 (41%) 0.7140

Darunavir use (n, %) 10 (26%) 51 (34%) 03428 9 (24%) 52 (35%) 0.2458

Atazanavir use (n, %) 0 (0%) 4 (3%) 0.5820 1 (3%) 3 (2%) 1.0000

Lopinavir use (n, %) 0 (0%) 5 (4%) 0.5854 3 (8%) 2 (1%) 0.0571

Fosamprenavir use (n, %) 0 (0%) 5 (3%) 0.5854 1 (3%) 4 (3%) 1.0000
Integrase inhibitor use (n, %) 24 (62%) 73 (49%) 0.2079 24 (63%) 73 (49%) 0.1457
Duration of ART (year), median [IQR] 3.8 [1.8-6.3] 44 [24-6.6] 02283 34 [1.8-59] 44 [2.5-6.7] 0.0438*
Frequency of ART exchange, median [IQR] 0 [0-1] 1[0-2] 04936 0 [0-1] 1[0-2] 0.0607
Comorbidities

Chronic renal disease (n, %) 3 (8%) 18 (12%) 05747 2 (5%) 19 (13%) 0.2572

Chronic hepatitis B (n, %) 3 (8%) 13 (9%) 1.0000 2 (5%) 14 (9%) 05333

Dyslipidemia (n, %) 6 (15%) 49 (33%) 0.0476* 12 (31%) 43 (29%) 0.6957

Statin use (n, %) 1 (3%) 13 (9%) 03072 1 (3%) 13 (9%) 03078

Hypertension (n, %) 3 (8%) 18 (12%) 0.5747 6 (16%) 15 (10%) 0.3850

Diabetes mellitus (n, %) 1 (3%) 12 (8%) 0.3088 6 (16%) 7 (5%) 0.0266*
Laboratory test

Serum C-reactive protein (mg/dL) 0.05 [0.02-0.10] 0.06 [0.03-0.17] 02224 0.10 [0.04-0.46] 0.05 [0.03-0.11] 0.0073*

Abbreviations: IQR = interquartile range, HIV-1 = human immunodeficiency virus 1, ART = Antiretroviral therapy

*Significant difference

distributed in a scattered manner within B subtype and
non-B subtype. The sequences from the remaining six pa-
tients formed a cluster with a bootstrapping value of
84.8%. Sequences from four out of these six patients
formed a cluster with a bootstrapping value of 92.3%; they
exhibited similarity to the sequence previously described
by Mori et al., which was a novel HIV-1 variant with rapid
disease progression during primary HIV-1 infection [16].
Specifically, there was an insertion of the amino acid se-
quence Q[S/N]RPE in the p6 region of gag in addition to
the amino acid sequence QNME in the C’-terminus of
integrase. These observations suggested a possibility that
viral factors might be involved in the maintenance of high
plasma IFN-y levels in these patients.

Discussion

In the present study, we determined the proportion of
HIV-1-infected patients with a high level of plasma
IFN-y (=5 pg/mL) and examined their clinical character-
istics. We demonstrated that the patients with a high
plasma IFN-y level were more likely to be younger, and
less likely to have dyslipidemia or to be on a protease in-
hibitor. The incidence rate of comorbidities, such as
diabetes and hypertension, in the high IFN-y group was
equivalent or nominally lower than that of the low
IFN-y group, although significant differences were not
observed. Most of these results were not qualitatively
similar to the findings reported in patients with high
levels of circulating IL-6 in this and previous studies



Table 3 Comparison of the groups with high and low IFN-y and IL-6 levels among the patients on ART at diagnosis of HIV infection

High IFN-y Low IFN-y P-value High IL-6 Low IL-6 P-value
Clinical categories 0.7550 04122
Acute HIV infection 7 (18%) 26 (17%) 4 (11%) 29 (19%)
Chronic HIV infection, Category A/B 21 (54%) 89 (60%) 25 (66%) 85 (57%)
Category C 11 (28%) 34 (23%) 9 (24%) 36 (24%)
CD4" cell count (cell/ul), median [IQR] 265 [71-393] 253 [116-393] 0.9986 261 [107-386] 253 [104-398] 0.6920
HIV-1-RNA level (copies/mL), median [IQR] 96,750 105,000 0.9956 79,150 101,500 0.5009
[25,050-789,500] [26,725-462,250] [25,475-373,250] [26,100-491,500]
Comorbidities
Chronic renal disease (n, %) 0 (0%) 3 (2%) 1.0000 1 (2%) 2 (1%) 0.5089
Chronic hepatitis B (n, %) 2 (5%) 12 (8%) 0.7391 2 (5%) 12 (8%) 0.7384
Dyslipidemia (n, %) 2 (5%) 15 (9%) 0.5327 3 (7%) 14 (9%) 1.0000
Hypertension (n, %) 0 (0%) 4 (3%) 0.5833 2 (5%) 2 (1%) 0.1949
Diabetes mellitus (n, %) 0 (0%) 5 (3%) 0.5855 3 (7%) 2 (1%) 0.0635

Abbreviations: IQR = interquartile range, HIV-1 = human immunodeficiency virus 1

[10]. Borges et al. performed an analysis of 9864 patients
with virological suppression and demonstrated that the
high level of plasma IL-6 was associated with multiple
factors that affect inflammation, such as old age, use of
protease inhibitors, comorbidities, reduced renal func-
tion, and others. Some studies have also demonstrated
associations between the high level of circulating IL-6
and various clinical outcomes, including death and the
onset of acquired immune deficiency syndrome [9, 11,
17]. Our findings support a possible association between
the high level of IFN-y with endogenous anti-HIV re-
sponse rather than with inflammation [8].

Notably, HIV-1-infected patients with a high plasma
IFN-y level had reduced CD4" cell count recovery from
year 4 on ART and onwards than patients with a low
plasma IEN-y level. Various factors have been shown to
be associated with suboptimal CD4" cell count recovery,
including low nadir/baseline CD4" cell count, old age,
male gender, prolonged duration between HIV-1 infec-
tion and the initiation of ART, hepatitis C virus infec-
tion, hepatitis B virus infection, comorbidities, injection
drug use, up-regulation of surface markers of lympho-
cyte activation, and gene polymorphisms of [L-10 and
IL7RA [18-37]. In addition, many soluble biomarkers
have been also examined for the association with

suboptimal recovery of CD4" cell count [38, 39].
However, the nadir/baseline CD4" cell count may be a
confounding factor as it is strongly associated with
suboptimal recovery of CD4" cell count and influences
the circulating level of soluble biomarkers. After control-
ling for that confounding factor, only a limited number
of biomarkers, including IL-6 before ART and
interferon-inducible protein-10 after ART, were associ-
ated with the suboptimal recovery of CD4" cell count
[34, 35]. In the present study, we demonstrated that
there was no significant difference in CD4" cell counts
prior to and 3 years after ART between the low and high
IEN-y groups. Unexpectedly, the proportion of patients
who were considered at high risk of reduced CD4" cell
count recovery, such as older patients and those with
comorbidities, was lower in the high IFN-y group than
in the low IFN-y group. Collectively, these findings
suggest that a high level of plasma IFN-y may be an
independent factor associated with lower recovery of
CD4" cell count.

Our phylogenetic analysis demonstrated that HIV-1
genetic sequence in patients with a high IFN-y level was
distributed among different subtypes in a scattered
manner, indicating that gene polymorphisms may be one
of the causative factors of high plasma IFN-y level.

Table 4 Spearman’s rank correlation coefficient indicating the presence or absence of the correlation between the factors related to

high IFN-y levels

Age < 50

Abacavir use

Protease inhibitor use With dyslipidemia

High IFN-y
Age < 50

0.199 P=0.0062*

Abacavir use

Protease inhibitor use

—0.1481 P=0.0425*
—0.2993 P<0.0001*

—0.1489 P=0.0414*
0.0181 P=0.8054
0.0108 P=0.8827

—0.1560 P=0.0325*
—0.2297 P=0.0015*
0.3462 P < 0.0001*
0.1924 P=0.0082*

*Significant difference
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IFN-y +874T/A gene polymorphism is located within
the first intron and encompasses the binding site for the
transcription factor NF-kB. Binding affinity of NF-«B for
the + 874 A-allele is lower, and it results in reduced pro-
duction of IFN-y. Because it has been reported that indi-
viduals with + 874 A-allele may be at a higher risk of
tuberculosis [40], many studies examined the association
between this polymorphism and various diseases. In par-
ticular, it has been shown that the A-allele was a risk fac-
tor for HIV infection [41], and that HIV-infected
patients with the A-allele had a higher risk of
HIV-tuberculosis co-infection [42], lower CD4" cell
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Fig. 3 Evaluation of cutoff values for plasma IFN-y concentration
using the differences of increase in the CD4™ cell count from the
start of ART (baseline). (a) Cutoff values for plasma IFN-y
concentration were increased by 0.1 from 0.5 to 10. The participants
were divided into two group and group comparisons were
performed. P values of the Mann-Whitney U test are indicated. The
range of cutoff values with the smallest P value are shown in the
top of figures. (b) The differences of increase in CD4™ cell count
between two groups. The range of cutoff values with the maximum
differences is shown in the top of figures

count [31, 43], and lack of response to ART [44]. Our
findings were not in accordance with previous reports,
which demonstrated that patients with the A-allele, asso-
ciated with lower IFN-y production, showed a reduction
in CD4" cell count. These findings suggest that IFN-y
gene polymorphism may not be the primary factor that
contributes to the high level of circulating IFN-y.

In the phylogenetic analysis, we identified four patients
that formed a cluster (red boxes in Fig. 4). In addition to
the similarities of their genetic sequence, they had com-
mon geographical and chronological features, as all four
of them were diagnosed in Osaka after 2011. Thus, these
patients were likely to have been infected by the novel
HIV-1 variant previously described by Mori et al. [16]. It
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is still unclear why the patients who were infected with
this novel variant had accelerated disease progression.
Further investigations of this phenomenon are required
because there may be a potential common mechanism
underlying the accelerated disease progression and high
plasma IFN-y level.

There were several limitations in our study: it in-
cluded a relatively small number of patients, espe-
cially of those infected with novel HIV-1 variant
previously described [16]. Furthermore, information
on some factors that might affect circulating cyto-
kines, such as consumption of tobacco and alcohol
[10], were missing. In addition, the data on CD4" cell
counts were collected retrospectively, and plasma
IFN-y level was evaluated in a cross-sectional manner.
Although we selected the cutoff value using earlier
data [7], evaluation of the cutoff value in this study
using the differences of the recovery of CD4" cell
count after 4 years of ART suggested that 5 pg/mL of
IFN-y concentration was a potential candidate for op-
timal cutoff value. In addition, our study did not
investigate IFN-y-producing cells. Further studies are
required to uncover the biological mechanism con-
tributing to the high level of circulating IFN-y.

Conclusions

Twenty-one percent of HIV-1-infected patients, who
were either naive to ART (CD4" cell count > 200 cells/
pL) or had achieved viral suppression after ART for 1
year or longer, were found to have a high (>5 pg/mL)
level of plasma IFN-y. These patients did not have a
higher rate of comorbidities associated with immune
activation during the course of HIV infection. However,
they demonstrated reduced CD4" cell count recovery
after 4 years on ART, indicating that these patients may
be influenced by persistent immune activation.
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F1. DHHSHA K41 > OELHWET=

OPeople-First Language (ABEH 0 FHE

1988 (CHIH TIRBENEEZAATH B2, REHFHPURXTVOT, EETHRT D, LE&alE, BEE EXSET “disabled

people” & “BE®D" & HEH HFpeopleDFICHVT LA N, Zh#% “people with disabilities” &FBT 52 &£ T,

people#SEICH L, disability 2% A>T 2RBTHD. BERBTREERACHEDERAILMIT 30 —RATEEVLD

T, REHHELV, DHHSHA FS 1> TROAI 1251 —»S5OERICE D %, People-First Language # AW - LRERIP 6 B0

People-First Languageld GRS L, BELNHBAILESEH THLEHIC, HVERAEEEL TW3E4 AOEEERT
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Language 2 AAWA Z ET, FFIID2ECDEBIIAEA I ELTWE, BERETIR, HVBEESHZ OVEHVBREEE LY D

HIVILED B E WO BERTHEMEE LV IRBFEVWDL EE L S,
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- HIVEZHT B COARTRIBEDE R P EITRIEEMICOWT DR EMNA 20
OREL ¥ X 221 T

- ESEETIHES WAARTOEASHEOSHEIE, ThETHE REBA, ZTOM®TH-LY, SEHIE, OBLICBHDHSNS
¥ 3% (Recommended Initial Regimens for Most People with HIV) &, @ & % B /& ik R C @ it 3 (Recommended Initial
Regimens in Certain Clinical Situations) iCA4E& h /(%3 ).
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®3. EEOMEAEDE

HAEOEI. VEBETS OEMNICHET 3A4E8HE (FLT 7~y ME)

- DTG/ABC/3TC(## LHLA-B*57018&1%) (AI)

- DTG+F / KEIL*/FTC(TAFH 3V ETDF) (AT)

- EVG/cobi/F / K EJL*/FTC (/7 LARTBR#ARTOCCrE=70mL) (*TAF#® %\ ETDF) (AT)
*RAL+7 /R ELY/FTCTDF ; Al % 3L\ 3 TAF ; AIL)

HAsbe . EFOKEPLEEY, SHRRT 2 HBOMBAEDE

ZOEAEHERIBHR, BEMEBIEATWVWEY, BROBERT—2rZ Lok, —SEEEY DRFRNF &
ALk, LAL, ZhZAOBFERR(ERL)TRFELWVEAEHETHS(KIBTIRAT, AL, BI, BI
ERE L),

1) 7—2Z FPI4+2NRTI (—#&ICDRVAATV & W BIER )
- DRV/c# %\ EDRV/r+ 5 / FEIL/FTC (AT)
- ATV/cd 3 WIEATV/r+7 / REL/FTC (BI)
- DRV/c# %\ EDRV/r+ABC/3TC (£ 7 LHLA-B*5701f&M) (BI)

2) NNRTI+2NRTI
-EFV+7 /HRENY/FTC (*TDF ;BI %32 *TAF ; BII)
- RPV/F / REIL*/FTC (BI) (VL<10°copies/mL, #»2CD4%>200/pulL)

#d, 2018438270\ TBictegravin/ TAF/FTCE SV A4S b€ [ ICBME Wiz, FITHRBES L hIDBR
Eh3ELEBhh3BY,

E1) BATCRFTCEMEICANBATHRV,

#2) TDFETAFRBWT hb T / FELDEEFETH 3.

A3) 7— X FPIE EHHIVEDHBEFEOEMR % BE LITHIVED M PIRE % #8387 5 5| T, pharmacokinetic enhancers (PK
enhancers) &MEEN, BEE, U MFENLRIVIETES 22y bleobi) HH Y, WTFhHCYPIAADEALEEERITH 3,

HREE A B3R B PIEEDHRIE C: EE.
IEFCAOFE 1 : BEFACHBRBEOT -2, [ REMNEFRGRIRSMACETICTY T S h R LERE L
BERIF— MIROT—%, 1 : EFARORHK.

DTG: FFFFEN, ABC: P/SHEN, 3TC: 73TV, FIC: TL YL FES, TAF: F/KENL 737143
K, TDF: T/ HENL YU TOFL NI EIE EVG: INMEFFSEN, cobi: AEZ X2y b, RAL: FATTFEI,
Pl: 70577 —+HAESR], NRT: BEIFUEERMERAEE, DRV : £IFEI, ATV: 724 FEJL, NNRTI: JEi%ER R
EMRBE. (37mt1 & ) %)
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f1) SR TR SRR HEET A8 ICART A AT 21858
*— K35 7 1ENNRTIL Y 6DRVS 3 WL EDTGHBIRT 3,
ffl2) mTHEEL MBS
MEVEERIOHAEDE T RIRT 5,
fiI3) 1#MEEEE (CCr<e0mL/4)

fl4)

TDF& W HABCHTAFERIRT 5, ATVIZEE TS (BICBREBIRET 2 /20),
BHEE EFVPRPVIRBIIZZ L EERICAND, DTGHE EDINSTITRIEREBIEET 2520 THHIERL

THEETI,
fil5) BHEAOEYRY

DTG, RAL, RPVO#AEHhHENRLLH LALL,

fl6) BET7 FET7 5> ATEPTEL

FFHEENBE5EE

7 —2Z FPI(DRV) #DTGO#A & Hht #EE/T 5 (B genetic barrier®7=8)

BI7) MHBVER A LE 4 BRNSMERT

(7) ARTDINy 7K — I TOFATAFEFTCA3TCE 2 #AEHE S,

(1) LR TTDFHTAFBEA LVES

HBVDERE LTI TAENS, SIHBVIEHEE TAFTCH3TCEECARTEAA T 5 (FMIRA 1 K71 > DJ-1~

JBEBRBOI &)

ff8) #EHABIC) 7271 5 FERT3HE
(7) TAFIZEE (T3 (A CTAFOMPEENET ¢ 3)

(1) RFPO{EARF
@ EFVHBOZTERFE,

@ RALILA M54 1$RALIZB00ME BIDICHER T 3,
@ INSTIOMHMEZEESF & T hiEDTGIX50mg BIDT & L.
@ PIEWMAT BHEIC TS IARFP T4 <RFBE AL %,

NNRTI : FF#ZEER T EZEEFMEESR], DRV FIFEIN, DIG: FILTFZEIN, TDF: F/KREN v 7O%L I 7TILEEE, ABC: 7
INAEN, TAF: T/HKEIL P57 H3IF, ATV: PR¥FEN, EFV: I77EL Y, BRAL: AT FSEN, INSTI: 1T 75—
EREEE|, Pl 7RF7—EHEEE], RFP: U7 Fr2ES L,

v r+1) FFENL(cobi+RTV), ¥
F )yt VT Y v (ddl+d4T),
NNRTI 2#], =A P FEY+T
2SI (FICHATC), =TT
2T Ry, FIEELT S
=33 P sReR §udnsx
Y7 )VEEKE(d4T + AZT, TAF
+TDF) % &b 5,

3. DAILAZHRBICONT
GRDH A FF A4 OHELRART %2
MEFTHE, ZLORTHEPLHIC
VLAME T L. BB SR R =
MCTELEMFTEL, Ll I
ICHE 4 OB A HVLAKT L &

{3kt & v 2EE)

Grofzh), LEGCLTHULA | WICEEEET L. 74V RFEHK

(rebound) L7z 3504 H 5. =
D& EPOPIZEVLAETT 5
el ERERT, SRR A
T & A4 25 AT S 5 e
KWl % FET 5. HIVEA 4%
B EE IR DEAE P TR 2 Bl T B
EHIVAE R Z# DR L, EAE
EREEH LT VIREICA D,
HIVA —EE, A2 R % 134
B, BEEHOALLTHRLY 5
ADOHHIVEL RV ZLVWEED
Ll B na T, BIEEREE G L
72240 (3 H il #) (VLAY R A
ko R 2 0% EVLOHERIZIE

It b b @ 52 3% (virologic response
definitions) % 6 (273 L 72,
(1)ARTOEEEEBEFDOIAILR
BB

ART® HEEZ, HIV AT 145
HTHrRENEEIERERE S8
W LSOV F CHIVE Bl & J0) LA
5T EILD B, FEEAIZVLE N
ERFUE ARG ICH A B ohTnwa
ST EEH 2 S HIVAS I BL L
T\, T, 94 VAZENT
Uy 7DE L, AV ASIH
IZ2%M5LOTIXILTHW, VL
#5200copies/mL% # z 7 WKl T

FTT
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e < HEBI O FERI L 2 S
N TWRV, Laio#h#HmA
BUBLERIRIFZE T, 7 4 L ASER9 2k
@ [ il 1= 2 v T, VLA200copies/
mL & §ili &£50copies/mLA& jif & T I
L7z & 25, VLA200copies/mL
ZHZ DL TIMHIZOWTENE Do
7L, o222 OEKRIIZES 2 OKR
WEEFET DM AA RSN, L
L %A% 6, VLA200copies/mLEL N
ThmMshad L, 74N AR¥EMNY)
vy v R B %
DB EE TS A LRET S
bdrb.

VLA FifE L T200copies/mL % i
ABE, LIFLIEZEROINE LA
if PE2E R o E RS L, fEIC
500copies/mL% iz % & [ilfko> Z &
Bri@igshs, choolbhy
5, VLA%200copies/mL#% # 2 7= 4K
HEASHES S AT £ Ak
EZbhTWh,

(2) 71 W AZHEBORRA

RFET FeT 7> ALK, HIfER
A EAF—E Sz, EEL
FHIVASERREE R EZHLTHY
(pre-existence), e Bl 12 a¢
KM R L6 H 5.

(3) 71 I RZHYKBEEB N DHIT

L, 74 NAEHRBAEED N
LS N h, RO R %
WAELILNITHIEWEETH
o IEEIC X o T 2 M52 ART
DHLAGHENE > TL e TN
A e WOHE B (X ART o) fee i 5
MBI HBET DODUFE L v,
FHEDFEHNE A A F74 > 2 BRS
AR

#*5. ARTERIERFDF = v VIHE

1. 24

T4 2R, CDAH, SHMIERESER, HLA-B*5701 (BEATIEHE), F#4,

BE7RKETS>2R

2. FEIANERBLE

WkE, SE0LE BHE FRE SERECCRFBERE, BERE
HEPHER, EUMER, ERES EOEKFE

- X Ot iR

+ BffBSEE HBV, HCV, TB

3. WARHVETOEETANES
+ genetic barrier
- HIROBTEEME O & 2 EIER

- OB AESR E DEWIREFR

CRELRT & (CkEE, FlH, RARY ESEOCHE RABORSRL

DEAE)
- EHEA

HBV : BRIFF#A I 1L, HCV : CREFF&RIT1ILR, TB: #i%

4, BEWNRNBFLEHITORERZE
E(CDULT(Regimen Switching
in the setting of Virologic
Suppression)

BAEDART TS { IZVLE T

& ToORETHRETEL, 356

V2. AR kA L SR 2 R o g

BoRAH =X LORFL, HDHAE)

LHlAGEHEPSWOATR L HlA G

bhEAOEHEZ iR L. ZOX

%) 7 TR A LU 2 5 T O BE A

AETHBETREF—FA ¥ &b

b

(1)AEDRS RIFLER TOEH
EFENDIEH

KOBHBETOEN L, 15

WIZTH O A B R G R A S

7z, fhABTRTLTE, HoHW

2R, RMORIEHZ @RS 57

o, BUHEER TS, HoHW

T 2720, TN ik

GO W EE R {370, IR

thdh B WG AEHE L 7RI 2GR O ART

(3zk1 & +) fERE)

ET L0, EHBRNEMA L0
hETHD,
(2) BHEBEOEFNEZLS
SR AW O JEARNY LT R ok
WOBIRN #2052 L& {VLOH
MzETAZLTHL, F—, #HHAl
LEHETTAVAFNEBERY, #
7o AR OB 2R L TL
FH&, RiTLOBiIHET, LoiEh
HIHIVEZ RSS2 % 4% %
e
(DHCHIVEHIE (77 4 b 25204 B,
ART [ 380 o 5l £ I IE, 8 0 itk
AR &) 2+ RS 5.
b L AWl iGaean iz s ke AT
AR SN THESS, ARTT
B WM T - 729 T
. Hr 7oA A IV
BLTwhEWnEEZThLw,
AN PEZ RHIVA o 2 AL
FoHE, —HRICIE, VHF—1—0
HIVD 4 731)—Zb 50T,
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F£6. 71 AEHEIEL NILOEH (virologic response definitions)

1. 74 L ZZ2EHIFIRAE (virologic suppression)
B T RR Sl A ik L T L D akEE

2. 41 2FH%H (virologic failure)
BETY M ILZE (VL) H200copies/MLEMICEIET & L, HIFTE L UVRE,

3. FEL4L Y1 IV ZZRIG (incomplete virologic response)
FEABED24BE T Y 1 NV AFEINENREEICE 5 22 A 5 <, 248 IC2E)E# L TVLA200copies/mL % #8 & 7-1kEE,

BEOBRAIOIANIBN S o), ARTOHAEDOENVRE-LNTBE,

HHde

4. A ILAE) 1N > K (virologic rebound)
7 A b ZEEROINEIAREE (2 & B FEHI TVLA*200copies/mLEHBA S Z &

5. I IAREHT ) v 7 (virologic blip)

BREOVLOBETRECEVI $HEI &

AN ZPEIEAREEIC S BRI T AV ABPRE SN B, REORE TRRHBRFERSCHERT 52 &,

i | LLOD : the lower limits of detection®BE T, VLOBAIERFEZ TR T, CDH 1 K F 1 > TlE200copies/mLFid & L T d, FFTDHVL
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ARTDBIRAE T L v HHIE
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IEREE R TN (98 5 S
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D ERIRF T AT I N S A, 2518~
OEYT D 7 A b A WG & P L
TONLHAEDHET N ODOH D, H
AR C W TR R A i 5
NTWBEESR VDT, BN
TIHEIRTE R v, BRI ik %
TR L

(4) TERDZEER

He B O 1~ 28 i) 22 A Wk FH AR T R T
e EDF v 7 Z2i7wv, Ll
D47 LM B ICVLOD ) 23 & F
Wnh AT 5. FHILWVARTT
IR Exlonf itk iud, Ak
D35 H P 2 NI i i L
WhFzy 723 5%E¥H HRIEH
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ZEHEiEAT9e ShEDFz v 2T
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N, R TIRAET, LAabRIEH
A7 WA 1§ o B G 5E 0 &4
PWHE Lo SZADDB, L
L. GRIOUETIA A F7 4 » &t
L, BIEOARTLEMWME VW IZIE
RWkFbEdelhnwEE L.
oz, THIPTRVWOHR? FHo
AL TIE S Lzl HIF ORI L




RT. VAN AZEEDRD RIFBREF TORERERE

1. RIFGARMAD & 2 RS

(7) 72 2RNOEE WAEBICLZBEHCH LWHHIVEOBIBO 9, BL 77 ARDRINER|ICEETIZET, &L
2MONE, RARMTEHBEOEY &5 3BEIC1E, KIEY LB £#i5 7%, THMUETEGHBLE WV, (] :
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RPV, NNRTI® 7 —Z rPIZINSTI® 5 VIEMVCILEE, -7, BYOEE L EVHHIVECHE X ZHbh 5805
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WY Human immunodeficiency virus (HIV) RESEIZHT AR F — ARHHIIB VT, 4
L | AIGAYT O IRSESRO A0, EWHGEORRR U Y, SR O X
Lz, BESREICHET A IEE - WEET) 2L ThD, PTH, EHEANHRILHIE
EEJU% ﬂﬁ¢ﬂM®mmﬁﬁmywJﬁmvﬁmF“M#h;U%Lm% I % % 47 9
CENEETHLEELLNS. A, HLHIV 3EO RIS X OEEET#IZB U L 3RO 4
A5, BEOHL b A4 L AR AnU-Retrowral Therapy: ART) B X OFF— LAEHIA
L EIRMET Fe Ty A0 IZE5T o2 2oz sl 2 AMELTT ¥4 — b
A T 7z

T v — N ECAT OB 228, IR i]2{)ﬂcf“zﬁo 7z (DLFE98. 4%). HEHFIAH & ORERIZD
W, TREHIZN o 72 13685 (57%), [f%I2. - 7= 13446 (36%) ToH -7 & - 720
IRz DWW T, #IEBER T HV”@M%HLJﬁ\x% {, RWT [fRAEN & HHPER ]
BIU [#ASNIHEORIE] Aihiv7, ZHER T [EHEFTORA L ofmv] HRd % <,
KT TRIERL] Aibive 7z

FERN~NTV W F'nﬁ-]s-lﬂiiomfci HITERANR b % <, FIMENE79%, 2 HHIZ88% & 4
B, T [HEMEM] A7z, BRI E QMG X 5Bk~ ZIZoWTIE, [l
AT B AEDHEEL o] b % L, TERRNZEWET R EAECHET 28 E 55 2 298
e RSW Al B /R, TATRY A

APAAG RS S, Jok HIV SBHIZ BT, SERIMAST HIV SEo 4 G- dfi 35 £ OV BT #2021
REITHZ L, BHE=—XZHLALOTHY, RMOAMER, KOO LIZW5¥5
ZEHURESI

F—T—F HIVEERE #% HLFOYCIVREE 75— MAE |

[ 37 5 B A PR R > 7 — SRR 1) DS S it v v — SSED ) LA 95 i DA 0 45 1% b
F— ML 3) [ENL BRI R R v — ERIES T AR
AT T [T R R v 7 — EERIE T540-0006 KB RBC e E 21— 1 - 4
e—mail : hivagura@onh.go.jp
(CF1%294E 3 H 9 B4k, “T294E11 1 17 0 S 3E)
A Questionnaire Survey on the Effects of Intervention by Pharmacists on the Initiation and Alteration of Anti-HIV Agents in
Outpatient of HIV Infection
Hiroki Yagura, Yuki Ohishi, Sayvaka Morimoto, Kosuke Tomishima, Hiroyuki Kushida, Munehiro Yoshino. Rumi Sako,
Toshivuki Doi. Toshinobu Hayvashi, Kazuhiro Yamawaki, Takashi Nishino and Kunio Yamazaki, NHO Osaka National Hos-
pital, 1) NHO KyushuMedical Center, 2) NHO Himeji Medical Center, 3 ) NHO Osaka-minami Medical Center
(Received Mar. 9, 2017, Accepted Nov. 17, 2017)
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A FB 2 B 17 5 Human immunodeficiency virus
(HIV) BASEBH ORI R 255 T AR
L, & ZEUEIZHEAEL 500 AR HE o B B e A3
WHEINTwD (A XHaEHEH KW http: //
api-net.jfap.or.jp/status/index.html). HIV J& %« #
B, Bl baw 4 L A#EEE (Anti-Retroviral
Therapy : ART) ®OWETIZ L D, #kie L 223 & 47
T, KT LAREDHHE, il HIV O
IS T, RUIFHRIREE 2o 72"
L LA 6, BERIIOZHI1213100% 2k
HHARD N D BT, P e IR RN
HIV O R 2FET 5. 2o/d, BEOR
T Fe7 7 v ADOMRPHEHRRDORTD Y, #H
WelRFEIZETHRA P L AZRARIZE ED D720
DHEFRIRPEE L 2D, £72, ART O N PE
WKEDLEFTOTO LRI, BEOLMEN, KAy
RIBITIN A, WHEREEZIT) LTOBRADTA 7 A
A VIZHI LIRSS, 20 7 Ladhida s
HWHEPEELS HDH. T0izh, BEICHEME
MABD Y, BMEECTHEmE AL, WhEkirvwk

o, BEZHR—- I TH5F—ARBFEEL LS.

HIV EGIE I T 2408 F — L EHITB VT,
SEHIAT O MIESGEOBMIZT Fe 7 5 v A0k
¥, ART OHMMES & L ENOMRE NS 720
W2, MREEC BT 20l ) 2 R s L ORI A AT
CTETHAH. LI, HLHIV OSBRI X

USRI SRR, W, M X ORIERICEEY
% RIS 3L 350 [ AH B A O WERRSE,  SEFI i A3 A
T REBEVEREL LS.

el ART Ri#ERES & USRI AR HRIZB TS
AR O ADS, BED ART B L OF — AEHI
N HEMEMET FeT o v 2A0MFFCHG T
CZERWHLNITAHEILEEHMELTT ¥ 7 — Ml
Txir-7.

MR - &

FERE265FE 11 H 0 6 F1K284F 3 H F Tl E bk
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WH &2 L, HIV EESE THRER L TWvw b
T, RAADOFTHETH 34 HELNIZH HIV 3
OFFED G D L IZFHA 0L EH % Sh, A
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HNREEBEHHHCGEEHHH L LT, &
GHECELT v r— MR EEA L AR
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ZEIRT LA L L, —EHEEROEH % it
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kIR ARTEAD =8 FREED-®
n 48 78

20 A% 5 (10%) 6 (8%)

30/ {L 3 (27%) 18 (25%)

401t 19 (40%) 32 (45%)

507t 9 (19%) (15%)

607 L 1 2 (4%) 5 (7%)

BT A DRI TERE [HIV EEHIE O [ AR o
%WL%T%M%JUN%R&% KR RE T, M9
R FHREE) o—mRE L TERL.

o ES

For—hORREFELREZEOBEICOWVT

7 v — MEATIZ1I22 24T, USRS 1204
Tdr o7z (INLHE98.4%).

PERZ HAYELI00%, LME7 %,

EL‘.?FJZB?I'C&)«;
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LRk o Twld, EOLVRALIITEIEST
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2) WA E DMFRIZONWT
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68 (57%), [TXIZ3Lo72] 34461 (36%), [&H

LTHRVITHI(6 %), [HF DRI Lh 7]
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Vol DONER S VAN EERK L 12
MT.%m&wfurm%wﬁfWJﬁﬁé%<

(58%), W\\T (kA S LIRS | B XU Tk
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Abstract

Background: Circulating interferon-y (IFN-y) concentration may be sustained at a high level regardless of the
initiation of antiretroviral therapy (ART) in some patients with HIV-1 infection. In the present study, we examined
the clinical characteristics of HIV-1-infected patients with high levels of plasma IFN-y.

Methods: The study subjects were patients infected with HIV-1 who were either naive to ART with CD4" cell
count > 200 cells/uL (n=12), or had achieved viral suppression after ART for over a year (n = 188). The levels of
plasma IFN-y and interleukin-6 (IL-6) were measured by the enzyme-linked immunosorbent assay. Patients were
divided into high IFN-y and low IFN-y groups based on a cutoff level of 5 pg/mL.

Results: The high IFN-y group included 41 patients (21%). Compared to the patients on ART with low IFN-y levels,
those on ART in the high IFN-y group were more likely to be younger than 50 years of age (P=0.0051) and less
likely to have dyslipidemia (P=0.0476) or to be on a protease inhibitor (P =0.0449). There was no significant

difference between groups in the median increase of CD4" cell counts from the initiation of ART for up to 3 years.
However, after 4 years, the increase in CD4™ cell counts was significantly lower in the high IFN-y group compared

with that in the low IFN-y group. There were no such significant differences between patients with low and high

(> 2 pg/mL) levels of plasma IL-6.

Conclusion: We concluded that HIV-1-infected patients with high levels of circulating IFN-y did not have a higher
rate of comorbidities related to immune activation. However, they exhibited lower CD4" cell count recovery after

4 years of being on ART. This deficit could be a consequence of persistent immune activation.

Keywords: HIV-1 infection, Interferon-y, Interleukin-6, CD4" cell count recovery

Background

During HIV-1 infection, serum cytokine levels generally
rise with the progression of immunodeficiency and de-
crease with the initiation of antiretroviral therapy (ART)
[1-6]. However, we previously measured the levels of 12
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serum cytokines in 35 HIV-infected patients and demon-
strated that the level of serum interferon-y (IFN-y) ex-
hibits a trend different from those of other cytokines [7].
Specifically, in a cross-sectional study, we revealed that
some patients who were asymptomatic carriers or being
treated by ART had a high level of serum IFN-y. Simi-
larly, in a longitudinal study, we revealed that a high
level of serum IFN-y was sustained in about 30% of the
patients after the initiation of ART. Those observations
suggested that serum IFN-y concentration is maintained
at a high level in some patients regardless of the state of

© The Author(s). 2019 Open Access This article is distributed under the terms of the Creative Commons Attribution 4.0
International License (http://creativecommons.org/licenses/by/4.0/), which permits unrestricted use, distribution, and
reproduction in any medium, provided you give appropriate credit to the original author(s) and the source, provide a link to

the Creative Commons license, and indicate if changes were made. The Creative Commons Public Domain Dedication waiver
(http://creativecommons.org/publicdomain/zero/1.0/) applies to the data made available in this article, unless otherwise stated.
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immunodeficiency or ART. Thus, compared with the
concentrations of other cytokines, the level of circulating
IFN-y may have different clinical significance in patients
infected with HIV-1 [8].

It has been reported that initiation of ART reduces the
levels of inflammation-associated soluble biomarkers,
including serum cytokines such as interleukin-6 (IL-6),
although their levels do not return to those observed in
non-infected population [3, 5, 9]. Various factors, such
as old age, comorbidities, and death, have been associ-
ated with the high level of circulating IL-6 in patients
infected with HIV-1 [9-11].

In contrast to the current knowledge about factors
influencing IL-6 levels, the parameters associated with
the high level of circulating IFN-y have not been well
established. It is unclear whether sustained high level of
circulating IFN-y has any influence on the clinical
course of individuals infected with HIV-1. Although it
may have an immunostimulatory effect that suppresses
viral replication and increases CD4" cell count, excessive
immune activation may result in the reduction of CD4"
cell count and increased likelihood of comorbidity
development. In the present study, we examined
HIV-1-infected patients who were either naive to ART,
with CD4" T cell count >200 cells/pL, or had HIV-1
RNA levels below the detection limit after being on ART
for over a year and compared the clinical characteristics
between the participants with high and low levels of
plasma IFN-y or IL-6.

Methods

Study population

The study complied with the principles of the Declar-
ation of Helsinki regarding the investigations in human
subjects and was performed after an ethics approval
H26-NHO (AIDS)-03 had been received from Central
Institutional Review Board Committee of the National
Hospital Organization of Japan. Written consent was ob-
tained from all study participants. The study cohort
comprised 200 HIV-1-infected patients over 20 years of
age who were regularly seen at one of the four hospi-
tals of the National Hospital Organization. Patients
were either naive to ART, with CD4" T cell count > 200
cells/pL, or had achieved viral suppression after having
been on ART for over a year. Patients who developed fever
or had other acute diseases were excluded from the study
cohort.

Plasma measurements of IFN-y and IL-6

Plasma was separated from the whole blood and kept
frozen in - 80°C until use. The levels of plasma IFN-y
and IL-6 were measured by the enzyme-linked
immunosorbent assay (ELISA) (ThermoFisher Scientific,
Waltham, MA) according to the supplier’s protocol. A

cutoff level of 5 pg/mL was selected to delineate groups
with high and low IFN-y levels as previously described
[7]. The cutoff level for IL-6 was set to 2 pg/mL, close to
the upper quartile (1.9 pg/mL). When repeated blood
collections were possible for patients with IFN-y >5 pg/
mL, samples were collected three times with at least 1
month in between each collection to confirm the repro-
ducibility of high plasma IFN-y levels.

Comparisons of the groups with high and low levels of
IFN-y and IL-6

Participants were divided into the groups with high and
low IFN-y and IL-6 levels based on cutoff values indi-
cated above. The initial measurement of IFN-y was used
to divide the patients into the groups. Sex, age, assumed
route of infection, use of ART, and comorbidities were
compared at the time of entry to the study. The patients
were defined to have diabetes mellitus, dyslipidemia,
hypertension, chronic kidney disease, and osteoporosis if
they were diagnosed with these conditions according to
the Japan Diabetes Society criteria, Japan Atherosclerosis
Society guideline, Japanese Society of Hypertension
guideline, Japanese Society of Nephrology guideline, and
Japanese Society for Bone and Mineral Research criteria
[12-14], respectively. Patients that received treatment
for these conditions were also included. History of ma-
lignancy was defined as having history of any cancer that
had been proven by biopsy. Chronic hepatitis B was de-
fined as persistence of hepatitis B surface antigen for 6
months or more. Chronic hepatitis C was defined as the
presence of detectable hepatitis C virus RNA in the
serum. Only those comorbidities that were identified in
over 5% of the study patients at entry were considered
for analysis. Clinical categories, number of CD4" T cells
(CD4* cell count), plasma HIV-1-RNA levels, and
comorbidities at the time of HIV-1 diagnosis were also
collected retrospectively from the medical records and
compared between the groups. The change in CD4" cell
count following ART was calculated based on the cell
count prior to the initiation of ART. Changes in CD4"
cell count were measured from 1year after ART initi-
ation for up to 10 years.

Phylogenetic analysis

The results of the drug resistance test for HIV-1 were
collected retrospectively for the purpose of the study.
Resistance testing was performed as described previously
[15]. Briefly, viral RNA was extracted from a plasma
sample. The regions of HIV-1 protease and reverse tran-
scriptase were amplified by using the reverse transcrip-
tion polymerase chain reaction (PCR) method followed
by nested PCR. After the purification of the amplified
PCR products, the sequences were obtained by direct se-
quencing. Sequences used in the study (protease amino
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acid residues 1-99 and reverse transcriptase amino
acid residues 1-240) were registered in GenBank
(Additional file 1: Supplementary Materials and
Methods). Nucleic acid sequences were aligned using
Clustal W program version 2.1 (http://www.clustal.org/
clustal2/) and GENETYX-MAC version 18.0.6 (GENE-
TYX, Tokyo, Japan). HIV-1 subtype B (HXB2, accession
no. K03455) and HIV-2 (accession no. KX174313) were
used for subtyping and as outgroup, respectively.
Phylogenetic tree was constructed by using the
neighbor-joining method (MEGA6 program), and the
bootstrapping method was used to perform statistical
evaluations.

Statistical analysis

The Mann-Whitney U test was used to analyze continu-
ous variables. The chi-squared test was performed for
3 x 2 and 6 x 2 contingency tables, and the Fisher’s exact
test was performed for 2x2 contingency tables.
Spearman’s rank correlation coefficient was calculated
for 2 x 2 contingency tables. All analyses were performed
using JMP software version 11.2.1 (SAS Institute Inc.,
Cary, NC). All statistical analyses were conducted with a
significance level of a = 0.05 (P < 0.05).

Results

Clinical characteristics

Clinical characteristics of the patients are shown in
Table 1. The median age was 42 years, and 98% of the
patients (7 =196) were men. Twenty-seven percent of
the patients (n = 53) were over the age of 50. The major-
ity of the patients infected with HIV-1 (99%, n =198)
were Japanese; the remaining two patients were from
Latin America and Oceania, respectively. Six percent of
the patients (r = 12) were naive to ART.

Table 1 Characteristics of participants at entry

Age (year), median [IQR] 42 [35-51]
Males (n, %) 196 (98%)
Assumed route of HIV-1 infection (n, %)
Homosexual 168 (84%)
Heterosexual 28 (14%)
Others 4 (2%)
Nationality (n, %)
Japanese 198 (99%)
Non-Japanese 2 (1%)
Current ART use (n, %)
Naive 12 (6%)

(94%)

Abbreviations: HIV-1 = human immunodeficiency virus 1, ART = antiretroviral
therapy, /QR = interquartile range

Use for 21 years 188

Plasma IFN-y and IL-6 measurements

Plasma IFN-y and IL-6 levels measured by ELISA are
shown in Fig. 1. High IFN-y and IL-6 levels were ob-
served among the patients both on ART (Fig. 1a and c)
and naive to ART (Fig. 1b and d). Based on the cutoff
value of 5pg/mL, 41 patients were categorized as high
IFN-y group (21, 95% confidence interval: 15-27%), and
the remaining 159 patients were categorized as low
IFN-y group. Furthermore, 42 patients (21, 95% confi-
dence interval: 16-27%) had plasma IL-6 =2 pg/mL;
among them, 17 patients also had IFN-y > 5 pg/mL. The
distributions of patients between high and low cytokine
groups were different for IFN-y and IL-6 (P < 0.0001).
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Fig. 1 Histogram plots of the numbers of patients with different
plasma cytokine levels. (a) IFN-y levels in the patients on ART. (b)
Plasma IFN-y levels in naive patients. (c) Plasma IL-6 levels in the
patients on ART. (d) Plasma IL-6 levels in naive patients
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Reproducibility of the initial high IFN-y measurements
Reproducibility of the test results was examined by
measuring plasma concentrations of IFN-y three times
in 35 out of 41 patients in the high IFN-y group. IFN-y
concentration was >5 pg/mL in the two follow-up mea-
surements for all patients who had IFN-y =10 pg/mL at
the initial measurement (n =24, 69%). Similarly, IFN-y
concentration was >5pg/mL in the two follow-up
measurements for 6 of the 11 patients whose IFN-y was
5-10pg/mL at the initial measurement. For the
remaining five patients, IFN-y concentration was 2-5
pg/mL in at least one of the two follow-up measure-
ments. Thus, the high levels of plasma [FN-y were con-
sistent and not transient across the three replicate
measurements in most patients (n = 30, 86%).

Comparison of patient characteristics across the groups
Patients were divided into the two groups based on the
initial levels of IFN-y and IL-6, and their characteristics
were compared. In order to match the characteristic
background, the patients on ART were included for
comparison (n = 188). Table 2 shows patient characteris-
tics for each group. The median age of the patients at
the time of study entry was statistically different (P =
0.0349), and the proportion of the patients below the
age of 50 was higher in the high IFN-y group (P=
0.0051). The proportion of patients who were on a pro-
tease inhibitor was significantly lower in the high IFN-y
group (26%) than in the low IFN-y group (44%, P=
0.0449). The duration of ART in the high IL-6 group
was shorter than that in the low IL-6 group. Patients in
the high IFN-y group were less likely to have dyslipid-
emia (15%, n = 6) compared with those in the low IFN-y
group (33%, n=49; P=0.0476). In addition, patients in
the high IL-6 group had a higher rate of diabetes
mellitus and higher levels of serum C-reactive protein
than those in the low IL-6 group (P = 0.0266 and 0.0073,
respectively). These observations indicated that patients’
characteristics were different in the groups with high
and low IFN-y and IL-6 levels.

The rates of comorbidities were also evaluated at the
time of HIV-1 diagnosis (Table 3). The rate of dyslipid-
emia at diagnosis was lower than that at entry (9% ver-
sus 29%; P <0.0001). Similar results regarding the rates
of hypertension (2% versus 11%; P = 0.0006) and chronic
renal disease (2% versus 11%; P =0.0002, respectively)
were observed at diagnosis and at entry. Dyslipidemia
rates between the high and low IFN-y groups and the
rates of diabetes mellitus between the high and low IL-6
groups (P =0.5327 and P = 0.0635, respectively) were not
significantly different. These observations indicate that
comorbidities tended to appear during the course of
HIV infection.

Next, Spearman’s rank correlation coefficients among
the factors related to high IFN-y levels (age < 50, abaca-
vir use, protease inhibitor use, and with dyslipidemia at
entry) were calculated (Table 4). In contrary to the
results illustrated in Table 2, a significant association
was observed between high IFN-y and abacavir use. A
significant relationship was observed in all other com-
parisons except those between protease inhibitor use
and abacavir use as well as between protease inhibitor
use and age < 50, suggesting that these factors may inter-
act with each other.

Recovery of CD4" cell counts following ART

The recovery of CD4" cell counts following ART was
compared between the groups (Fig. 2). Patients that did
not receive ART (n=12) or for which CD4" cell count
just before initiating ART was unknown (n=7) were
excluded from this analysis. At the initiation of ART
(baseline), CD4" cell counts were not significantly dif-
ferent between the groups, with 268 and 210 cells/pL
in the high and low IFN-y groups (P=0.0961), and
229 and 217 cell/pL in the high and low IL-6 groups
(P=0.9112), respectively. Figure 2 shows the median
CD4" cell count increase * interquartile range (IQR)
from the baseline. The difference between the groups
was not significant for 3years on ART. However,
there was a significant difference indicating lower re-
covery of CD4" cell counts in the high IFN-y group
after 4years of ART (Fig. 2a). A similar reduction
was not observed in the high IL-6 group (Fig. 2b).
Cutoff values were evaluated by the comparisons with
CD4" cell count recovery after 4-7years of ART.
Cutoff values varied from 0.5, which was close to the
median value of plasma IFN-y concentration (0.54) in
this study, to 10, so the participants were divided into
two groups using these cutoff values. Figure 3 indi-
cates P values and differences in the increase of
CD4" cell count for intergroup comparisons. The low-
est P values were located within 5.1-5.7 pg/mL of IFN-y
concentration in all four assays (Fig. 3a). Maximum differ-
ences were also located within 4.5-5.7 pg/mL (Fig. 3b).
These observations suggested that 5pg/mL was poten-
tially the optimal cutoff value for IFN-y concentration and
higher cutoff value may show nearly the same results. No
significant differences were observed in any cutoff values
at 1-3years of ART for plasma IFN-y concentration and
at 1-10 years of ART for plasma IL-6 concentration.

Phylogenetic analysis

Phylogenetic analysis of HIV-1 variants was performed
in 113 patients by comparing 197-bp and 720-bp long
sequences of genes encoding protease and reverse tran-
scriptase, respectively (Fig. 4). Among the 45 patients
with high levels of plasma IFN-y and/or IL-6, 39 were

— 125 —



Table 2 Comparison of the groups with high and low IFN-y and IL-6 levels among the patients on ART at entry

High IFN-y Low IFN-y P-value High IL-6 Low IL-6 P-value

N 39 149 38 150
Age (year), median [IQR] 40 [33-44] 43 [36-52] 0.0349* 45 [37-53] 42 [35-51] 0.2683
Age <50 (n, %) 35 (90%) 101 (68%) 0.0051* 25 (66%) 111 (74%) 03166
Males (n, %) 39 (100%) 146 (98%) 1.000 38 (100%) 147 (98%) 1.000
Assumed route of HIV-1 infection (n, %) 0.7044 0.1995

Homosexual 34 (87%) 123 (83%) 35 (92%) 122 (81%)

Heterosexual 4 (10%) 23 (15%) 2 (5%) 25 (17%)

Others 1 (3%) 3 (2%) 1 (3%) 3 (2%)
Japanese (n, %) 38 (97%) 148 (99%) 03727 38 (100%) 148 (99%) 1.0000
CD4* cell count (cell/uL), median [IQR] 491 [396-659] 535 [443-736] 0.271 531 [419-711] 538[442-735] 05293
HIV-1-RNA level (copies/mL), median [IQR] <20 [<20-<20] <20 [« 20-<20] 0.5856 <20 [« 20-<20] <20 [« 20-<20] 0.9208
Abacavir use (n, %) 7 (18%) 52 (35%) 0.0523 9 (24%) 50 (33%) 03285
Tenofovir use (n, %) 30 (77%) 92 (62%) 0.0911 28 (74%) 94 (63%) 0.2548
Protease inhibitor use (n, %) 10 (26%) 65 (44%) 0.0449*% 14 (37%) 61 (41%) 0.7140

Darunavir use (n, %) 10 (26%) 51 (34%) 03428 9 (24%) 52 (35%) 0.2458

Atazanavir use (n, %) 0 (0%) 4 (3%) 0.5820 1 (3%) 3 (2%) 1.0000

Lopinavir use (n, %) 0 (0%) 5 (4%) 0.5854 3 (8%) 2 (1%) 0.0571

Fosamprenavir use (n, %) 0 (0%) 5 (3%) 0.5854 1 (3%) 4 (3%) 1.0000
Integrase inhibitor use (n, %) 24 (62%) 73 (49%) 0.2079 24 (63%) 73 (49%) 0.1457
Duration of ART (year), median [IQR] 3.8 [1.8-6.3] 44 [24-6.6] 02283 34 [1.8-59] 44 [2.5-6.7] 0.0438*
Frequency of ART exchange, median [IQR] 0 [0-1] 1[0-2] 04936 0 [0-1] 1[0-2] 0.0607
Comorbidities

Chronic renal disease (n, %) 3 (8%) 18 (12%) 05747 2 (5%) 19 (13%) 0.2572

Chronic hepatitis B (n, %) 3 (8%) 13 (9%) 1.0000 2 (5%) 14 (9%) 05333

Dyslipidemia (n, %) 6 (15%) 49 (33%) 0.0476* 12 (31%) 43 (29%) 0.6957

Statin use (n, %) 1 (3%) 13 (9%) 03072 1 (3%) 13 (9%) 03078

Hypertension (n, %) 3 (8%) 18 (12%) 0.5747 6 (16%) 15 (10%) 0.3850

Diabetes mellitus (n, %) 1 (3%) 12 (8%) 0.3088 6 (16%) 7 (5%) 0.0266*
Laboratory test

Serum C-reactive protein (mg/dL) 0.05 [0.02-0.10] 0.06 [0.03-0.17] 02224 0.10 [0.04-0.46] 0.05 [0.03-0.11] 0.0073*

Abbreviations: IQR = interquartile range, HIV-1 = human immunodeficiency virus 1, ART = Antiretroviral therapy

*Significant difference

distributed in a scattered manner within B subtype and
non-B subtype. The sequences from the remaining six pa-
tients formed a cluster with a bootstrapping value of
84.8%. Sequences from four out of these six patients
formed a cluster with a bootstrapping value of 92.3%; they
exhibited similarity to the sequence previously described
by Mori et al., which was a novel HIV-1 variant with rapid
disease progression during primary HIV-1 infection [16].
Specifically, there was an insertion of the amino acid se-
quence Q[S/N]RPE in the p6 region of gag in addition to
the amino acid sequence QNME in the C’-terminus of
integrase. These observations suggested a possibility that
viral factors might be involved in the maintenance of high
plasma IFN-y levels in these patients.

Discussion

In the present study, we determined the proportion of
HIV-1-infected patients with a high level of plasma
IFN-y (=5 pg/mL) and examined their clinical character-
istics. We demonstrated that the patients with a high
plasma IFN-y level were more likely to be younger, and
less likely to have dyslipidemia or to be on a protease in-
hibitor. The incidence rate of comorbidities, such as
diabetes and hypertension, in the high IFN-y group was
equivalent or nominally lower than that of the low
IFN-y group, although significant differences were not
observed. Most of these results were not qualitatively
similar to the findings reported in patients with high
levels of circulating IL-6 in this and previous studies
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Table 3 Comparison of the groups with high and low IFN-y and IL-6 levels among the patients on ART at diagnosis of HIV infection

High IFN-y Low IFN-y P-value High IL-6 Low IL-6 P-value
Clinical categories 0.7550 04122
Acute HIV infection 7 (18%) 26 (17%) 4 (11%) 29 (19%)
Chronic HIV infection, Category A/B 21 (54%) 89 (60%) 25 (66%) 85 (57%)
Category C 11 (28%) 34 (23%) 9 (24%) 36 (24%)
CD4" cell count (cell/ul), median [IQR] 265 [71-393] 253 [116-393] 0.9986 261 [107-386] 253 [104-398] 0.6920
HIV-1-RNA level (copies/mL), median [IQR] 96,750 105,000 0.9956 79,150 101,500 0.5009
[25,050-789,500] [26,725-462,250] [25,475-373,250] [26,100-491,500]
Comorbidities
Chronic renal disease (n, %) 0 (0%) 3 (2%) 1.0000 1 (2%) 2 (1%) 0.5089
Chronic hepatitis B (n, %) 2 (5%) 12 (8%) 0.7391 2 (5%) 12 (8%) 0.7384
Dyslipidemia (n, %) 2 (5%) 15 (9%) 0.5327 3 (7%) 14 (9%) 1.0000
Hypertension (n, %) 0 (0%) 4 (3%) 0.5833 2 (5%) 2 (1%) 0.1949
Diabetes mellitus (n, %) 0 (0%) 5 (3%) 0.5855 3 (7%) 2 (1%) 0.0635

Abbreviations: IQR = interquartile range, HIV-1 = human immunodeficiency virus 1

[10]. Borges et al. performed an analysis of 9864 patients
with virological suppression and demonstrated that the
high level of plasma IL-6 was associated with multiple
factors that affect inflammation, such as old age, use of
protease inhibitors, comorbidities, reduced renal func-
tion, and others. Some studies have also demonstrated
associations between the high level of circulating IL-6
and various clinical outcomes, including death and the
onset of acquired immune deficiency syndrome [9, 11,
17]. Our findings support a possible association between
the high level of IFN-y with endogenous anti-HIV re-
sponse rather than with inflammation [8].

Notably, HIV-1-infected patients with a high plasma
IFN-y level had reduced CD4" cell count recovery from
year 4 on ART and onwards than patients with a low
plasma IEN-y level. Various factors have been shown to
be associated with suboptimal CD4" cell count recovery,
including low nadir/baseline CD4" cell count, old age,
male gender, prolonged duration between HIV-1 infec-
tion and the initiation of ART, hepatitis C virus infec-
tion, hepatitis B virus infection, comorbidities, injection
drug use, up-regulation of surface markers of lympho-
cyte activation, and gene polymorphisms of [L-10 and
IL7RA [18-37]. In addition, many soluble biomarkers
have been also examined for the association with

suboptimal recovery of CD4" cell count [38, 39].
However, the nadir/baseline CD4" cell count may be a
confounding factor as it is strongly associated with
suboptimal recovery of CD4" cell count and influences
the circulating level of soluble biomarkers. After control-
ling for that confounding factor, only a limited number
of biomarkers, including IL-6 before ART and
interferon-inducible protein-10 after ART, were associ-
ated with the suboptimal recovery of CD4" cell count
[34, 35]. In the present study, we demonstrated that
there was no significant difference in CD4" cell counts
prior to and 3 years after ART between the low and high
IEN-y groups. Unexpectedly, the proportion of patients
who were considered at high risk of reduced CD4" cell
count recovery, such as older patients and those with
comorbidities, was lower in the high IFN-y group than
in the low IFN-y group. Collectively, these findings
suggest that a high level of plasma IFN-y may be an
independent factor associated with lower recovery of
CD4" cell count.

Our phylogenetic analysis demonstrated that HIV-1
genetic sequence in patients with a high IFN-y level was
distributed among different subtypes in a scattered
manner, indicating that gene polymorphisms may be one
of the causative factors of high plasma IFN-y level.

Table 4 Spearman’s rank correlation coefficient indicating the presence or absence of the correlation between the factors related to

high IFN-y levels

Age < 50

Abacavir use

Protease inhibitor use With dyslipidemia

High IFN-y
Age < 50

0.199 P=0.0062*

Abacavir use

Protease inhibitor use

—0.1481 P=0.0425*
—0.2993 P<0.0001*

—0.1489 P=0.0414*
0.0181 P=0.8054
0.0108 P=0.8827

—0.1560 P=0.0325*
—0.2297 P=0.0015*
0.3462 P < 0.0001*
0.1924 P=0.0082*

*Significant difference
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Fig. 2 Increase in the CD4™ cell count from the start of ART (baseline).
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patients at respective time points is indicated below each graph.
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IFN-y +874T/A gene polymorphism is located within
the first intron and encompasses the binding site for the
transcription factor NF-kB. Binding affinity of NF-«B for
the + 874 A-allele is lower, and it results in reduced pro-
duction of IFN-y. Because it has been reported that indi-
viduals with + 874 A-allele may be at a higher risk of
tuberculosis [40], many studies examined the association
between this polymorphism and various diseases. In par-
ticular, it has been shown that the A-allele was a risk fac-
tor for HIV infection [41], and that HIV-infected
patients with the A-allele had a higher risk of
HIV-tuberculosis co-infection [42], lower CD4" cell
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Fig. 3 Evaluation of cutoff values for plasma IFN-y concentration
using the differences of increase in the CD4™ cell count from the
start of ART (baseline). (a) Cutoff values for plasma IFN-y
concentration were increased by 0.1 from 0.5 to 10. The participants
were divided into two group and group comparisons were
performed. P values of the Mann-Whitney U test are indicated. The
range of cutoff values with the smallest P value are shown in the
top of figures. (b) The differences of increase in CD4™ cell count
between two groups. The range of cutoff values with the maximum
differences is shown in the top of figures

count [31, 43], and lack of response to ART [44]. Our
findings were not in accordance with previous reports,
which demonstrated that patients with the A-allele, asso-
ciated with lower IFN-y production, showed a reduction
in CD4" cell count. These findings suggest that IFN-y
gene polymorphism may not be the primary factor that
contributes to the high level of circulating IFN-y.

In the phylogenetic analysis, we identified four patients
that formed a cluster (red boxes in Fig. 4). In addition to
the similarities of their genetic sequence, they had com-
mon geographical and chronological features, as all four
of them were diagnosed in Osaka after 2011. Thus, these
patients were likely to have been infected by the novel
HIV-1 variant previously described by Mori et al. [16]. It
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sequence Q[S/NIRPE in the p6 region of gag and an addition of the amino acid sequence QNME in the C'-terminus of integrase. Sequences from
six patients, including these four patients, formed a cluster with a bootstrapping value of 84.8%, and the details are shown in the inset

is still unclear why the patients who were infected with
this novel variant had accelerated disease progression.
Further investigations of this phenomenon are required
because there may be a potential common mechanism
underlying the accelerated disease progression and high
plasma IFN-y level.

There were several limitations in our study: it in-
cluded a relatively small number of patients, espe-
cially of those infected with novel HIV-1 variant
previously described [16]. Furthermore, information
on some factors that might affect circulating cyto-
kines, such as consumption of tobacco and alcohol
[10], were missing. In addition, the data on CD4" cell
counts were collected retrospectively, and plasma
IFN-y level was evaluated in a cross-sectional manner.
Although we selected the cutoff value using earlier
data [7], evaluation of the cutoff value in this study
using the differences of the recovery of CD4" cell
count after 4 years of ART suggested that 5 pg/mL of
IFN-y concentration was a potential candidate for op-
timal cutoff value. In addition, our study did not
investigate IFN-y-producing cells. Further studies are
required to uncover the biological mechanism con-
tributing to the high level of circulating IFN-y.

Conclusions

Twenty-one percent of HIV-1-infected patients, who
were either naive to ART (CD4" cell count > 200 cells/
pL) or had achieved viral suppression after ART for 1
year or longer, were found to have a high (>5 pg/mL)
level of plasma IFN-y. These patients did not have a
higher rate of comorbidities associated with immune
activation during the course of HIV infection. However,
they demonstrated reduced CD4" cell count recovery
after 4 years on ART, indicating that these patients may
be influenced by persistent immune activation.
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