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Background: Disease progression monitoring through CD4 counts alone can be inadequate in HIV infection as ongoing immune activation may result in Serious non-AIDS events (SNAEs). SNAEs involve monocyte activation driven chronic inflammation with significant sequelae observed even during HAART. Here, we attempted to delineate functional monocyte based signatures across stages of HIV disease progression.

Methods: Participants spanning four cohorts were recruited—pre-ART (PA; <7 years of infection; n = 20), long-term non-progressors (LTNP; >7 years of infection, CD4 > 350 cells/μL, n = 20), individuals on therapy (ART; n = 18) and seronegative controls (SN; n = 15). Immunophenotyping of monocyte subsets and evaluation of expression of HIV-binding receptors—CD4 and CCR5, marker of immune activation- HLA-DR and M2 phenotype—mannose receptor (CD206) was followed by association of monocyte-specific parameters with conventional markers of disease progression such as absolute CD4 count, CD4/CD8 ratio, viral load, and T cell activation.

Results: A significant expansion of intermediate monocytes (CD14++CD16+) with a concomitant decline in classical subset (CD14++CD16–) was observed in all infected cohorts compared to seronegative controls. In addition, an expansion of the non-classical subset (CD14+CD16++) was observed in long-term non-progressors. Dysregulation in monocyte subsets associated with CD4 count and CD4/CD8 ratio in PAs but not in LTNPs. We report for the first time that expression of CD206 is most prominent on intermediate monocytes which also have the highest expression of CD4, CCR5, and HLA-DR. Despite preserved CD4 counts, LTNPs had similar immune activation profiles to PAs, as evidenced by elevated HLA-DR expression across monocyte subsets. HLA-DR expression, similar to that in SNs, observed in the ART group indicated partial immune restoration within the monocyte compartment. Increased CD206 expression on monocytes together with frequency of activated CD4+ T lymphocytes (HLA-DR+CD38+) showed significant and positive association with viral load in LTNPs, but not PAs.

Conclusion: Our results describe for the first time the presence of monocyte dysregulation involving increased activation in LTNPs, who, in spite of preserved CD4 counts, may remain susceptible to prolonged effects of systemic inflammation and highlight CD206, as a unique non-T correlate of viremia, in viremic non-progression.
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INTRODUCTION

Monocytes are a heterogeneous leukocyte population that can be delineated based on their expression of CD14 and CD16 into three distinct subsets. In healthy individuals, classical monocytes (CD14++CD16–), the predominant population, comprise ~85% of all circulating monocytes. CD16 expressing monocytes, more recently reported on, constitute ~10% of the whole and numerous studies have highlighted a developmental hierarchy from classical through intermediate (CD14++CD16+) to non-classical (CD14+CD16++) monocytes (1–3). CD16+ monocytes represent a more mature and activated phenotype that expands in various pathologies including HIV infection (1, 4–6).

Serious non-AIDS events (SNAEs) encompass a gamut of conditions such as cardiovascular disease (CVD), neurological impairment, non-AIDS malignancies, renal, hepatic and bone disorders associated with chronic HIV infection (7). Monocyte activation, manifested as increased frequencies of intermediate and non-classical monocytes and upregulation of soluble markers of inflammation such as neopterin in HIV infected individuals, is a key factor in the development of CVD (8–10). Microbial translocation, a driver of systemic immune activation, also induces CD16+ monocyte expansion and transmigration across the blood-brain barrier contributing to HIV-associated neurocognitive disorders (HAND) (11, 12).

The current paradigm for initiation of antiretroviral therapy (ART) is that of test-and-treat to enable better HIV transmission outcomes and facilitate immune restoration (13, 14). While effective therapy can achieve viral suppression and CD4 rebound, levels of immune activation markers do not fully normalize despite ART (15–17). Thus, persistent immune activation due to residual viremia, microbial translocation, co-infections and altered homeostasis contribute to development of SNAEs in ART-mediated delayed progression (7).

Long-term non-progressors, a unique group of HIV-infected individuals, maintain stable CD4 counts (350–1,600 cells/μL) in the absence of therapy for extended duration. Based on viremia, they may be categorized as elite controllers with <50 copies/mL, viremic controllers (50–2,000 copies/mL) and a rare subset of viremic non-progressors (VNPs) with sustained CD4 counts despite moderate to high viral replication (18, 19). In a seminal study, elite controllers displayed higher median frequencies of activated CD8+ T cells compared to seronegative controls and treated participants with undetectable viremia (20). Viremic non-progressors also had similar levels of T cell activation as putative progressors, suggesting that preservation of CD4 compartment does not preclude non-progressors from the deleterious effects of chronic T cell activation (21).

While immune activation is a well-documented feature both in chronic HIV infection as well as in elite controllers, relatively fewer studies have reported on non-progressors with or without viremia and have predominantly addressed T cell activation. Evaluating monocyte dysregulation and activation as risk factors for the development of SNAEs, in the context of non-progression, would provide valuable and heretofore unavailable non-T cell correlates of HIV pathogenesis. Towards this end, we examined functionally-distinct monocyte subsets across a spectrum of disease progression states in HIV infection.



MATERIALS AND METHODS


Study Participants

All samples were collected from individuals attending the ART center at Sir. J. J. Group of Hospitals, Mumbai with informed consent from the participants and approval from the ICMR- NIRRH Ethics Committee for Clinical Studies (Project No. 225/2012). Enrolled participants spanned four cohorts—HIV-seronegative (SN, n = 15), pre-ART (PA, n = 20), long-term non-progressors (LTNP, n = 20), and individuals on antiretroviral therapy (ART, n = 18). Long-term non-progressors were defined as individuals maintaining stable CD4 counts >350 cells/μL for at least 7 years after initial detection of HIV infection (22). Viral nucleic acid was isolated from blood plasma using the MagNA Pure Compact Instrument with their Nucleic Acid Isolation kit (Roche Diagnostic, Germany) and plasma viral load was estimated by COBAS TaqMan 48 Analyzer using the COBAS® TaqMan®HIV-1 Test kit (Roche) with 34 copies/mL being the limit of detection. The clinical characteristics of participants such as age, gender, duration of infection, absolute CD4 count, viral load, and ART status are summarized in Table 1.


Table 1. Clinical characteristics of participants.
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Immunophenotyping and Flow Cytometry

Monocytes were identified based on forward and side scatter properties and expression of CD14 and CD16. The expression of dim markers was confirmed based on fluorescence −1 (FMO) controls. Briefly, peripheral blood was collected in EDTA vacutainers and 200 μL was incubated with fluorochrome conjugated antibodies specific for cell-surface markers on monocyte subsets. Anti-CD14 (Clone: M5E2), anti-CD16 (Clone: 3G8), anti-CD4 (Clone: RPA-T4), anti-CCR5 (Clone: 2D7), anti-HLADR (Clone: L243), and anti-CD206 (Clone: 15-2). All antibodies were purchased from either BD Biosciences or BioLegend (US). For chemokine receptor CCR5, staining was carried out at 37°C for 15 min followed by incubation with remaining antibodies (CD14/CD16/CD4/HLADR) at RT for 15 min as described previously (23). A similar protocol was performed for CD206 which undergoes endocytic recycling, whereby staining at physiological temperatures would allow receptor cycling to the surface and maximal binding of antibody. Stained samples were incubated with ice-cold FACS Lyse buffer (BD Biosciences) for 15 min with intermittent vortexing to ensure complete RBC lysis and washed twice with staining buffer (PBS with 0.2% FBS). Ex-vivo staining was carried out within 3 h of sample collection and roughly 30,000 events were acquired within a monocyte gate on the BD Accuri C6 Flow Cytometer (BD Biosciences). Data analysis was carried out on FlowJo 10.2 (Tree Star Inc., Ashland, Oregon, USA).

T cell activation was estimated using anti-CD3 (Clone: SK7), anti-CD8 (Clone: SK1), anti-CD38 (Clone: HIT2), and anti-HLADR (Clone: L243) and examining the frequency of HLADR/CD38 dual-positive cells within CD4+ and CD8+ T lymphocyte gates as described previously (24–26). The frequency of regulatory T cells was estimated using anti-CD3 (Clone: SK7), anti-CD4 (Clone: RPA-T4), anti-CD25 (Clone: M-A251), and anti-CD127 (Clone: HIL-7R-M21) as described previously (26).



Statistical Analysis

All statistical analyses were performed using GraphPad Prism 6.01 (GraphPad Software, San Diego, California, USA). Data has been represented as scatter plots with bars indicating median values. Comparison between groups was made using Kruskal-Wallis ANOVA with post hoc Dunn's multiple comparisons test and unpaired t-test with Welch's correction at 95% confidence interval. Association between variables was assessed using linear regression and non-parametric Spearman correlation analyses.




RESULTS


Participant Characteristics

As summarized in Table 1 and shown in Supplementary Figure 1B, all infected cohorts had lower median CD4 counts than seronegative control group (SN, median CD4 = 876.5 cells/μL). LTNPs, as expected, had higher absolute CD4 counts (median−636.1 cells/μL) than PA (median−528 cells/μL). Individuals on therapy displayed a range of CD4 counts (ART, median−622 cells/μL) which reflected partial rebound in all individuals (Supplementary Figure 1F). The ART-naïve groups had comparable viral loads (PA, median−4.62 logs and LTNP, median−4.40 logs), indicating the presence of viremic non-progressors (VNPs) within the LTNP cohort. The LTNP cohort had a median duration of 10 (7–18) years since HIV diagnosis. The ART group comprised of individuals on therapy for at least 1 year, with undetectable viremia (n = 8) or <1,000 copies/mL (n = 7) and included six individuals receiving the second line regimen. One individual in this group, receiving 2nd line therapy (TL-ATV) had viremia above the WHO criteria of failure (3,887 copies/ml) but showed a significant rebound of CD4 count (144–1,049 cells/μL) at the time of sampling. All groups were age-matched and did not show any significant difference (Kruskal-Wallis H = 3.307, P = 0.3467) in median age compared to seronegative controls (Supplementary Figure 1A). The groups were not sex-matched and the LTNP group in our study was enriched for female participants as observed previously (18). The clinical characteristics of recruited participants have been graphically represented in Supplementary Figures 1A–F.



Dysregulation in Frequencies of Monocyte Subsets Across All Infected Cohorts

To begin with, we examined the frequency of monocyte subsets in whole blood across different states of disease progression. The gating strategy used to differentiate between classical (CD14++CD16−), intermediate (CD14++CD16+) and non-classical (CD14+CD16++) monocytes as per previously established nomenclature (27) is shown in Supplementary Figure 2 with representative plots for each cohort. As shown in Figure 1, we observed a significant decline in the median frequency of classical monocytes with a concomitant expansion of the intermediate subset in all infected cohorts compared to seronegative controls [SN, classical subset, median = 81.85%, interquartile range (IQR) = 77.35–84.83%; intermediate subset, median = 10.80%, IQR = 8.84–13.10%)]. Median frequencies of these monocyte subsets in therapy-naïve (PA, classical, median = 74.50%, IQR = 63.60–80.50%; intermediate, median = 16.90%, IQR = 13.30–24.80%) and treated individuals (ART, classical, median = 77.85%, IQR = 71.23–80.83%; intermediate, median = 13.95%, IQR = 12.08–19.65%) did not differ significantly suggesting that extended ART was ineffective in restoring this imbalance (Figure 1). Interestingly, the perturbation in monocyte subsets was present in non-progressors as well (LTNP, classical, median = 72.65%, IQR = 65.50–80.08%; intermediate, median = 17.50%, IQR = 12.55–23.78%). A modest rise in the frequency of non-classical monocytes in both ART-naïve groups (PA, median = 7.68%, IQR = 5.13–12.40%) including non-progression (LTNP, median = 9.14%, IQR = 7.45–12.05%) did not reach significance compared to seronegative controls (SN, median = 7.56%, IQR = 5.62–9.58%) by one-way ANOVA. However, it was observed to be significantly higher in LTNPs compared to both SN and ART groups by pairwise comparisons, respectively (P < 0.05 for both). Expansion of non-classical subset (ART, median = 7.53%, IQR = 4.82–9.36%) was not observed, compared to seronegative controls in the ART group, indicative of partial immune restoration.
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FIGURE 1. Altered frequencies of monocyte subsets in HIV infection. Box and whisker plots showing comparison of frequency of monocyte subsets in PA (n = 20), LTNP (n = 20), and ART (n = 18) groups with seronegative controls (SN, n = 15) (horizontal bar indicates median). Statistical significance was estimated by Kruskal-Wallis ANOVA followed by Dunn's multiple comparison test; *P < 0.05; **P < 0.01; ***P < 0.001; ****P < 0.0001. The expansion of non-classical subset (right-most panel) in ART-naïve groups was not significant by ANOVA but was observed to be significantly higher in LTNPs compared to both SN and ART groups by unpaired t-test (P < 0.05 for both).




Association of Monocyte Subsets With Markers of Disease Progression

In order to understand whether the apparent imbalance in frequency of monocyte sub-populations is associated with conventional markers of disease progression we correlated frequency of monocyte subsets with absolute CD4 count in each cohort. In the PA group, as previously reported (8, 28), the frequency of classical monocytes showed a strong positive correlation with absolute CD4 count (r = 0.45, P < 0.05). An inverse association observed in both CD16 expressing monocyte subsets, intermediate (r = −0.37, P = 0.10) and non-classical (r = −0.27, P = 0.26), did not reach significance (Figure 2A). In the ART and LTNP groups however, no such association was observed, possibly due to altered homeostasis of the CD4 compartment by therapy (Figure 2C) and clustering of CD4 counts around the median value of 500 cells/μL (Figure 2B), respectively. For the PA and LTNP groups, we were also able to examine CD4/CD8 ratio, a more robust marker of disease progression, which has been associated with increased immune activation and higher risk of developing SNAEs (29). In the PA group a trend emerged that was similar to that observed with absolute CD4 counts and the association with CD4/CD8 ratio was found to be significant in classical (r = 0.63, P < 0.05) and non-classical (r = −0.72, P < 0.05) subsets (Figure 2D). Interestingly however, no significant association of monocyte subsets with CD4/CD8 ratio was observed in the LTNP group (median CD4/CD8 ratio = 0.51, IQR = 0.40–0.64) (Figure 2E) despite having a wide range of CD4/CD8 ratios whose distribution was similar to the PA group (median = 0.45, IQR = 0.36–0.75), but still lower than SN individuals (median = 1.42, IQR = 1.18–1.88) (Figure 2F). Thus, altered frequencies of monocyte subsets while observed in all infected groups may reflect disparate immune homeostatic mechanisms unique to particular states of disease progression.
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FIGURE 2. Association of monocyte subsets with CD4 count and CD4/CD8 Ratio. (A–C) Correlation analyses of monocyte subset frequencies with absolute CD4 count in the PA (n = 20), LTNP (n = 20), and ART (n = 18) groups, respectively. Note the clustering of absolute CD4 counts around the median value of 500 cells/μL in the LTNP group. (D,E) Correlation analyses of frequency of classical, intermediate and non-classical monocytes with CD4/CD8 ratio in PA (n = 12) and LTNP (n = 18) groups, respectively. Association between variables was evaluated by linear regression and Spearman correlation test was used to determine correlation co-efficient (r) and significance (P < 0.05). (F) Comparison of CD4/CD8 ratios of therapy-naïve groups (PA and LTNP) with seronegative (SN) controls. Statistical significance was estimated by Kruskal-Wallis ANOVA followed by Dunn's multiple comparison test; ***P < 0.001; ****P < 0.0001.




HIV-Binding Receptors in LTNPs and Progressors

Although relatively refractory to infection, monocytes are known to harbor replication-competent HIV and serve as potential reservoirs (30). We sought to examine the expression of canonical HIV binding receptor CD4 and co-receptor CCR5 on different monocyte subsets as a potential contributing factor to varying disease states including non-progressive infection that was accompanied by viremia. The per cell expression of CD4 (MFI) was significantly higher on intermediate monocytes compared to both classical and non-classical subsets in the PA group and compared to the classical subset alone in the ART group. The apparent increase in per-cell expression of CD4 on intermediate monocytes did not reach significance for the LTNP group by ANOVA but was significant by pairwise comparisons (P < 0.05 for both classical and non-classical) (Figure 3A). This differential expression was most pronounced in the ART-naïve groups where per-cell expression of CD4 was 23.05% [13.79–37.03%] and 26.40% [IQR = 20.3–33.44%] (P < 0.05) higher on intermediate monocytes than non-classical monocytes in PAs and LTNPs, respectively, compared to the 11.79% [IQR = 3.68–14.32%] increment observed in SN controls (Supplementary Figure 3B, right panel). On examining the expression of CCR5 across monocyte subsets, we observed that the intermediate subset showed both higher frequency of CCR5+ cells and greater per-cell expression as compared to classical and non-classical subsets in all cohorts (Figure 3B, Supplementary Figure 3A). However, the fold-change in frequency of CCR5 positive cells between intermediate and non-classical subsets varied across groups with non-progressors [median = 2.35, IQR = 1.16–2.83] displaying a pattern of expression similar to SN individuals [median = 1.95, IQR = 1.18–2.8], whereas PAs [median = 1.275, IQR = 0.87–2.13] closely resembled individuals on therapy [median = 1.58, IQR = 0.83–2.35] (Supplementary Figures 3C,D). Our observations are the first to compare CD4 and CCR5 expression in monocyte subsets for LTNP and PA individuals. They delineate a monocyte CD4 expression pattern for PA and LTNP individuals where variance in per cell expression across subsets is higher in these groups compared to therapy-receiving individuals. Conversely, frequency distribution of CCR5+ cells in LTNPs aligned with SN controls, not PAs.
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FIGURE 3. Differential expression of HIV-binding receptors on monocyte subsets. (A) Per-cell expression of HIV-binding receptor CD4 (MFI) was highest on the intermediate monocyte subset across cohorts. Kruskal-Wallis ANOVA followed by Dunn's multiple comparison test was used to assess significance. Although not significant by ANOVA, per-cell expression of CD4 was observed to be significantly higher on intermediate monocytes in the LTNP group using unpaired t-test (P < 0.05 for both classical and non-classical subsets). (B) Expression of HIV co-receptor CCR5 (% positivity) was highest on intermediate monocytes across different disease progression states. The plot reflects results of Kruskal-Wallis ANOVA followed by Dunn's multiple comparison test to assess significance; *P < 0.05; **P < 0.01.




Association of Monocyte Activation With M2 (Alternate Activation) Marker CD206

Monocytes constitutively express HLA-DR, a known marker of activation that is upregulated in HIV infection and is most expressed on the intermediate subset (4, 31, 32). However, no data on HLA-DR expression in monocyte subsets for LTNP individuals has been reported. We found per-cell expression of HLA-DR on intermediate monocytes to be ~4-fold higher as compared to that on classical monocytes (P < 0.001 for all) in all cohorts (Figure 4A). HLA-DR expression was also ~3-fold higher on non-classical monocytes as compared to classical monocytes across cohorts (SN, P < 0.001; P < 0.0001 for rest) (Figure 4A). Furthermore, we investigated the expression of CD206 across monocyte subsets as a recently reported marker of alternate-activation (M2) in these cells (33–35). We report for the first time that CD206 is expressed highest on the intermediate subset followed by non-classical subset in seronegative controls (SN) and all infected cohorts in terms of percentage positivity and median fluorescence intensity (Figure 4B, Supplementary Figures 5A, 7A). Intermediate monocytes express ~3–3.5-fold higher levels of CD206 than classical monocytes (SN, P < 0.0001; PA, P < 0.0001; LTNP, P < 0.001; ART, P < 0.0001), and ~1.5-fold higher levels than non-classical monocytes (PA, P < 0.05; ART, P < 0.05) (Figure 4B). The differential expression of HLA-DR and CD206 across subsets for each cohort is shown in Supplementary Figures 4A,B, 5B, respectively. Interestingly, we observed a significant association between per-cell expression of HLA-DR and CD206 positivity on intermediate monocytes in seronegative controls (r = 0.6848, P < 0.05) and treated individuals (ART, r = 0.5382, P < 0.05), that was absent in both ART-naïve groups (PA: r = 0.2909, P = 0.38 and LTNP: r = −0.1412, P = 0.66) (Table 2).
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FIGURE 4. Differential expression of activation markers on monocytes subsets. (A,B) Expression of monocyte activation marker—HLA-DR (MFI) and marker for M2 phenotype—CD206 (%), respectively across monocyte subsets for each cohort. Kruskal-Wallis ANOVA followed by Dunn's multiple comparison test was used to assess significance; *P < 0.05; **P < 0.01; ***P < 0.001; ****P < 0.0001.



Table 2. Association of CD206 with HLA-DR expression on monocytes subsets.
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Altered Expression of HIV-Binding Receptors Across Cohorts

Subsequently, we compared the expression of CD4 on intermediate monocytes across cohorts and observed elevated levels in both ART-naïve groups that was significant in LTNPs (~40%, P < 0.01) compared to seronegative controls (SN) and was moderately suppressed by therapy in the ART group (~20%, P = 0.09) (Figure 5A). A similar trend was observed for CD4 expression on the classical subset and non-classical subsets but reached significance only for the LTNP group (~35%, P < 0.05) on classical monocytes compared to seronegative controls (Figure 5A).


[image: Figure 5]
FIGURE 5. Expression of CD4 and HLA-DR on monocyte subsets across cohorts. (A) Comparison of CD4 per-cell expression across PA, LTNP, ART and seronegative (SN) control groups in different monocyte subsets. Significance was ascertained using Kruskal-Wallis ANOVA followed by Dunn's multiple comparison test; *P < 0.05; **P < 0.01; ***P < 0.001. Elevated CD4 expression on intermediate monocytes was also observed to be significantly higher in PAs than SN individuals by unpaired t-test (P < 0.05). (B) Comparison of per-cell expression of HLA-DR across cohorts in monocyte subsets. The plots reflect results of Kruskal-Wallis ANOVA followed by Dunn's multiple comparison test. In addition, both ART-naïve groups showed significantly higher HLA-DR expression compared to seronegative controls across monocyte subsets based on pairwise comparisons by unpaired t-test (Classical—PA, P < 0.01; LTNP, P < 0.05; intermediate—P < 0.05 for both; non-classical—PA, P < 0.001; LTNP, P < 0.05).


There was no significant alteration in CCR5 expression across cohorts in terms of percentage positivity and median fluorescence intensity (Supplementary Figures 6A,B, respectively). We did observe an inverse association between expression of CCR5 (MFI) on classical (r = −0.5818, P = 0.06) and intermediate (r = −0.5727, P = 0.07) subsets with absolute CD4 counts in the PA group and a similar significant association of CCR5 with classical (r = −0.6284, P < 0.05) and intermediate (r = −0.6029, P < 0.05) subsets in the ART group (Supplementary Table 1). Such an association was absent in non-progressors (LTNP).



Monocyte Activation in Therapy Naïve Disease

When we investigated HLA-DR expression subset-wise, across cohorts, we observed that it was elevated in both ART-naïve groups—PA and LTNP, irrespective of disease progression as compared to seronegative controls (Figure 5B). This observation was true for all three monocyte subsets (by pairwise comparison—unpaired t-test) suggesting an overall activation of monocytes in untreated infection. Thus, non-progressors, despite having preserved CD4 counts, showed signs of monocyte activation similar to putative progressors. Enhanced HLA-DR expression on the classical subset was significantly associated with viremia in the PA group (r = 0.4561, P = 0.05) and low CD4/CD8 ratios in the LTNP group (r = −0.4574, P = 0.05) (Supplementary Table 2). Interestingly, there was a significant association between HLA-DR expression on intermediate monocytes with elevated CD4 expression (Figure 5A) on the same subset in the LTNP group (r = 0.8061, P < 0.01) (Table 3). A similar and highly significant association was also observed between enhanced expression of HLA-DR and CD4 on the classical subset (r = 0.9483, P = 0.0001) within the LTNP group (Table 3).


Table 3. Association of CD4 and HLADR per-cell expression on monocyte subsets.
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ART Mediated Suppression of Chronic Monocyte Activation

ART reduced the per cell expression of HLA-DR (MFI) on monocytes to the level of seronegative controls (Figure 5B), suggesting amelioration of chronic activation in the monocyte compartment through virological suppression. When compared to the PA group, individuals on therapy had significantly diminished HLA-DR expression-per cell (MFI) on intermediate (P < 0.05) and non-classical monocytes (P < 0.05). The ART group also displayed significantly reduced HLA-DR on the intermediate subset (P < 0.05) compared to LTNPs (Figure 5B). The decrease in HLA-DR expression on intermediate monocytes was significantly associated (r = 0.5857, P < 0.05) with reduced CD4 expression (MFI) on the same subset (Figure 5A) in the ART group similar to LTNPs (Table 3).



CD206 Expression Is Elevated in Non-progressors and Associated With Viral Load

Based on its association with HLA-DR, we sought to explore if CD206 expression too varies across different stages of progression. We observed an apparent increase in CD206 expression on intermediate monocytes in PA and LTNP groups as compared to individuals on therapy (ART) that was significant by pairwise comparisons using unpaired t-test (PA, P < 0.05; LTNP, P = 0.05) (Figure 6A). As the ART-naïve groups are characterized by uncontrolled viral replication we correlated CD206 expression with viral load in PA and LTNP groups. No association between CD206 and viremia was observed in the PA group across subsets (Figure 6C). Intriguingly, the association of CD206 on intermediate monocytes with viral load was highly significant (r = 0.7699, P < 0.01) in the LTNP group (Figure 6B). The correlation was also significant for CD206 expression on classical (r = 0.6545, P < 0.05) as well as non-classical (r = 0.7364, p < 0.05) monocytes in non-progressors (Figure 6B). In fact, despite the low numbers when stratified based on viral load, non-progressors with relatively high viremia (VL > 10,000 copies/mL) displayed significantly higher CD206 expression on intermediate monocytes than the ART group (P < 0.05), but not PAs (Supplementary Figures 7B,C).
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FIGURE 6. Expression of CD206 across cohorts and its association with viremia in therapy-naïve groups. (A) Expression of CD206 in monocyte subsets across PA (n = 11), LTNP (n = 11), ART (n = 18), and SN (n = 11) groups. Kruskal-Wallis ANOVA followed by Dunn's multiple comparison test was carried out to measure significance. The apparent increase in CD206 expression on intermediate monocytes was observed to be significantly higher in PA (P < 0.05) and LTNP (P = 0.05) groups compared to therapy receiving individuals using unpaired t-test. (B,C) Correlation analyses of CD206 on monocyte subsets with viremia in LTNP and PA groups, respectively. Association between variables is assessed using Spearman correlation analysis to determine correlation co-efficient “r” and test significance (P < 0.05).




T Cell Activation and Monocyte Subsets in Therapy-Naïve Cohorts

Chronic activation of the immune system is a hallmark of progressive HIV infection and frequency of activated T lymphocytes better predicts disease outcome than plasma viral load and CD4 counts alone (20, 26, 36). In our study, viral load showed a more significant association with frequency of activated CD8+ T lymphocytes (HLA-DR+CD38+) (r = 0.6909, P < 0.05) in the PA group (Figure 7B) and frequency of activated CD4+ T lymphocytes (HLA-DR+CD38+) (r = 0.7119, P < 0.001) in the LTNP group (Figure 7B). Furthermore, the frequency of classical monocytes showed an apparent negative association with CD4+ T cell activation and a positive association with non-classical monocytes in progressors (PA) (Figure 7C), while no such relationship was observed in non-progressors (LTNP) (Figure 7D). These discordant observations highlight subtle differences in immunopathology of cellular immune subsets in PA and LTNP groups having similarly higher levels of immune activation compared to seronegative controls (Figure 7A).
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FIGURE 7. Association of T cell activation with viremia and frequency of monocyte subsets in therapy-naïve cohorts. (A) Comparison of CD4+ and CD8+ T lymphocyte activation in therapy-naïve groups (PA and LTNP) with seronegative (SN) controls. Kruskal-Wallis ANOVA followed by Dunn's multiple comparison test was applied to assess significance; *P < 0.05; **P < 0.01; ***P < 0.001. (B) Association of T cell activation with viremia in PA and LTNP groups. (C,D) Association of CD4+ T lymphocyte activation with frequency of monocyte subsets in PA and LTNP groups, respectively. Association between variables was assessed using Spearman correlation analysis to determine correlation co-efficient “r” and test significance (P < 0.05).




Association of Regulatory T Cells With Monocyte Subsets in Therapy-Naïve Cohorts

The expansion of regulatory T cell subset (Tregs) in HIV infection may serve a dual role by suppressing generalized immune activation and conversely mitigating HIV-specific immune responses (37). We observed anapparent increase in the frequency of Tregs (CD4+ CD25high CD127low) in both PA and LTNP groups compared to SN controls (Figure 8A). This is in concurrence with our earlier reported data for both HIV-1 and HIV-2 infected individuals (16, 26). Expansion of Tregs exhibited a highly significant association with decline in the frequency of classical monocytes (r = −0.7727, P < 0.01) and corresponding rise in the frequency of intermediate monocytes (r = 0.8, P < 0.01) in PAs (Figure 8B). Such an association was absent in the LTNP cohort despite a similar pattern of apparent dysregulation in monocyte subsets and expansion of Tregs (Figure 8C). Monocyte-specific signatures of non-progression observed in this study have been summarized in Table 4.
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FIGURE 8. Association of regulatory T cells with monocyte subsets in therapy-naïve cohorts. (A) Comparison of regulatory T cell (Treg) frequency in therapy-naïve groups (PA and LTNP) with seronegative (SN) controls. Kruskal-Wallis ANOVA followed by Dunn's multiple comparison test was applied to assess significance. The expansion of regulatory T cell subset in both ART-naïve groups (PA and LTNP) compared to SN controls was significantly higher (P < 0.05 for both) based on pairwise comparisons using unpaired t-test. (B,C) Association of Treg frequency with frequency of monocyte subsets in PA and LTNP groups, respectively. Association between variables was assessed using Spearman correlation analysis to determine correlation co-efficient “r” and test significance (P < 0.05).



Table 4. Immune signatures of non-progression.
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DISCUSSION

Several seminal studies have demonstrated the importance of soluble, serological markers of monocyte/macrophage activation in the pathogenesis of HIV infection as well as their prognostic value (17, 38–40). This study focussed on the dynamics of monocyte phenotypes and their implications for disease progression across disparate states including non-progression. The expansion of intermediate monocyte subset (CD14++CD16+) in HIV infection is associated with viral load and inversely with CD4 counts in ART-naïve individuals (8, 28). We report here for the first time that compared to seronegative controls HIV-1 infected long-term non-progressors in spite of sustained CD4 counts display a decline in frequency of classical monocytes and rise in intermediate monocytes similar to typical progressors. Interestingly, the LTNP group showed significant expansion of the non-classical subset as well. Non-classical monocytes or “patrolling” monocytes express abundant CX3CR1, fractalkine adhesion receptor, that enables trafficking to vascular endothelial surfaces under homeostatic conditions (41). In addition, as shown in murine models, they are recruited to sites of atherosclerotic plaque formation in a CCR5-dependent fashion (42). Intermediate monocytes, on the other hand, with their pro-inflammatory phenotype, independently predict adverse cardiovascular outcomes in HIV-uninfected individuals (43). An expansion of both pro-atherogenic monocyte subsets in non-progressors is reflective of chronic monocyte activation, potentially exposing this group to the risk of acquiring cardiovascular disease. Importantly, unlike what we observed in the PA group, the perturbation of monocytes subsets in non-progressors did not correlate with both CD4 counts and CD4/CD8 ratio. While, the lack of association with absolute CD4 counts could be due to clustering around a median value of ~500 cells/μL, an absence of association with CD4/CD8 ratio, despite the wide range, points to disparate mechanisms of immune homeostasis in LTNPs. A recent study from the French Hospital Database on HIV (ANRS C04) reported that LTNPs comprised of individuals with significant viremia and low CD4/CD8 ratio, as observed in our cohort (44). Low CD4/CD8 ratios were also independently associated with the risk of non-AIDS morbidity and mortality in virally suppressed individuals based on data from the CoRIS cohort (45). Thus, we speculate that expansion of activated monocyte subsets and low CD4/CD8 ratios could be driving factors for non-AIDS defining illnesses in our LTNP cohort.

Interestingly, we did not observe a significant difference in the frequency of both classical and intermediate subsets between treated (ART) and therapy-naïve (PA) participants. Partial restoration of the non-classical subset was observed. While our study does not reflect previous longitudinal observations (46), the ART group comprised of individuals receiving therapy for at least a year [median = 3.96 (1–10.25) years] and showed restoration of absolute CD4 counts. Our observations on persistence of monocyte subset dysregulation despite ART-mediated viral suppression and CD4 recovery are also supported by previous studies (28, 31, 32, 47) on the impact of HAART on the monocyte compartment.

Originally regarded as a transitional subset (between classical and non-classical), intermediate monocytes can be clearly distinguished based on certain unique markers such as CCR5 and HLA-DR (2). In our study, we observed the expression of HIV-binding receptors- CD4 and CCR5, to be highest on the intermediate subset across cohorts. We report for the first time that differential expression across subsets for CD4 is more prominent in ART-naïve groups irrespective of progression compared to treated participants with no significant difference between subsets in healthy individuals. Zhen et al. reported that CD4 (on monocytes) ligation with MHC-II molecule on activated endothelial cells triggers the differentiation of monocytes into functional macrophages (48). We also observed a rise in CD4 expression across monocyte subsets that was significantly higher on intermediate monocytes in LTNP and PA groups compared to seronegative controls. Upregulation of CD4 in viremic conditions coupled with inflamed vasculature known to be prevalent in HIV infection could result in increased differentiation of blood monocytes into macrophages at site of inflammation and contribute to plaque formation. Interestingly and in contrast, CCR5 expression on monocytes in LTNPs resembled seronegative controls. This may be a protective signature in LTNPs considering the recent encouraging results of CCR5 antagonist maraviroc (MVC) therapy in PLHIV that apparently demonstrate mitigation of exacerbatory CCR5 signaling (49–52).

Intermediate monocytes play a crucial role in antigen presentation and we report here an enhanced HLA-DR expression on this distinct subset in LTNPs similar to other infected cohorts (1, 2). Interestingly, non-progressors displayed high levels of monocyte activation in terms of elevated HLA-DR on all monocyte subsets comparable to typical progressors and higher than individuals on therapy. Contrary to our observations on dysregulation in frequencies of monocyte subsets that did not associate with typical markers of disease progression in LTNPs, the increase in HLA-DR on intermediate monocytes showed a positive association (not significant) with viral load and a stronger inverse association with CD4/CD8 ratio. It suggests that functional markers expressed on monocytes, but not dysregulation of subsets per se, may be predictive of immune status in non-progressors. In addition, ART was effective in partially restoring monocyte activation to the level of seronegative controls. Our data supplements what is already known regarding the suppressive effects of ART on HLA-DR expression (31, 32) and extends this data to LTNP individuals. We also report for the first time a significant association between per-cell expression of CD4 and HLA-DR on the intermediate subset in non-progressors and therapy receiving individuals. While in LTNPs, enhanced CD4 on monocytes could be attributed to ongoing viral replication and ensuing activation, the absence of a similar association in typical progressors leads us to speculate that the monocyte compartment may serve as an important site for infection in non-progressors thereby driving viremia. In individuals on ART, such an association could indicate residual viral replication in monocyte reservoirs.

Mannose receptor (CD206) is C-type lectin, identified as an alternate receptor for HIV-binding on monocyte derived macrophages (MDMs) by its ability to recognize the mannosylated residues of envelope protein gp120 (53, 54). CD206 is also a selective marker for alternatively-activated macrophages (M2 phenotype), especially those derived from blood monocytes (55). Our study is the first to report that mannose receptor expression is most prominent on the intermediate subset in seronegative controls and all HIV infected cohorts. HIV infected CD14+CD16+ monocytes preferentially transmigrate across the blood-brain barrier (BBB) seeding the CNS viral reservoir in HIV-associated neurocognitive disorders (HAND) (56). The presence of CD206, an alternate receptor for HIV-binding, on intermediate monocytes could increase the susceptibility of this subset.

Recent reports have highlighted the expression of CD206 on “M2”-like monocytes that populate circulation in disorders associated with autoimmunity and chronic inflammation (33–35, 57, 58). This prompted us to investigate the expression of CD206 across different states of HIV disease progression and we observed an increased expression of CD206 on intermediate monocytes in both PA and LTNP groups compared to treated participants. The frequency of CD206+ intermediate monocytes showed significant association with per-cell expression of HLA-DR on the same subset in seronegative controls and treated individuals. It is interesting to note that the disequilibrium between activation markers persisted irrespective of disease progression status (PA and LTNP) and was restored by ART. Li et al. reported that a higher frequency of CD206+ “M2”-like monocytes was accompanied by higher levels of plasma IL-10 in colorectal cancer and a similar observation was made by Hou et al. in Helicobacter pylori infection (33, 58). IL-10, an immunoregulatory cytokine elevated in untreated HIV infection but partially restored to normal levels by ART (59, 60), is produced by several cell types, most notably monocytes, whose IL-10 expression is in turn controlled by regulatory T cells (Tregs) (61). Activated Tregs can induce alternatively activated monocytes with upregulation of M2 specific marker CD206 and increased IL-10 production (62). As observed in our own dataset, both putative progressors and non-progressors showed higher frequency of Tregs (CD4+ CD25high CD127low) compared to seronegative controls, that associated with the expansion of intermediate monocyte subset albeit only in typical progressors, not LTNP. Furthermore, IL-10 itself can polarize monocytes toward a deactivated “M2c” macrophage phenotype that expresses CD206 (63). We speculate that CD206 upregulation in ART-naïve groups could be IL-10 mediated and measuring these levels would be an important part of future studies. Intriguingly, the association of CD206 with viremia was highly significant in non-progressors, but not typical progressors, highlighting its utility as a surrogate for virological suppression in these individuals and further underscoring a unique monocyte-virus interplay that accompanies extended viral exposure in the presence of delayed CD4 depletion.

One of the limitations of this study was the heterogeneous nature of our LTNP cohort, which included both viremic non-progressors and individuals with low viremia. This presents the opportunity, in future studies; if possible, to recruit specifically viremic and non-viremic non-progressors to better delineate correlates of non-progression. Implementation of test-and-treat affected the availability of samples for longitudinal analysis in ART-naïve groups. Future study design would involve follow-up of some of these participants to examine the effects of delayed therapeutic intervention on immune restoration. Furthermore, we recognize a need to incorporate neopterin, sCD14, sCD163, and other soluble biomarkers associated with innate immune activation in our investigation. To the best of our knowledge this is the first study to examine dysregulation of the monocyte compartment in long-term non-progressors. It supports the use of immunomodulatory agents in addition to conventional anti-retroviral therapy to offset the potentially hazardous effects of continued immune activation in the presence of virological suppression.



DATA AVAILABILITY STATEMENT

The datasets generated for this study are available on request to the corresponding author.



ETHICS STATEMENT

The studies involving human participants were reviewed and approved by ICMR-NIRRH Ethics Committee for Clinical Studies (Project No. 225/2012). Written informed consent to participate in this study was provided by the participants' legal guardian/next of kin.



AUTHOR CONTRIBUTIONS

VPat and VMP were involved in study design, data analysis, and writing the original manuscript. AS and VPad enrolled participants. VMP, AS, and VPad performed experiments. VN and PP enabled participant recruitment and collection of clinical history. VPat and VMP reviewed and edited the final manuscript.



FUNDING

This study was funded by Department of Biotechnology (DBT), India with Grant No. (BT/PR6202/GBP/27/383/2012) awarded to the corresponding author VPat. VMP was a recipient of Junior Research Fellowship from University Grants Commission (UGC), Govt. of India. The funding agencies had no role in study design, sample collection, data analysis, or preparation of manuscript.



ACKNOWLEDGMENTS

We gratefully acknowledge the contribution of staff of ART Centre at The Grant Medical College and Sir J. J. Group of Hospitals for their help in participants' enrolment and study participants for enthusiastic participation in this study. We extend our gratitude to Ms. Sukeshani Salwe (Department of Biochemistry, NIRRH) for her valuable inputs during statistical analysis and manuscript preparation.



SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online at: https://www.frontiersin.org/articles/10.3389/fimmu.2019.02849/full#supplementary-material



ABBREVIATIONS

SNAE, Serious non-AIDS events; HAART, highly active antiretroviral therapy; PA, Pre-ART; LTNP, long-term non-progressor; SN, seronegative controls; CVD, cardiovascular disease; HAND, HIV-associated neurocognitive disorders.



REFERENCES

 1. Wong KL, Tai JJ, Wong W-C, Han H, Sem X, Yeap W-H, et al. Gene expression profiling reveals the defining features of the classical, intermediate, and nonclassical human monocyte subsets. Blood. (2011) 118:16–32. doi: 10.1182/blood-2010-12-326355

 2. Zawada AM, Rogacev KS, Rotter B, Winter P, Marell RR, Fliser D, et al. SuperSAGE evidence for CD14 ++CD16 + monocytes as a third monocyte subset. Blood. (2011) 118:e50–61. doi: 10.1182/blood-2011-01-326827

 3. Gilroy DW, Macallan D, Zhang Y, Flavell RA, Rongvaux A, Asquith B, et al. The fate and lifespan of human monocyte subsets in steady state and systemic inflammation. J Exp Med. (2017) 214:1913–23. doi: 10.1084/jem.20170355

 4. Thieblemont N, Weiss L, Sadeghi HM, Estcourt C, Haeffner-Cavaillon N. CD14lowCD16high: a cytokine-producing monocyte subset which expands during human immunodeficiency virus infection. Eur J Immunol. (1995) 25:3418–24. doi: 10.1002/eji.1830251232

 5. Pulliam L, Gascon R, Stubblebine M, McGuire D, McGrath MS. Unique monocyte subset in patients with AIDS dementia. Lancet. (1997) 349:692–5. doi: 10.1016/S0140-6736(96)10178-1

 6. Naim E, Paukovics G, Hocking J, Heinlein AC, Maslin CL, Sonza S, et al. Normal CD16 expression and phagocytosis of Mycobacterium avium complex by monocytes from a current cohort of HIV-1–infected patients. J Infect Dis. (2006) 193:693–7. doi: 10.1086/500367

 7. Hsu DC, Sereti I. Serious non-AIDS events: therapeutic targets of immune activation and chronic inflammation in HIV infection. Drugs. (2016) 76:533–49. doi: 10.1007/s40265-016-0546-7

 8. Funderburg NT, Zidar DA, Shive C, Lioi A, Mudd J, Musselwhite LW, et al. Shared monocyte subset phenotypes in HIV-1 infection and in uninfected subjects with acute coronary syndrome. Blood. (2012) 120:4599–608. doi: 10.1182/blood-2012-05-433946

 9. Longenecker CT, Sullivan C, Baker JV. Immune activation and cardiovascular disease in chronic HIV infection. Curr Opin HIV AIDS. (2016) 11:216–25. doi: 10.1097/COH.0000000000000227

 10. Fuchs D, Avanzas P, Arroyo-Espliguero R, Jenny M, Consuegra-Sanchez L, Kaski J. The role of neopterin in atherogenesis and cardiovascular risk assessment. Curr Med Chem. (2009) 16:4644–53. doi: 10.2174/092986709789878247

 11. Rodriguez B, Schacker TW, Teixeira-Johnson L, Bornstein E, Landay A, Blazar BR, et al. Microbial translocation is a cause of systemic immune activation in chronic HIV infection. Nat Med. (2006) 12:1365–71. doi: 10.1038/nm1511

 12. Williams D, Veenstra M, Gaskill P, Morgello S, Calderon T, Berman J. Monocytes mediate HIV neuropathogenesis: mechanisms that contribute to HIV associated neurocognitive disorders. Curr HIV Res. (2014) 12:85–96. doi: 10.2174/1570162X12666140526114526

 13. Cohen MS, Chen YQ, McCauley M, Gamble T, Hosseinipour MC, Kumarasamy N, et al. Antiretroviral therapy for the prevention of HIV-1 transmission. N Engl J Med. (2016) 375:830–9. doi: 10.1056/NEJMoa1600693

 14. World Health Organization (WHO). Consolidated Guidelines on the Use of Antiretroviral Drugs for Treating and Preventing HIV Infection: Recommendations for a Public Health Approach. 2nd ed (2016). Available online at: https://apps.who.int/iris/bitstream/handle/10665/208825/9789241549684_eng.pdf;jsessionid=B06101B5712AA8672FD8395EC36DCA8D?sequence=1

 15. Tenorio AR, Zheng Y, Bosch RJ, Krishnan S, Rodriguez B, Hunt PW, et al. Soluble markers of inflammation and coagulation but not T-cell activation predict non-AIDS-defining morbid events during suppressive antiretroviral treatment. J Infect Dis. (2014) 210:1248–59. doi: 10.1093/infdis/jiu254

 16. Salwe S, Padwal V, Nagar V, Patil P, Patel V. T- cell functionality in HIV-1, HIV-2 and dually infected individuals: correlates of disease progression and immune restoration. Clin Exp Immunol. (2019) 198:233–50. doi: 10.1111/cei.13342

 17. Hagberg L, Cinque P, Gisslen M, Brew BJ, Spudich S, Bestetti A, et al. Cerebrospinal fluid neopterin: an informative biomarker of central nervous system immune activation in HIV-1 infection. AIDS Res Ther. (2010) 7:15. doi: 10.1186/1742-6405-7-15

 18. Gaardbo JC, Hartling HJ, Gerstoft J, Nielsen SD. Thirty years with HIV infection—nonprogression is still puzzling: lessons to be learned from controllers and long-term nonprogressors. AIDS Res Treat. (2012) 2012:1–14. doi: 10.1155/2012/161584

 19. Gaardbo JC, Gerstoft J, Nielsen SD. Viremic nonprogressors. In: Hope T, Stevenson M, Richman D, editors. Encyclopedia of AIDS. New York, NY: Springer (2015).

 20. Hunt PW, Brenchley J, Sinclair E, McCune JM, Roland M, Page-Shafer K, et al. Relationship between T cell activation and CD4 + T cell count in HIV-seropositive individuals with undetectable plasma HIV RNA levels in the absence of therapy. J Infect Dis. (2008) 197:126–33. doi: 10.1086/524143

 21. Klatt NR, Bosinger SE, Peck M, Richert-Spuhler LE, Heigele A, Gile JP, et al. Limited HIV infection of central memory and stem cell memory CD4+ T cells is associated with lack of progression in viremic individuals. PLoS Pathog. (2014) 10:e1004345. doi: 10.1371/journal.ppat.1004345

 22. Poropatich K, Sullivan DJ. Human immunodeficiency virus type 1 long-term non-progressors: the viral, genetic and immunological basis for disease non-progression. J Gen Virol. (2011) 92:247–68. doi: 10.1099/vir.0.027102-0

 23. Berhanu D, Mortari F, De Rosa SC, Roederer M. Optimized lymphocyte isolation methods for analysis of chemokine receptor expression. J Immunol Methods. (2003) 279:199–207. doi: 10.1016/S0022-1759(03)00186-8

 24. Ho HN, Hultin LE, Mitsuyasu RT, Matud JL, Hausner MA, Bockstoce D, et al. Circulating HIV-specific CD8+ cytotoxic T cells express CD38 and HLA-DR antigens. J Immunol. (1993) 150:3070–9.

 25. Meditz AL, Haas MK, Folkvord JM, Melander K, Young R, McCarter M, et al. HLA-DR+ CD38+ CD4+ T lymphocytes have elevated CCR5 expression and produce the majority of R5-tropic HIV-1 RNA in vivo. J Virol. (2011) 85:10189–200. doi: 10.1128/JVI.02529-10

 26. Salwe S, Singh A, Padwal V, Velhal S, Nagar V, Patil P, et al. Immune signatures for HIV-1 and HIV-2 induced CD4 + T cell dysregulation in an Indian cohort. BMC Infect Dis. (2019) 19:1–13. doi: 10.1186/s12879-019-3743-7

 27. Strobl H, Randolph GJ, Ziegler-Heitbrock L, Leenen PJM, Ancuta P, Sozzani S, et al. Nomenclature of monocytes and dendritic cells in blood. Blood. (2010) 116:e74–80. doi: 10.1182/blood-2010-02-258558

 28. Han J, Wang B, Han N, Zhao Y, Song C, Feng X, et al. CD14highCD16+ rather than CD14lowCD16+ monocytes correlate with disease progression in chronic HIV-infected patients. J Acquir Immune Defic Syndr. (2009) 52:553–9. doi: 10.1097/QAI.0b013e3181c1d4fe

 29. Serrano-Villar S, Sainz T, Lee SA, Hunt PW, Sinclair E, Shacklett BL, et al. HIV-infected individuals with low CD4/CD8 ratio despite effective antiretroviral therapy exhibit altered T cell subsets, heightened CD8+ T cell activation, and increased risk of non-AIDS morbidity and mortality. PLoS Pathog. (2014) 10:e1004078. doi: 10.1371/journal.ppat.1004078

 30. Wong ME, Jaworowski A, Hearps AC. The HIV reservoir in monocytes and macrophages. Front Immunol. (2019) 10:1435. doi: 10.3389/fimmu.2019.01435

 31. Juchnowski SM, Zidar DA, Funderburg NT, McCausland MR, Kuritzkes DR, Sieg SF, et al. Altered monocyte phenotype in HIV-1 infection tends to normalize with integrase-inhibitor-based antiretroviral therapy. PLoS ONE. (2015) 10:e0139474. doi: 10.1371/journal.pone.0139474

 32. Chen P, Su B, Zhang T, Zhu X, Xia W, Fu Y, et al. Perturbations of monocyte subsets and their association with T helper cell differentiation in acute and chronic HIV-1-infected patients. Front Immunol. (2017) 8:272. doi: 10.3389/fimmu.2017.00272

 33. Li C, Luo X, Lin Y, Tang X, Ling L, Wang L, et al. A higher frequency of CD14+CD169+monocytes/macrophages in patients with colorectal cancer. PLoS ONE. (2015) 10:1–15. doi: 10.1371/journal.pone.0141817

 34. Cornwell WD, Kim V, Fan X, Vega ME, Ramsey FV, Criner GJ, et al. Activation and polarization of circulating monocytes in severe chronic obstructive pulmonary disease. BMC Pulm Med. (2018) 18:101. doi: 10.1186/s12890-018-0664-y

 35. Hou J, Zhang M, Ding Y, Wang X, Li T, Gao P, Jiang Y. Circulating CD14+CD163+CD206+ M2 monocytes are increased in patients with early stage of idiopathic membranous nephropathy. Mediat Inflamm. (2018) 2018:5270657. doi: 10.1155/2018/5270657

 36. Liu Z, Cumberland WG, Hultin LE, Prince HE, Detels R, Giorgi JV. Elevated CD38 antigen expression on CD8+ T cells is a stronger marker for the risk of chronic HIV disease progression to AIDS and death in the multicenter AIDS Cohort study than CD4+ cell count, soluble immune activation markers, or combinations of HLA-DR. J Acquir Immune Defic Syndr Hum Retrovirol. (1997) 16:83–92.

 37. Chevalier MF, Weiss L. The split personality of regulatory T cells in HIV infection. Blood. (2013) 121:29–37. doi: 10.1182/blood-2012-07-409755

 38. Sandler NG, Wand H, Roque A, Law M, Nason MC, Nixon DE, et al. Plasma levels of soluble CD14 independently predict mortality in HIV infection. J Infect Dis. (2011) 203:780–90. doi: 10.1093/infdis/jiq118

 39. Knudsen TB, Ertner G, Petersen J, Møller HJ, Moestrup SK, Eugen-Olsen J, et al. Plasma soluble CD163 level independently predicts all-cause mortality in HIV-1-infected individuals. J Infect Dis. (2016) 214:1198–204. doi: 10.1093/infdis/jiw263

 40. Kirk GD, Dandorf S, Li H, Chen Y, Mehta SH, Piggott DA, et al. Differential relationships among circulating inflammatory and immune activation biomediators and impact of aging and human immunodeficiency virus infection in a cohort of injection drug users. Front Immunol. (2017) 8:1343. doi: 10.3389/fimmu.2017.01343

 41. Ancuta P, Rao R, Moses A, Mehle A, Shaw SK, Luscinskas FW, et al. Fractalkine preferentially mediates arrest and migration of CD16 + monocytes. J Exp Med. (2003) 197:1701–07. doi: 10.1084/jem.20022156

 42. Tacke F, Alvarez D, Kaplan TJ, Jakubzick C, Spanbroek R, Llodra J, et al. Monocyte subsets differentially employ CCR2, CCR5, and CX3CR1 to accumulate within atherosclerotic plaques. J Clin Invest. (2007) 117:185–94. doi: 10.1172/JCI28549

 43. Rogacev KS, Cremers B, Zawada AM, Seiler S, Binder N, Ege P, et al. CD14++CD16+ monocytes independently predict cardiovascular events: a cohort study of 951 patients referred for elective coronary angiography. J Am Coll Cardiol. (2012) 60:1512–20. doi: 10.1016/j.jacc.2012.07.019

 44. Grabar S, Selinger-Leneman H, Abgrall S, Pialoux G, Weiss L, Costagliola D. Loss of long-term non-progressor and HIV controller status over time in the French Hospital Database on HIV - ANRS CO4. PLoS ONE. (2017) 12:2–10. doi: 10.1371/journal.pone.0184441

 45. Serrano-Villar S, Pérez-Elías MJ, Dronda F, Casado JL, Moreno A, Royuela A, et al. Increased risk of serious non-AIDS-related events in HIV-infected subjects on antiretroviral therapy associated with a low CD4/CD8 ratio. PLoS ONE. (2014) 9:e85798. doi: 10.1371/journal.pone.0085798

 46. Hearps AC, Agius PA, Zhou J, Brunt S, Chachage M, Angelovich TA, et al. Persistence of activated and adaptive-like NK cells in HIV+ individuals despite 2 years of suppressive combination antiretroviral therapy. Front Immunol. (2017) 8:731. doi: 10.3389/fimmu.2017.00731

 47. Dignat-George F, Obadia Y, Brunet C, Gallais H, Mege J-L, Capo C, et al. Impact of highly active anti-retroviral therapy (HAART) on cytokine production and monocyte subsets in HIV-infected patients. Clin Exp Immunol. (2000) 120:107–12. doi: 10.1046/j.1365-2249.2000.01201.x

 48. Zhen A, Krutzik SR, Levin BR, Kasparian S, Zack JA, Kitchen SG. CD4 ligation on human blood monocytes triggers macrophage differentiation and enhances HIV infection. J Virol. (2014) 88:9934–46. doi: 10.1128/JVI.00616-14

 49. Ndhlovu LC, Umaki T, Chew GM, Chow DC, Agsalda M, Kallianpur KJ, et al. Treatment intensification with maraviroc (CCR5 antagonist) leads to declines in CD16-expressing monocytes in cART-suppressed chronic HIV-infected subjects and is associated with improvements in neurocognitive test performance: implications for HIV-associa. J Neurovirol. (2014) 20:571–82. doi: 10.1007/s13365-014-0279-x

 50. Casagrande N, Borghese C, Visser L, Mongiat M, Colombatti A, Aldinucci D. CCR5 antagonism by maraviroc inhibits hodgkin lymphoma microenvironment interactions and xenograft growth. Haematologica. (2019) 104:564–75. doi: 10.3324/haematol.2018.196725

 51. Cipriani S, Francisci D, Mencarelli A, Renga B, Schiaroli E, D'Amore C, et al. Efficacy of the CCR5 antagonist maraviroc in reducing early, ritonavir-induced atherogenesis and advanced plaque progression in mice. Circulation. (2013) 127:2114–24. doi: 10.1161/CIRCULATIONAHA.113.001278

 52. Francisci D, Pirro M, Schiaroli E, Mannarino MR, Cipriani S, Bianconi V, et al. Maraviroc intensification modulates atherosclerotic progression in HIV-suppressed patients at high cardiovascular risk. A randomized, crossover pilot study. Open Forum Infect Dis. (2019) 6:ofz112. doi: 10.1093/ofid/ofz112

 53. Nguyen DG, Hildreth JEK. Involvement of macrophage mannose receptor in the binding and transmission of HIV by macrophage. Eur J Immunol. (2003) 33:483–93. doi: 10.1002/immu.200310024

 54. Lai J, Bernhard OK, Turville SG, Harman AN, Wilkinson J, Cunningham AL. Oligomerization of the macrophage mannose receptor enhances gp120-mediated binding of HIV-1. J Biol Chem. (2009) 284:11027–38. doi: 10.1074/jbc.M809698200

 55. Gundra UM, Girgis NM, Ruckerl D, Jenkins S, Ward LN, Kurtz ZD, et al. Alternatively activated macrophages derived from monocytes and tissue macrophages are phenotypically and functionally distinct. Blood. (2014) 123:e110–22. doi: 10.1182/blood-2013-08-520619

 56. Veenstra M, León-Rivera R, Li M, Gama L, Clements JE, Berman JW. Mechanisms of CNS viral seeding by HIV + CD14 + CD16 + monocytes: establishment and reseeding of viral reservoirs contributing to HIV-associated neurocognitive disorders. MBio. (2017) 8:1–15. doi: 10.1128/mBio.01280-17

 57. Li XH, Du N, Xu G, Zhang P, Dang R, Jiang Y, et al. Expression of CD206 and CD163 on intermediate CD14 ++ CD16 + monocytes are increased in hemorrhagic fever with renal syndrome and are correlated with disease severity. Virus Res. (2018) 253:92–102. doi: 10.1016/j.virusres.2018.05.021

 58. Hou J, Wang X, Zhang M, Wang M, Gao P, Jiang Y. Circulating CD14 + CD163 + CD209 + M2-like monocytes are associated with the severity of infection in Helicobacter pylori-positive patients. Mol Immunol. (2019) 108:13–22. doi: 10.1016/j.molimm.2019.01.017

 59. Stylianou E, Aukrust P, Kvale D, Müller F, FrØland SS. IL-10 in HIV infection: increasing serum IL-10 levels with disease progression-down-regulatory effect of potent anti-retroviral therapy. Clin Exp Immunol. (1999) 116:115–20. doi: 10.1046/j.1365-2249.1999.00865.x

 60. Brockman MA, Kwon DS, Tighe DP, Pavlik DF, Rosato PC, Sela J, et al. IL-10 is up-regulated in multiple cell types during viremic HIV infection and reversibly inhibits virus-specific T cells. Blood. (2009) 114:1–3. doi: 10.1182/blood-2008-12-191296

 61. Kwon DS, Angin M, Hongo T, Law KM, Johnson J, Porichis F, et al. CD4+ CD25+ regulatory T cells impair HIV-1-specific CD4 T cell responses by upregulating interleukin-10 production in monocytes. J Virol. (2012) 86:6586–94. doi: 10.1128/JVI.06251-11

 62. Romano M, Fanelli G, Tan N, Nova-Lamperti E, McGregor R, Lechler RI, et al. Expanded regulatory T cells induce alternatively activated monocytes with a reduced capacity to expand. Front Immunol. (2018) 9:1–13. doi: 10.3389/fimmu.2018.01625

 63. Roszer T. Understanding the mysterious M2 macrophage through activation markers and effector mechanisms. Mediators Inflamm. (2015) 2015:816460. doi: 10.1155/2015/816460

Conflict of Interest: The authors declare that the research was conducted in the absence of any commercial or financial relationships that could be construed as a potential conflict of interest.

Copyright © 2019 Prabhu, Singh, Padwal, Nagar, Patil and Patel. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) and the copyright owner(s) are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.



OPS/images/fimmu-10-02849-g005.gif





OPS/images/fimmu-10-02849-g006.gif





OPS/images/fimmu-10-02849-g003.gif
‘Monacyle CO4 (MF

‘Monocyte CCRS (%)

(Expression of CO4 (NP

Expressionaf GRS ()

mClssics e intormedists 5 Nonclassica






OPS/images/fimmu-10-02849-g004.gif
‘Monocyte HLA-OR (MFR)

‘Monocyte CD206+ (%)

k)

& W W

[ros—

]






OPS/images/fimmu-10-02849-t001.jpg
Seronegative  Pre- LTNP ART
(=15 ART(PA) (=20 (=18

(n=20)
Age*, years 35(22-50) 89 (23-55) 40(12-60) 435 (15-51)
Male/female (M/F) 11WAaF 10M/10F 4M/16F 12M/6F
Absolute CD4 count®, 8765 528 636.1 622
cells/ul. (627-1254) (197-877) (407-1253)  (184-1235)
Viral load, log - 462 440  UD*(8)2.42(8)
(copies/mL) (8.18-609) (2.95-585) (1.71-3.58°
Duration of infection®~, ~ ~ 10-6)  10(7-18)  7.9(22-20)
years
Duration on ART¢, - - - 3.96 (1-10.25)
years
ART regimen - - - ALE()ANG)
2ZLN (5),
TLE (2), TL-ATV
©"
CD4 recovery - - - 4897
post-ART* (1.36-13.62)
(fold-change)

“Data expressed as median followed by range.

*Undetectable (<34 copies/mL).

*Viral load data is from 16 individuals on ART, eight had viral loads below the limit of
detection and date was unavailable for two.

~Duration of infection was estimated from date of diagnosis.

*ALE, Azidothymidine Lamivudine Efavirenz; ALN, Nevirapine; ZLN, Zidovudine; TLE,
Tenofovir; TL- ATV (Second line regimen); ATV, Atazanavir.

AData from 14 individuals where pre-ART CD4 counts were known.





OPS/images/fimmu-10-02849-g007.gif





OPS/images/fimmu-10-02849-g008.gif





OPS/xhtml/Nav.xhtml




Contents





		Cover



		Monocyte Based Correlates of Immune Activation and Viremia in HIV-Infected Long-Term Non-Progressors



		Introduction



		Materials and Methods



		Study Participants



		Immunophenotyping and Flow Cytometry



		Statistical Analysis







		Results



		Participant Characteristics



		Dysregulation in Frequencies of Monocyte Subsets Across All Infected Cohorts



		Association of Monocyte Subsets With Markers of Disease Progression



		HIV-Binding Receptors in LTNPs and Progressors



		Association of Monocyte Activation With M2 (Alternate Activation) Marker CD206



		Altered Expression of HIV-Binding Receptors Across Cohorts



		Monocyte Activation in Therapy Naïve Disease



		ART Mediated Suppression of Chronic Monocyte Activation



		CD206 Expression Is Elevated in Non-Progressors and Associated With Viral Load



		T Cell Activation and Monocyte Subsets in Therapy-Naïve Cohorts



		Association of Regulatory T Cells With Monocyte Subsets in Therapy-Naïve Cohorts







		Discussion



		Data Availability Statement



		Ethics Statement



		Author Contributions



		Funding



		Acknowledgments



		Supplementary Material



		Abbreviations



		References

















OPS/images/cover.jpg
, frontiers
in Immunology

Monocyte Based Correlates of
Immune Activation and Viremia in
HIV-Infected Long-Term
Non-Progressors





OPS/images/fimmu-10-02849-t004.jpg
Absolute CD4 Count

Viral Load
Monocyte subset frequency

Association of monocyte subset
frequency with CD4 count and
CD4/CD8 ratio

CD4 (MF) expression on monocyte
subsets

HLA-DR (MFI) on monocyte subsets

Association of HLA-DR and CD4
(MFI)

CD206 frequency on monocytes
subsets

Association of CD206 frequency with
viremia

T cel activation

(frequency of CD4-+ and CD8+ T
cells)

Association of viremia with T cell
activation

Association of monocyte subset with
Treg frequency

Signatures unique to LTNP

Stable CD4 count in the absence of
therapy

Significantly high CD4 on classical
and intermediate subsets compared
to SN

Highly significant positive association
on classical subset

Highly significant positive association
of D206 on all subsets with viremia

Significant association with CD4+ T
cell activation

No association of monocyte subset
and Tregs (unlike PAS)

Signatures similar to PA

High median viral load
Expansion of intermediate and
decline of classical subsets

Significantly high HLA-DR on
intermediate subset compared to
ART group

Increase in CD206 expression on
intermediate monocytes

Significantly high CD4+ and CD8+ T
cell activation compared to SN

Expansion of intermediate and
decline of classical subsets

No correlation with CD4 counts and
CD4/CD8 ratio

Highly significant positive association
on intermediate subset





OPS/images/fimmu-10-02849-g001.gif





OPS/images/fimmu-10-02849-g002.gif





OPS/images/fimmu-10-02849-t003.jpg
Group N Classical Intermediate Non-classical

SN 9 P=02675 P=0.2635 P =09349
r=0.4524 0.5239 r=0.04762

PA 12 P=02336 P =0.3560 P =0.3269
r=0.3909 0.3091 r=03273

LTNP 1 P =0.0001 0.0072 P =0.3561
r=0.9483 0.8061 r=03262

ART 16 P=03183 0.0189 P=0.1963
r=-0.2636 =0.5857

Bold font if P value is significant.





OPS/images/fimmu-10-02849-t002.jpg
Group N Classical Intermediate Non-classical

SN " P =0.6567 P =0.9460
r=0.1636
PA 11 P=0.9462
r=-00273
LTNP 11 P=08870
r=-0.0456
ART 18 P =0.4363

=0.1962

Bold font if P value is significant.









OPS/images/crossmark.jpg
©

2

i

|





OPS/images/logo.jpg
, frontiers
in Immunology





