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Abstract

More persons living with HIV reside in the Southern United States than in any other region, yet little is known
about HIV molecular epidemiology in the South. We used cluster and phylodynamic analyses to evaluate HIV
transmission patterns in middle Tennessee. We performed cross-sectional analyses of HIV-1 pol sequences and
clinical data collected from 2001 to 2015 among persons attending the Vanderbilt Comprehensive Care Clinic.
Transmission clusters were identified using maximum likelihood phylogenetics and patristic distance differences.
Demographic, risk behavior, and clinical factors were assessed evaluating ‘‘active’” clusters (clusters including
sequences sampled 2011-2015) and associations estimated with logistic regression. Transmission risk ratios for
men who have sex with men (MSM) were estimated with phylodynamic models. Among 2915 persons (96%
subtype-B sequences), 963 (33%) were members of 292 clusters (distance <1.5%, size range 2-39). Most clusters
(62%, n=690 persons) were active, either being newly identified (n=80) or showing expansion on existing
clusters (n=101). Correlates of active clustering among persons with sequences collected during 2011-2015
included MSM risk and <30 years of age. Active clusters were significantly more concentrated in MSM and
younger persons than historical clusters. Young MSM (YMSM) (£26.4 years) had high estimated transmission risk
[risk ratio=4.04 (2.85-5.65) relative to older MSM] and were much more likely to transmit to YMSM. In this
Tennessee cohort, transmission clusters over time were more concentrated by MSM and younger age, with high
transmission risk among and between YMSM, highlighting the importance of interventions among this
group. Detecting active clusters could help direct interventions to disrupt ongoing transmission chains.

Keywords: molecular epidemiology, HIV-1, transmission, phylogeny, men who have sex with men, Southeastern
United States

Introduction

A BETTER UNDERSTANDING of HIV transmission dynamics
is needed in areas of the Southeastern United States
where HIV incidence has not significantly declined. Southern
U.S. states are an epicenter of the national epidemic, ac-

counting for nearly 44% of people living with HIV, but only
one third of the U.S. population." The region also faces sig-
nificant demographic disparities with disproportionate HIV
burden among racial/ethnic minorities, in nonurban areas,
and among men who have sex with men (MSM)." In addition,
increased rates of opiate injection drug use in the region,
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especially in rural areas, are of concern for rapid dissemi-
nation of HIV such as occurred in Scott County, Indiana in
2014.% In Tennessee, new HIV diagnoses remain largely
concentrated among MSM.? However, over 43% of counties
in Tennessee are at high vulnerability for rapid HIV or HCV
dissemination based on composite indicators (i.e., drug
overdoses and low income levels) associated with acute HCV
infection.*> Tennessee is one of three states, including West
Virginia and Kentucky, with the largest concentration of such
vulnerable counties in the United States.* Thus, continued
HIV surveillance to direct prevention activities among these
high-risk groups is needed.

Molecular epidemiological approaches can help delineate
local HIV transmission dynamics, monitor trends in the ep-
idemic, and may assist in the design of targeted interventions.
HIV sequences can be used to reconstruct HIV transmission
networks or clusters® and reveal links between subepidemics
overlapping in geography, time, and social/sexual interac-
tion. Such links are difficult to detect through traditional
surveillance such as partner contact tracing, which is resource
intensive. With the timely identification of genetic links be-
tween subepidemics, targeted interventions, such as in-
creased resource allocation for prevention services employed
toward demographic subgroups (geographic or populations),
may more effectively curb HIV incidence. However, the
success of such interventions hinges on the ability to detect
and intervene on new and growing transmission clusters.

Little is known about HIV molecular epidemiology in
Tennessee. In this study, our objective was to characterize
HIV transmission patterns in a cohort in middle Tennessee
through molecular cluster and phylodynamic analyses. We
evaluated the degree of local HIV transmission, diversity, and
transmission risk behaviors among persons in HIV care in the
region through assessment of cluster growth and associations
with membership in active clusters that were newly recog-
nized or expanded based on previous clusters. Furthermore,
we applied phylodynamic modeling to estimate trends in
transmission among MSM.

Materials and Methods
Study population

We conducted a retrospective cohort study of persons living
with HIV (PLWH) attending the Vanderbilt Comprehensive
Care Clinic (VCCC) in Nashville, Tennessee. The catchment
area includes metropolitan Nashville and surrounding rural
communities and represents an estimated 80% of HIV-
positive persons in middle Tennessee who are in active care.
The VCCC maintains a clinical and laboratory database with
routine abstraction and validation from electronic medical
records. Persons were included in this study if they were =18
years of age at clinic entry, had >1 HIV-1 pol sequence sam-
pled from 2001 to 2015, and had =2 HIV primary care visits at
VCCC within 12 months. The Institutional Review Board at
Vanderbilt University approved this study (IRB No. 161368).

Demographic and clinical variables

We evaluated demographic variables including sex, age
and year of diagnosis, race/ethnicity, and country of origin.
The area of residence was estimated from three-digit zip
codes and distributed in three categories: metropolitan
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Nashville (code 372), middle Tennessee (surrounding met-
ropolitan Nashville, codes 370 and 371), and other (all other
codes). HIV risk behaviors were categorized as MSM, het-
erosexual, people with history of injection drug use (PWID),
and other/unknown. PWID also reporting MSM or hetero-
sexual risk were categorized as PWID. These risk behaviors
are patient reported during clinical care and are abstracted
from medical records. Clinical data included CD4+ lym-
phocyte count and HIV-1 RNA viral loads collected <60 days
of the earliest available sequence and antiretroviral therapy
start dates to identify sequences sampled pre-antiretroviral
exposure. Pre-therapy genotypes became routine after 2006.”

HIV-1 sequences

Full-length protease and partial reverse transcriptase HIV-
1 pol sequences were abstracted from drug resistance geno-
types performed by LabCorp (Laboratory Corporation of
America, Burlington, NC) or the Vanderbilt University
Medical Center (all genotypes sampled after October 2010).
Most sequences were generated with the ViroSeq HIV-1
Genotyping system. Sequences were aligned using MUS-
CLE® and edited manually in Bioedit.” Gapped positions
were stripped and the final sequence length was 1497 bases.
HIV-1 subtypes and recombinants were identified with the
Context-based Modeling for Expeditious Typing (COMET
HIV-1) tool."’

Cluster analyses

A maximum-likelihood (ML) phylogenetic tree was con-
structed in FastTree v.2.1.4'" with the general time reversible
model of nucleotide substitution using the earliest available
sequence from each individual. Statistical support of clades
was assessed with local support values (Shimodaira-
Hasegawa-like test) in FastTree. Pairwise patristic distances
(total path length separating tips in the Phylogeny) were
calculated using a custom Python script'? (https://github
.com/ArtPoon/bioinfo/blob/master/graphmaker.py). Putative
clusters were defined as pairwise patristic distances of <1.5%
divergence between =2 individuals. Of note, sequences
linked in clusters do not necessarily represent direct trans-
mission between persons, as unsampled persons may be in-
volved in transmission chain, nor can directionality be
inferred. Clusters within the phylogenetic trees were manu-
ally examined to ensure sequences from clusters grouped
together with high branch support. Cluster diagrams were
visualized using Graphviz v.2.38. The distribution of mini-
mum pairwise patristic distances between individuals by
Varioulg demographic factors were visualized using Sina-
Plots.

Statistical analyses

We defined potentially “‘active’ clusters as clusters that
included sequences from the most recent sampling timeframe
(2011-2015). These clusters could be either newly identified
(include only sequences from 2011 to 2015) or represent new
growth on an existing cluster (including sequences from 2001
to 2010). Descriptive statistics and bivariate associations
were used to assess differences in cluster membership using
the chi-squared test for categorical variables and Kruskal-
Wallis test for continuous variables. Independent predictors
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of membership in active clusters were assessed with logis-
tic regression models. A multivariable model was based on
inclusion of all variables with p<.2 in bivariable analy-
ses. Data were analyzed in Stata 13.0 (StataCorp, College
Station, TX).

Phylodynamic analyses

More recently developed phylodynamic methods can es-
timate transmission patterns, while accounting for unsampled
individuals and variation in sampling times, as well as ad-
justing for stage of infection at time of sampling, although
such methods are more computationally demanding than
clustering.

We estimated transmission among MSM using structured
population genetic models fitted to dated phylogenies of
HIV-1 subtype B'* with approaches that have previously
been validated by simulations,'” and that have been applied
to other HIV sequence data.'® These methods have also re-
cently been employed among MSM in the United King-
dom."” The models were designed to allow for changing
epidemic size and incidence through time, different trans-
mission rates among young versus older MSM, different
transmission rates over the course of HIV infection, and
different probabilities of transmission between age groups.
The model also accounted for importation of HIV lineages
into Tennessee from the global HIV reservoir. A compart-
mental mathematical model was developed in terms of or-
dinary differential equations, which describe changing
epidemic size and incidence among young and older MSM.
We defined young MSM (YMSM) as those with an age in the
bottom quintile of age distribution at the time of sequencing
(threshold 26.4 years of age). A full specification of the
mathematical model and diagram representing model struc-
ture is provided in the Supplementary Data and Supple-
mentary Table S1 (Supplementary Data are available online
at www.liebertpub.com/aid).

A time-calibrated phylogeny was produced by combining
the VCCC subtype B sequences with the 2016 reference web
alignment of HIV-1 pol sequences in the Los Alamos HIV
Sequence Database (LANL) (at least 1,000 base pairs long
spanning the VCCC alignment, selecting the closest refer-
ence to each VCCC sequence). Exact matches (to reduce the
possibility that sequences were from the same person) and
redundant sequences were removed, yielding 3,283 total se-
quences (including 486 references); these references were
used to estimate the rate of introduction of HIV from outside
the sampling area. Including close matches from LANL al-
lows us to distinguish which parts of the phylogeny corre-
spond to virus evolution taking place within Tennessee. An
ML tree was reconstructed assumin% an SRD06 model of
substitution'® using IQTREE v.1.5.3." Tips were dropped if
the sampling year was missing. The treedater algorithm®°
was used to obtain a time-calibrated phylogeny, assuming a
strict molecular clock and enforcing temporal constraints on
the node ordering. As sampling times were only available as
years, treedater also estimated the sampling dates within
each year. As fitting structured coalescent models to trees
with over 2000 taxa was not computationally feasible, the
phylogeny was divided into four nonoverlapping clades with
times to the most recent common ancestor in the early 1980s
for downstream analyses.
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The mathematical model was converted to a structured
coalescent model and fitted to dated phylogenies and asso-
ciated metadata (age at the time of sampling and CD4+)
using the phydynR R package (https://github.com/emvolz-
phylodynamics/phydynR). The model was fitted using a
Bayesian MCMC algorithm implemented in R. The main
parameters estimated were the relative risk of transmission
among YMSM, the probability that a YMSM will transmit
to another YMSM, and the probability that an older MSM
will transmit to a YMSM. In addition, we estimated the
relative risk of transmission during early HIV infection
defined by CD4+ count >500 cells/uL and the rate of im-
portation of HIV lineages from outside Tennessee. A full
specification of parameters and a complete description of
the model fitting procedure are provided in the Supple-
mentary Data.

Results
Study population

In total, 2,915 persons had at least one sequence available.
Most persons were male (77.8%), white (47.3%), or black
(43.7%), and reported MSM transmission risk (54.8%); 220
(7.6%) were PWID, reported as their primary risk factor
(Table 1). The median year of diagnosis was 2004 [inter-
quartile range (IQR) 1999-2009]. At the time of first se-
quence, most were sampled before 2011 [median year 2010
(IQR 2006-2013)], and 73.6% persons were older than 30
years of age [median age 39 (IQR 30-46) years of age]. Three
persons had a first sequence collected between 15 and 17
years of age, before VCCC enrollment at 18 years of age.
Nearly all (96%) sequences were subtype B. Among 118
persons with non-B subtypes, a wide diversity of pure sub-
types and recombinants were identified; most were subtype C
(54.2%), Al (14.4%), CRF 02_AG (8.5%), CRF 01_AE
(7.6%), subtype G (3.4%), other subtypes (4.2%), CRFs
(3.4%), or unassigned (4.2%). Of 1,659 persons with country-
of-origin data, those with non-B subtypes (n="75) were more
likely to be foreign born (84.0% vs. 6.7%; p<.001) than
persons with subtype B (n=1,477).

The distribution of minimum pairwise patristic distances
differed between several demographic factors (Fig. 1). Per-
sons <30 years of age at first sequence had lower median
minimum distances compared to older persons (0.014 sub-
stitutions per site vs. 0.036 for those =30 years of age;
p<.001). Minimum distances were also lower for persons
with subtype B compared to those with non-B subtypes,
MSM risk compared to women or men reporting heterosexual
risk, and black race compared to whites and Latinos, and for
those diagnosed during 2005-2015 (all p <.001).

Characteristics of transmission clusters

In the cluster analysis, 33% (n=963) of persons were
identified in a cluster based on <1.5% patristic distance
(Table 1). There were 292 clusters (size ranged 2-39 per-
sons); 64% were in pairs (n=2), 32% included 3-9 persons,
and 4% were =10 persons. Most cluster members (17 =690,
71.7%) were in 181 active clusters (containing at least one
sequence sampled during 2011-2015); the remaining 111
clusters were designated historical clusters (n =273 persons,
28.3%) (The entire network is available in Supplementary
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TABLE 1. CHARACTERISTICS OF 2,915 PERSONS WITH HIV-1 SEQUENCES SAMPLED AT THE VANDERBILT
CoMPREHENSIVE CARE CLINIC, 2001-2015, STRATIFIED BY INCLUSION IN HIV TRANSMISSION
CLUSTERS AT <1.5% PATRISTIC DISTANCE CUTOFF
In a cluster (n=963)
Total No cluster Historical Active
Characteristic n (%) n (%) n (%) n (%)
Total, row% 2,915 1,952 (67.0) 273 (9.4) 690 (23.6)
Year of sequence
2011-2015 1,027 (35.2) 627 (32.1) — 400 (58.0)
2006-2010 1,159 (38.8) 743 (38.1) 191 (70.0) 225 (32.6)
2001-2005 729 (25.0) 582 (29.8) 82 (30.0) 65 (9.4)
Age at sequence
>3(0 years 2,144 (73.6) 1,586 (81.2) 188 (68.9) 370 (53.6)
<30 years 771 (26.5) 366 (18.8) 85 (31.1) 320 (46.4)
Sex
Male 2,240 (77.8) 1,464 (75.0) 194 (71.1) 582 (84.4)
Female 675 (23.2) 488 (25.0) 79 (28.9) 108 (15.7)
Race/ethnicity
White 1,380 (47.3) 934 (47.9) 124 (45.4) 322 (46.7)
Black 1,275 (43.7) 830 (42.5) 133 (48.7) 312 (45.2)
Latino 150 (5.2) 109 (5.6) 7 (2.6) 34 (4.9)
Other/unknown 110 (3.8) 79 (4.1) 9 (3.3) 22 (3.2)
Transmission risk
MSM 1,597 (54.8) 1,000 (51.2) 127 (46.5) 470 (68.1)
Heterosexual 953 (32.7) 683 (35.0) 115 (42.1) 155 (22.5)
PWID 220 (7.6) 158 (8.1) 28 (10.3) 34 (4.9)
Other/unknown 145 (5.0) 111 (5.7) 3(1.1) 31 (4.5)
Year of diagnosis
>2005 1,208 (41.5) 629 (32.2) 146 (53.5) 433 (62.8)
<2005 1,318 (45.2) 1,070 (54.8) 122 (44.7) 126 (18.3)
Missing 389 (13.3) 253 (13.0) 5 (1.8) 131 (19.0)
Area of residence
Nashville metro 1,427 (48.9) 951 (48.7) 147 (53.9) 329 47.7)
Middle Tennessee 1,191 (40.9) 774 (39.7) 105 (38.5) 312 (45.2)
Other 297 (10.2) 227 (11.6) 21 (7.7) 49 (7.1)
CD4 lymphocytes, cells/ul. median (IQR) 312 (149-483) 290 (130-470) 306 (136-469) 367 (225-547)
Logio HIV RNA, copies/mL median (IQR) 4.5 (3.8-5.0) 4.4 (3.7-5.0) 4.6 (4.1-5.0) 4.5 (3.9-5.0)
Subtype
B 2,797 (96.0) 1,858 (95.2) 263 (96.3) 676 (98.0)
Non-B 118 (4.0) 94 (4.8) 109 (3.7) 14 (2.0)

MSM, men who have sex with men; PWID, persons who inject drugs; IQR, interquartile range.

Fig. S1). Of 181 active clusters, 101 (55.8%) were growing
clusters and 80 (44.2%) were newly recognized clusters
(included only sequences sampled during 2011-2015). In
bivariable analyses, cluster members differed by persons who
were not identified in any cluster by multiple characteristics
(Table 1). Members of active clusters were more likely to be
younger (46.4% vs. 26.5% were <30 years old) and male
(84.4% vs. 75.0%), report MSM risk (68.1% vs. 51.2%), and
to be diagnosed more recently (62.8% vs. 41.5% diagnosed
22005) compared to persons not in any cluster (all p <.001).
In addition, active clusters were more likely to be subtype B
(98.0% vs. 95.2% not in clusters, p=.006). Among persons
with first sampling 2011-2015, those with sequences sam-
pled more recently were less likely to be in active clusters
(34% of those sampled in 2015 vs. 46% in 2013 were in active
clusters). The finding is likely due, in part, to variable sam-
pling density over time; most samples (40%) were collected
during 20062010 compared to 35% during 2011-2015. For

more recent years (i.e., 2014 and 2015 in this dataset),
members of clusters may be still be undiagnosed or not yet
linked to care, thus less sequences being available.

Cluster composition was assessed by majority risk be-
havior, race group, youth (defined as majority of cluster
members <30 years of age), and area of residence. While
most clusters were majority MSM (52.7%; 154/292), active
clusters were significantly more likely to be majority MSM
(59.7%; p<.01). Only four clusters were composed of ma-
jority PWID (involving total 30 persons); two were historical
(both comprised three men) and two were active clusters
(cluster sizes 4 and 20 persons, including >25% women).
Among racial composition, most clusters were either ma-
jority black (40.8%) or white (39.7%). There was no signif-
icant change in composition between active and historical
clusters with regard to race; 40.3% active clusters were ma-
jority black and 39.8% were majority white (p=.9 trend).
Active clusters were significantly more concentrated by
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FIG. 1. Distribution of the minimum pairwise patristic distances by demographic factor visualized using SinaPlot. y-Axis

is minimum pairwise distance in nucleotide substitutions per site. Each dot represents an individual person. The width of the
area corresponds to the density of the data. The median and interquartile range of each distribution are shown with boxes.
Kruskal-Wallis p-values for comparisons are shown. (A) Age (years) at the time of first available sequence. (B) Trans-
mission risk group categorized as follows: women reporting heterosexual risk only (HET-F), men reporting heterosexual
risk only (HET-M), persons who inject drugs (PWID), MSM, and other/unknown risk. p-Values shown for comparisons of
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other risk category. (D) Geographic area of residence by 3-digit postal code categorized as follows: metropolitan Nashville
(code 372), areas surrounding Nashville metro “Middle Tennessee” (codes 370 and 371), and other (all other codes). (E)
HIV subtype. (F) Year of HIV diagnosis. p-Values shown for comparisons of HIV diagnoses before 2005 versus more recent
diagnosis. F, female; HET, heterosexual; M, male; MSM, men who have sex with men; PWID, persons who inject drugs.
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younger persons. Of active clusters, 36.5% (66/181) were
majority <30 years of age compared to all clusters (28.4%;
83/292) and of historical clusters (15.3%: 66/181) (p <.001).
By area of residence, 24.0% (70/292) of all clusters were
entirely composed of residents from metropolitan Nashville,
compared to 18.2% of active clusters (p <.01). For clusters
including persons residing outside of Nashville (n=222),
94% (209/222) included residents of middle Tennessee and
23% (n=51/222) included persons residing outside middle
Tennessee. Of the four majority PWID clusters, all included
residents from two geographic areas; one cluster included
residents from all three regions.

Nearly all clusters (95.9%; 280/292) were subtype B,
including 12 clusters with >10 members (Table 2 and
Fig. 2). These large clusters included 187 persons, most
were male (87.7%) and 10/12 were majority MSM. Only
one large cluster was mostly PWID (Cluster ID 15) and
one was majority heterosexual (Cluster ID 47, notably,

including 15 women). Of the 12 clusters composed of non-B
subtypes, 11 were male-female pairs [subtype C (8), CRF02_
AG (2) and CRFOI_AE (1)] and one pair were MSM
(CRFO07_BC).

Correlates of clustering

Among the subset of 1,027 persons with sequence sampled
during 2011-2015, we evaluated correlates to membership in
active clusters. In total, 400 persons (39%) newly sampled in
this later timeframe were in 181 active clusters. In the mul-
tivariable analysis, MSM risk, age <30 years of age [odds
ratio (OR)=2.48; 95% confidence interval (CI) 1.85-3.31],
higher CD4+ cell counts, and higher log,o HIV viral loads
were associated with cluster membership (Table 3). Persons
of black race, residing outside middle Tennessee, or with
sequences sampled in calendar years that are more recent
were less likely to be in these active clusters.



TABLE 2. CHARACTERISTICS OF 12 CLUSTERS WITH =10 MEMBERS AMONG 2,915 PERSONS wITH HIV-1

SEQUENCES SAMPLED AT THE VANDERBILT COMPREHENSIVE CARE CLINIC, 2001-2015

Cluster ID  Size M:F Risk (%) Race (%) Age, median (IQR) Residence (%) Sampling period
Cluster_9 39 39:0 MSM (95) Black (92) 22 (20-25) Nashville metro (66) 2006-2015
Cluster_15 20 14:6 PWID (70) Black (85) 36 (25-44) Nashville metro (80) 2001-2013
HET (15)
MSM (10)
Cluster_47 17 3:15 HET (88) Black (77) 27 (26-30) Nashville metro (70) 2002-2010
PWID (12)
Cluster_67 17 17:0 MSM (94) White (83) 24 (23-25) Middle TN (59) 2008-2015
Nash (29)
Other (12)
Cluster_10 15 15:0 MSM (93) White (100) 31 (28-42) Middle TN (60) 2004-2012
Cluster_137 12 12:0 MSM (92) White (100) 42 (37-45) Middle TN (58) 2004-2015
Cluster_54 12 12:0 MSM (100) White (92) 33 (25-34) Middle TN (50) 2004-2014
Nashville metro (42)
Cluster_116 12 9:3 MSM (58), HET (33) White (92) 32 (23-36) Middle TN (50) 2004-2015
PWID (8) Other (50)
Cluster_62 12 12:0 MSM (83) White (92) 41 (36-49) Nashville metro (58) 2002-2013
PWID (8)
Cluster_180 11 11:0 MSM (100) Black (64) 26 (22-39) Nashville metro (63) 2007-2011
White (36)
Cluster_ 93 10 10:0 MSM (100) Black (60) 31 (23-41) Middle TN (70) 2005-2012
White (30)
Cluster_83 10 10:0 MSM (100) Black (70) 20 (19-31) Nashville metro (80) 2009-2015
White (20)

F, female; HET, heterosexual; M, male.
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FIG. 2. HIV transmission
network for clusters involving
10 or more persons inferred
from 2,915 partial HIV-1 pol
sequences sampled at the
Vanderbilt Comprehensive
Care Clinic, 2001-2015. Nodes
indicate individual persons;
shapes represent race/ethnic-
ity. Edges indicate linkages
<1.5% patristic distances.
Nodes are color coded by
transmission risk group. Col-
or images available online at
www.liebertpub.com/aid
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TABLE 3. CHARACTERISTICS INCLUDED IN THE MULTIVARIABLE LOGISTIC REGRESSION MODEL OF
BEING IN A CLUSTER, AMONG 1,027 PERSONS WITH SEQUENCES SAMPLED AT VANDERBILT
CoMPREHENSIVE CARE CLINIC, 2011-2015

In cluster, n (%) Multivariable, OR (95% CI)?

Characteristic Total, n (%)
Total, row% 1,027
Sex and risk, n=966
Female-WSM 179 (17)
PWID 42 (4)
Male-HET 126 (12)
Male-MSM 619 (60)
Race/ethnicity
White 471 (46)
Black/AA 473 (46)
Latino 53 (5)
Other/unknown 30 (3)
Age
>30 years 663 (65)
<30 years 364 (35)

Sequence year, median (IQR) 2013 (2011-2014)

Area of residence

Nashville metro 469 (46)
Middle Tennessee 463 (45)
Other 95 (9)
CD4 lymphocyte >500, cells/uL. 301 (30)
HIV RNA viral load, median 4.5 (3.7-5.0)

log10 copies/mL (IQR)

400 (38.9)
50 (13) Ref
12 (3) 1.15 (0.52-2.55)
44 (11 1.57 (0.92-2.66)
270 (68) 1.79 (1.21-2.65)
195 (49) Ref
176 (44) 0.71 (0.53-0.97)
19 (5) 0.82 (0.44—1.54)
10 (3) 0.64 (0.28-1.50)
210 (53) Ref
190 (48) 2.48 (1.85-3.31)
2013 (2011-2014) 0.89 (0.80-0.98)
184 (46) Ref
190 (48) 1.05 (0.79-1.40)
26 (7) 0.49 (0.29-0.84)
131 (33) 1.40 (1.03-1.90)
4.5 (3.9-5.1) 1.19 (1.03-1.38)

#All listed variables were retained in the multivariable model: sex/transmission risk, race/ethnicity, age, sequence year, area of residence,
CD4 lymphocyte count, and HIV RNA viral load. Bold estimates are statistically significant (p <.05).
AA, African-American; CI, confidence interval; OR, odds ratio; WSM, women who have sex with men.

Phylodynamic analyses

Phylodynamic modeling of HIV-1 subtype B phylogenies
confirmed the importance of YMSM, who are inferred to
transmit infection at a higher rate and are more likely to
transmit to one another than expected by chance. We esti-
mated the transmission risk ratio for YMSM (£26.4 years)

relative to older MSM to be 4.04 (95% credible interval:
2.85-5.62). YMSM were much more likely to transmit to one
another than other MSM (Fig. 3). The probability that a
transmission from a YMSM went to another YMSM was 53%
(95% CI 39%—-70%), despite YMSM comprising only 20% of
the sampled population. The probability that a transmission
originating in older MSM went to YMSM was 10% (95% CI

A Population attributable B Probability of transmission C Probability of transmission
fraction of transmission from young donors from old donors
between age groups 1.00 1.00
0.75 0.75
2
E
3 050 0.50
[
o
0.25 0.25
0.00 000 NN
Y (0] Y )

Group

Group

FIG. 3. Phylodynamic modeling of 2,792 HIV-1 subtype B partial pol sequences sampled at the Vanderbilt Compre-
hensive Care Clinic, 2001-2015, to estimate transmission risk ratio for young MSM (Y, age <26.4 years) compared to older
men (O, age >26.4 years). (A) Population attributable fraction of transmission between age groups. (B) Probability of
transmission from young donors (Y). Each bar represents the proportion of transmissions, which flow from young to each
age group. (C) Probability of transmission from old donors (O). Each bar represents the proportion of transmissions, which
flow from old to each age group. Color images available online at www.liebertpub.com/aid
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7%—-15%). We inferred a small net-flow of transmissions
from young to old, which lacked statistical significance, in
contrast to recent clustering results showing a net flow of
transmissions from older to younger MSM.?! The ratio of
transmissions from young to old versus old to young was 1.7
(95% CI 0.89-2.57). Comparatively, the clustering analysis
also showed possible association of YMSM to YMSM
transmission. Of 323 YMSM, 201 (62%) were identified in
any cluster. Of these, 72% (145/201) were in a cluster with
another YMSM (p<.001). The phylodynamic model also
included a high CD4 compartment (CD4 > 500) to assess risk
during early infection. We found only a modest increased
risk, which lacked significance [1.27 (95% CI 0.86-1.76)].

We also estimated the rate that lineages flow into Ten-
nessee due to migration of PLWH as well as transmission to
Tennessee residents from outside of the state. This rate was
estimated to be 0.197 per lineage per year, which implies that
the average age of an HIV clade (the direct ancestor of a virus
lineage) circulating in Tennessee is ~5 years. Although it
was not the primary aim of phylodynamic modeling, the fitted
model provides an estimate of the number of new HIV-1
subtype B infections through time. We estimate that in 2015,
there were 475 (95% CI 261-678) new infections, of the
same order as the number of reported new HIV cases among
MSM (n=433 per year from 2010 to 2015) combined with
those with unreported exposure (2= 101 in 2015).%* Because
our coalescent method accounts for incomplete sampling,
our results imply that the sampling fraction (proportion of
PLWH with a sequence included in the analysis) among
MSM was large because the estimated number of new in-
fections is similar to recent estimated number of diagnoses
among MSM.

Discussion

We investigated HIV transmission patterns among persons
who received care in middle Tennessee through genetic
cluster and phylodynamic analyses with sampling extending
2001-2015, identifying over one third of the study population
linked in closely related clusters. Over 60% of clusters were
potentially active, including sequences collected between
2011 and 2015, representing new cluster detection or ex-
pansion on existing clusters. Younger age and MSM risk
were associated with membership in these active clusters,
which were also increasingly concentrated among young
persons. Integration of phylodynamic modeling confirmed
the importance of YMSM, as we estimate a high probability
of transmission between YMSM by transmission rate ratios.
While we found few clusters concentrated by PWID, many
involved MSM and residents outside Nashville, indicating
potential bridging between risk groups and regions. Con-
tinued surveillance among these high-risk groups with pro-
spective cluster analysis would allow timely detection of new
or expanding clusters that could be targeted for intensified
prevention.

Genetic cluster and phylodynamic analyses provide in-
formation on HIV transmission that would be difficult to
ascertain from traditional epidemiological survey data, es-
pecially in populations where infection is endemic. Clusters,
when integrated with demographic data, provide insight into
groups contributing disproportionately to ongoing, localized
transmission. Phylodynamics enable more refined estimation
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of transmission risk, including between groups and locations.
Our study is the first characterization of HIV transmission
clusters in Tennessee and one of the largest among U.S.
studies relying on data from a single clinical cohort. While
Southeastern states are at the epicenter of the U.S. HIV epi-
demic,' few areas in the region investigated local HIV
transmission dynamics using molecular epidemiology.?>~>>
Studies based on national molecular HIV surveillance?® 2
also lack significant representation from southeastern Ap-
palachian states, including Tennessee. These states are areas
of concern for increased HIV risk due to concentration of the
opioid epidemic.* In Tennessee, HIV transmission remains
largely concentrated among MSM? as shown in our study.

We found that younger age is associated with cluster
membership and that clusters are becoming increasingly
concentrated by younger persons. While this association can
be driven by that fact that persons are younger at diagnosis
and more likely to be recently infected, our findings corre-
spond with the phylodynamic analysis, which adjusts for
stage of infection at the time of sampling. While our analyses
unsurprisingly show more clustering among YMSM (fol-
lowing trends in surveillance data), our phylodynamic
methods infer patterns of sources and recipients of infection
at a population level. In contrast to other reports, which im-
plicated transmission links among disparate age groups
suggesting partnerships with older men,?"**2° we estimate a
high transmission risk between YMSM. Such findings have
implications for prevention by uncovering core groups where
interventions could potentially have greater impact.'’°
Mixing of different age groups in transmission linkages
varies by race/ethnicity; young black and Latino MSM were
less likely to have older transmission partners in national
molecular surveillance, suggesting these groups are acquir-
ing HIV from other YMSM.?® Other U.S. studies also found
younger age as a determinant of clustering, including in
North Carolina,23 Chicago,3 132 and Seattle,21 and in national
molecular surveillance.”® Our results harmonize with recent
estimates reporting an increase in incidence among MSM
aged 25-34 years of age from 2008 to 2014.%> A greater
proportion of younger persons are estimated to be unaware of
their HIV infection (51%, 13-24 years of age, vs. 13%,
among PLWH).** In addition, adolescent MSM report more
high-risk behaviors compared to heterosexual youth.*>

We found evidence suggesting assortative mixing by race
among transmission clusters. Most clusters were composed
of mostly black (40.8%) or white (39.7%) persons, the most
prevalent race groups in the study. These findings are con-
gruent with several transmission network studies, including
in Mississippi>> and North Carolina.”® Highly assortative
mixing by race/ethnicity was found in U.S. surveillance data,
particularly among blacks?® and black MSM.?® Altogether,
these finding suggest that most transmissions occur within
race groups, and support tailored interventions addressing
risks faced by minority groups.

Further investigation into the geographical extent of HIV
transmission networks is important, particularly with regions
experiencing increased numbers of PWID. While new HIV
diagnoses in Tennessee are largely reported in urban coun-
ties and among MSM,? many of these areas are in close
proximity to rural counties predicted to be at high risk for an
HIV and/or HCV outbreak.* Given that HIV outbreaks
among PWID can rapidly occur,” understanding existing
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network structure between regions can be useful to target
prevention resources. Our study is limited by lack of granular
geographic data as we analyzed three-digit zip codes, which
cover wider-than-optimal geographical areas. Despite this,
we found that many clusters contained a person residing
outside middle Tennessee, which provides some insight into
geographic bridging between regions. Similarly, in Chicago,
nearly 72% of clusters of MSM involved several regions.*?
Among clusters of black YMSM in Mississi]é)pi, 52% in-
cluded residents involving multiple regions.”> Further re-
search incorporating more refined geographical and partner
contact data for PWID can help better define geographic
correlates to transmission.

In addition to clustering-based analyses, which can be
readily applied to large sequence datasets, we also conducted a
more computationally intensive phylodynamic analysis using
structured coalescent models. A major limitation of genetic
clustering analyses is that the connections comprising clusters
do not have an unambiguous interpretation—for instance, they
do not represent transmission events. Phylodynamic models
have the advantage of being more robust to sampling bias, as
well as providing more mechanistic interpretations, in terms of
within- and between-group transmission rates. The results of
the phylodynamic analyses were largely concordant with the
clustering-based analyses, reinforcing the role of YMSM in the
epidemic in middle Tennessee. Phylodynamic analyses also
demonstrated that valuable results on transmission risk can be
extrapolated from sequence data, despite frequent imports of
HIV into this region. Transmission rates between major met-
ropolitan areas could be estimated using similar methodology.
In this study, we selected background samples from LANL to
provide a diverse background to identify linkages that were
likely imported into Tennessee as opposed to circulating en-
dogenously.

Our findings should be interpreted in light of the inherent
limitations of HIV phylogenetic analyses. In this study,
samplings bias was possible because sequences were only
from persons engaged in clinical care, who had a genotype
available, which gives an incomplete view of transmission
networks. In addition, directionality and direct linkage of
transmission cannot be ascertained because additional un-
sampled parties may be involved in the transmission chain;
however, phylodynamic analysis did not require inference
of directionality or directness. While information on timing
of infection can be used to assist inference of directionality,
only weekly informative data in the form of CD4+ counts
were available. Furthermore, we did not have infection or
seroconversion dates and clusters were defined by sam-
pling dates, which limits confirmation of our conclusions.
Most individuals are identified relatively late in infection,
and comparison of the VCCC sequences with publicly
available data using a phylodynamic model highlighted the
high rate of introduction of infections from outside the
sampling area.

Combined with epidemiologic surveillance data, phylo-
dynamic and transmission network analyses have the po-
tential to inform HIV prevention. While HIV sequence data
are increasingly available and being used to identify HIV
genetic clusters, most of these studies are done retrospec-
tively® and lack phylodynamic models. Prospective analyses
are needed to test whether identification of putative subepi-
demics can help guide surveillance and prevention efforts.*®

887

Acknowledgments

The project was supported by the National Institute of
Allergy and Infectious Diseases (NIAID), NIH, through
grant award number KO8AI112432-01, and by an Adminis-
trative Supplement to the Tennessee Center for AIDS Re-
search Award (P30-AI110527). The content is solely the
responsibility of the authors and does not necessarily repre-
sent the official views of the NIH. We thank patients and staff
of the Vanderbilt Comprehensive Care Clinic. We also thank
Megan Turner and Sally Bebawy for data preparation.

Sequence Data

HIV-1 pol sequences used in this study are available in
GenBank (accession nos.: MH352627-MH355541).

Authors’ Contributions

Planning of analyses (A.M.D., E.V., SD.W.F., AF.Y.P.,
and M.L.K.), data assembly and review (A.M.D.,,
A.SM.M.H,, S.D.W.F,, and P.F.R.), phylogenetic analyses
(AM.D. and S.D.W.F.), phylodynamic analyses (E.V.), sta-
tistical analyses (A.M.D. and E.V.), drafting article (A.M.D.,
E.V., and S.D.W.F.), securing grant funding and specimens
(M.LK,, S.HV., TR.S,, and P.F.R.), and article review and
edit (all authors).

Author Disclosure Statement

No competing financial interests exist.

References

1. Centers for Disease Control Prevention: HIV in the
Southern United States. 2016 CDC Issue Brief. Available at
https://www.cdc.gov/hiv/pdf/policies/cdc-hiv-in-the-south-
issue-brief.pdf, accessed July 12, 2016.

2. Peters PJ, Pontones P, Hoover KW, et al.: HIV infection
linked to injection use of oxymorphone in Indiana, 2014—
2015. N Engl J Med 2016;375:229-239.

3. HIV Surveillance and Epidemiology Program: HIV Surveil-
lance Annual Report, 2013. Tennessee Department of Health,
Nashville, TN. 2014. Available at http://tn.gov/health/topic/
STD-surveillance, accessed September 15, 2017.

4. Van Handel MM, Rose CE, Hallisey EJ, et al.: County-level
vulnerability assessment for rapid dissemination of HIV or
HCYV infections among persons who inject drugs, United
States. J Acquir Immune Defic Syndr 2016;73:323-331.

5. Rickles M, Rebeiro PF, Sizemore L, et al.: Tennessee’s in-
state vulnerability assessment for a ‘rapid dissemination of
HIV or HCV infection’ event utilizing data about the opioid
epidemic. Clin Infect Dis 2017:cix1079—cixcix1079.

6. Hassan AS, Pybus OG, Sanders EJ, Albert J, Esbjornsson J:
Defining HIV-1 transmission clusters based on sequence
data. AIDS 2017;31:1211-1222.

7. Branson BM, Handsfield HH, Lampe MA, et al.: Revised
recommendations for HIV testing of adults, adolescents, and
pregnant women in health-care settings. Morb Mortal Wkly
Rep Recomm Rep 2006;55(RR-14):1-17; quiz CE1-4.

8. Edgar RC: MUSCLE: Multiple sequence alignment with
high accuracy and high throughput. Nucleic Acids Res
2004;32:1792-1797.

9. Hall T: BioEdit: A user-friendly biological sequence
alignment editor and analysis program for Windows 98/98/
NT. Nucl Acids Symp Ser 1999;41:95-98.


https://www.cdc.gov/hiv/pdf/policies/cdc-hiv-in-the-south-issue-brief.pdf
https://www.cdc.gov/hiv/pdf/policies/cdc-hiv-in-the-south-issue-brief.pdf
http://tn.gov/health/topic/STD-surveillance
http://tn.gov/health/topic/STD-surveillance

888

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

Struck D, Lawyer G, Ternes AM, Schmit JC, Bercoff DP:
COMET: Adaptive context-based modeling for ultrafast
HIV-1 subtype identification. Nucleic Acids Res 2014;42:
el44.

Price MN, Dehal PS, Arkin AP: FastTree: Computing large
minimum evolution trees with profiles instead of a distance
matrix. Mol Biol Evol 2009;26:1641-1650.

Poon AF, Gustafson R, Daly P, er al.: Near real-time
monitoring of HIV transmission hotspots from routine HIV
genotyping: An implementation case study. Lancet HIV
2016;3:e231-e238.

Sidiropoulos N, Sohi SH, Pedersen TL, ef al.: SinaPlot: An
enhanced chart for simple and truthful representation of
single observations over multiple classes. J] Comp Graph
Stat 2018: DOI: 10.1080/10618600.2017.1366914.

Volz EM, Koopman JS, Ward MJ, Brown AL, Frost SD:
Simple epidemiological dynamics explain phylogenetic
clustering of HIV from patients with recent infection. PLoS
Comput Biol 2012;8:e1002552.

Ratmann O, Hodcroft EB, Pickles M, et al.: Phylogenetic
tools for generalized HIV-1 epidemics: Findings from the
PANGEA-HIV methods comparison. Mol Biol Evol 2017;
34:185-203.

Volz EM, Ionides E, Romero-Severson EO, Brandt MG,
Mokotoff E, Koopman JS: HIV-1 transmission during early
infection in men who have sex with men: A phylodynamic
analysis. PLoS Med 2013;10:e1001568; discussion
€1001568.

Volz EM, Le Vu S, Ratmann O, et al.: Molecular epide-
miology of HIV-1 subtype B reveals heterogeneous trans-
mission risk: Implications for intervention and control. J
Infect Dis 2018;217:1522-1529.

Shapiro B, Rambaut A, Drummond AJ: Choosing appro-
priate substitution models for the phylogenetic analysis of
protein-coding sequences. Mol Biol Evol 2006;23:7-9.
Nguyen LT, Schmidt HA, von Haeseler A, Minh BQ: 1Q-
TREE: A fast and effective stochastic algorithm for esti-
mating maximum-likelihood phylogenies. Mol Biol Evol
2015;32:268-274.

Volz EM, Frost SDW: Scalable relaxed clock phylogenetic
dating. Virus Evol 2017;3.

Wolf E, Herbeck JT, Van Rompaey S, et al.: Phylogenetic
evidence of HIV-1 transmission between adult and ado-
lescent men who have sex with men. AIDS Res Hum
Retroviruses 2017;33:318-322.

HIV Disease Epi Profile for Tennessee State, 2015. Ten-
nessee Department of Health, Nashville, TN. 2016. Avail-
able at https://tn.gov/assets/entities/health/attachments/
TN_HIV.pdf, accessed September 15, 2017.

Dennis AM, Hué S, Hurt CB, er al.: Phylogenetic insights
into regional HIV transmission. AIDS 2012;26:1813-1822.
Dennis AM, Hué S, Learner E, Sebastian J, Miller WC,
Eron JJ: Rising prevalence of non-B HIV-1 subtypes in
North Carolina and evidence for local onward transmission.
Virus Evol 2017;3:vex013.

Oster AM, Pieniazek D, Zhang X, et al.: Demographic but
not geographic insularity in HIV transmission among
young black MSM. AIDS 2011;25:2157-2165.

26.

217.

28.

29.

30.

31.

32.

33.

34.

35.

36.

DENNIS ET AL.

Oster AM, Wertheim JO, Hernandez AL, Ocfemia MC,
Saduvala N, Hall HI: Using molecular HIV surveillance
data to understand transmission between subpopulations in
the United States. J Acquir Immune Defic Syndr 2015;70:
444-451.

Wertheim JO, Oster AM, Hernandez AL, Saduvala N,
Bafiez Ocfemia MC, Hall HI: The international dimension
of the U.S. HIV transmission network and onward trans-
mission of HIV recently imported into the United States.
AIDS Res Hum Retroviruses 2016;32:1046—1053.
Whiteside YO, Song R, Wertheim JO, Oster AM: Mole-
cular analysis allows inference into HIV transmission
among young men who have sex with men in the United
States. AIDS 2015;29:2517-2522.

Hurt CB, Matthews DD, Calabria MS, et al.: Sex with older
partners is associated with primary HIV infection among
men who have sex with men in North Carolina. J Acquir
Immune Defic Syndr 2010;54:185-190.

Baeten JM: Amplifying the population health benefits of
PrEP for HIV prevention. J Infect Dis 2018;217:1509—
1511.

Lubelchek RJ, Hoehnen SC, Hotton AL, Kincaid SL,
Barker DE, French AL: Transmission clustering among
newly diagnosed HIV patients in Chicago, 2008 to 2011:
Using phylogenetics to expand knowledge of regional HIV
transmission patterns. J Acquir Immune Defic Syndr 2015;
68:46-54.

Morgan E, Oster AM, Townsell S, Peace D, Benbow N,
Schneider JA: HIV-1 infection and transmission networks
of younger people in Chicago, Illinois, 2005-2011. Public
Health Rep 2017;132:48-55.

Singh S, Song R, Johnson AS, McCray E, Hall HI: HIV
incidence, HIV prevalence, and undiagnosed HIV infec-
tions in men who have sex with men, United States. Ann
Intern Med 2018;168:685-694.

Centers for Disease Control and Prevention: Monitoring
selected national HIV prevention and care objectives by
using HIV surveillance data—United States and 6 de-
pendentareas, 2014. HIV Surveillance Supplemental Report
2016;21. Available at www.cdc.gov/hiv/library/reports/
surveillance, accessed August 8, 2017.

Kann LL, Olsen EO, McManus T, et al.: Sexual identity,
sex of sexual contacts, and health-related behaviors among
students in grades 9—12—United States and selected sites,
2015. MMWR Surveill Summ 2016;65:1-202.

Wester C, Rebeiro PF, Shavor TJ, et al.: The 2013 HIV
continuum of care in Tennessee: Progress made, but dis-
parities persist. Public Health Rep 2016;131:695-703.

Address correspondence to:

Ann M. Dennis, MD

Division of Infectious Diseases
University of North Carolina

130 Mason Farm Road Suite 2115
Chapel Hill, NC 27599-6134

E-mail: adennis@med.unc.edu


https://tn.gov/assets/entities/health/attachments/TN_HIV.pdf
https://tn.gov/assets/entities/health/attachments/TN_HIV.pdf
www.cdc.gov/hiv/library/reports/surveillance
www.cdc.gov/hiv/library/reports/surveillance

