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Abstract

HIV-1 is able to evade innate antiviral responses during acute infection to establish a chronic

systemic infection which, in the absence of antiretroviral therapy (ART), typically progresses

to severe immunodeficiency. Understanding these early innate immune responses against

HIV-1 and their mechanisms of failure is relevant to the development of interventions to bet-

ter prevent HIV-1 transmission. Human beta defensins (HBDs) are antibacterial peptides

but have recently also been associated with control of viral replication. HBD1 and 2 are

expressed in PBMCs as well as intestinal tissue, but their expression in vivo during HIV-1

infection has not been characterized. We demonstrate that during acute HIV-1 infection,

HBD1 but not HBD2 is highly upregulated in circulating monocytes but returns to baseline

levels during chronic infection. HBD1 expression in monocytes can be induced by HIV-1 in

vitro, although direct infection may not entirely account for the increase in HBD1 during

acute infection. We provide evidence that HIV-1 triggers antiviral IFN-α responses, which

act as a potent inducer of HBD1. Our results show the first characterization of induction of

an HBD during acute and chronic viral infection in humans. HBD1 has been reported to

have low activity against HIV-1 compared to other defensins, suggesting that in vivo induced

defensins may not significantly contribute to the robust early antiviral response against HIV-

1. These data provide important insight into the in vivo kinetics of HBD expression, the

mechanism of HBD1 induction by HIV-1, and the role of HBDs in the early innate response

to HIV-1 during acute infection.

Introduction

Human Beta Defensins (HBDs) are a critical part of the early innate immune response against

invading pathogens [1–3]. They are short cationic antimicrobial peptides which directly pro-

tect against a broad range of bacteria and viruses [3–5]. In addition, they have been shown to

induce chemotaxis of T cells, dendritic cells (DCs) and macrophages [4, 6]. Of the 31 genes
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and pseudogenes that have been identified to encode for beta defensins, only 6 (HBD1-6) are

known to be expressed [7]. Of these, HBD1-3 have been studied in greatest detail and have

detectable protein expression in humans in vivo with HBD1 and HBD2 being the only two

HBDs expressed in PBMCs as well as mucosal tissue [6–10]. In vitro studies have shown antivi-

ral activity of recombinant HBDs against HIV-1 through a variety of mechanisms [11–14].

HBD2 blocks viral entry through direct binding to host entry receptors such as CCR5 and

CXCR4 [12–14], as well as induction of chemotaxis of antiviral effector cells [11, 12]. Further,

binding of HBD2 to the chemokine receptor CCR6 impairs viral replication by inducing

expression of the HIV-1 host restriction factor APOBEC3G (antiviral intrinsic factor apolipo-

protein B mRNA editing enzyme, catalytic polypeptide-like 3G) [11, 15–17]. Although HBDs

have varying antiviral activity in vitro, their expression in vivo during HIV-1 infection has not

been reported.

Studies have found the highest level of HBDs in tissues, with epithelial cells being the main

HBD producing cell type, particularly in mammary glands, urogenital tissue, and the intestinal

and respiratory tracts [18]. High expression of HBDs at mucosal surfaces in the gut has been

associated with protection against microbial translocation of commensal enteric microbes [19,

20]. Acute HIV-1 infection leads to gut epithelial cell damage and microbial translocation [21,

22] and it has been speculated that epithelial cell damage might lead to downregulation of anti-

bacterial peptides, allowing microbes to cross the mucosal barrier [23]. Some cross sectional

studies report HBD1 and 2 production in peripheral blood mononuclear cells (PBMCs) [1, 5],

including expression of HBD1 and HBD2 in monocytes, macrophages and DCs [24]. Phago-

cytes play an important role during the early immune response against HIV-1 and have been

shown to be infected and activated during acute HIV-1 infection in vivo [25–28]. The ability of

HIV-1 to specifically induce or downregulate HBD1 and 2 in phagocytes or epithelial cells is

incompletely characterized.

The induction of HBDs by viral and bacterial products suggests involvement of pattern rec-

ognition receptors (PRR). The PRR Toll-like receptor 4 (TLR4) has been shown to activate

production of HBD2 in epithelial cell lines and DCs after activation with its bacteria-produced

ligand, lipopolysaccharide (LPS) [9, 29]. The specific PRR ligands that induce production of

HBDs in immune cells such as monocytes and DCs during a viral infection are uncertain.

HIV-1 can enter innate immune cells and is sensed by intracellular PRRs [30, 31]. TLR3 and

cytosolic dsRNA sensors such as the retinoic acid-inducible gene 1 (RIG-I) receptor [32, 33]

recognize viral dsRNA and upregulate type I interferon (IFN) and interferon regulated genes

(IRGs) [34–36]. Whether activation of these pathways leads to induction of HBDs has not

been investigated.

In this cross-sectional study we characterized the expression of HBD1 and 2 in blood and

intestinal tissue during acute and chronic HIV-1 infection. We found that HBD1 is constitu-

tively expressed in epithelial cells in gut tissue and monocytes in the peripheral blood, but

upregulated in circulating monocytes during acute HIV-1 infection. HBD2 was not constitu-

tively expressed at baseline levels in gut or peripheral blood and not induced during HIV-1

infection. HIV-1 and IFN-α were both able to induce HBD1 in peripheral monocytes. We

show for the first time upregulation of an HBD during an acute viral infection in humans. We

provide evidence that HBD1 is part of the early IFN-α antiviral immune response, whereas

other HBDs such as HBD2 seem to be part of an antibacterial response. These data improve

our understanding of the kinetics and induction of different HBDs in humans in response to

viral infections such as HIV-1.
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Material and methods

Study subjects

Subjects were recruited at Massachusetts General Hospital, Fenway Health Center, and Brig-

ham and Women’s Hospital in accordance with the Partners Institutional Review Board

approved protocol (2010P002463). All subjects gave written informed consent for participa-

tion in the study. HIV-1 chronic progressors (n = 8) were defined as subjects with plasma

HIV-1 RNA viral load (VL) >2000 copies/mL for >12months. HIV-1 viremic controllers

(n = 9) maintained plasma VL between<48 copies/ml and<2000 copies/mL for>12 months

in the absence of ART. HIV-1 acute infection (n = 32) and categorization into Fiebig stages

were defined as described previously [37] and infection with HIV-1 was no longer than 3

months (estimated days of infection). HIV-uninfected control samples (n = 17) were matched

to gender and age of the HIV acute group. Detailed clinical and demographic data for each

group are listed in S1 Table.

Human blood and tissue sample

Venous blood was collected in acid citrate dextrose tubes and PBMCs were separated by cen-

trifugation on a histopaque gradient and cryopreserved in liquid nitrogen or used fresh.

Monocytes were isolated from PBMCs using magnetic-activated cell sorting (MACS) accord-

ing to the manufacturer’s instructions (Miltenyi). Briefly, cells were incubated with anti-CD14

microbeads for positive selection of CD14+ monocytes using a magnetic column. Bound

CD14+ monocytes were washed several times in MACS buffer (PBS + 1% (w/v) FCS) and then

collected by elution following removal of the magnetic field. CD14+ monocytes or PBMCs

were cultured in R10 (RPMI (Sigma), 10% (v/v) FCS (Sigma), 2 mM Glutamine (Corning),

100 I.U./ml penicillin (Corning) and 100 I.U./ml streptomycin (Corning)) and used for further

studies. For sorting of colon tissue and immune cells, macroscopically normal excess surgical

colon tissue was received from Massachusetts General Hospital in accordance with an IRB

approved protocol (2010P000632). Single cell suspensions from tissue were made by mechani-

cally disrupting dissected tissue with an 18-gauge needle before 20 min incubation at 37˚C

with 0.5 mg/mL collagenase type II (Clostridium histolyticum, Sigma-Aldrich). The superna-

tant was filtered through a 70 μm cell strainer and the filtered cells were resuspended in R10+

(R10, 2.5μg/ml amphotericin B, 250 μg/ml piperacillin/tazobactam). This process was repeated

once and cells from both filtrations were combined and kept on ice until further analysis. For

HBD quantification in bulk gut tissue (Fig 1C and 1D and S1E and S1F Fig), pinch biopsies of

intestinal tissue were collected by colonoscopy (transverse colon and terminal ileum) and

upper endoscopy (duodenum) for research purposes only and in accordance with a Partners

Institutional Review Board approved protocol (2007P002102). Two biopsies from each site

were placed immediately into RNAlater (Qiagen) and stored at -80˚C until further processing.

Preparation of HIV-1 stocks

HIV-1 NL4-3 R5 mcherry or NL4-3 R5 GFP virus was used for all in vitro experiments and

was kindly provided by Thomas Murooka and Thorsten Mempel [38]. HIV-1 was produced

and titer determined as described previously [39]. In brief, viral plasmid was transfected into

293T cells using fugene-6 (Polysciences) over night. Cell culture supernatant was removed and

replaced with fresh media to avoid harmful side effects of the transfection reagents. Virus was

harvested from supernatant 48 h later, aliquoted, and stored at -80˚C. Titer of infectious parti-

cle (i.p.)/ml was determined by infection of CD4 and CCR5 expressing GHOST cells (NIH

Aids Research & Reference Reagent Program) as described previously [39]. A viral stock with a

Acute HIV-1 infection and anti-bacterial peptides
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titer of 5x10^6 i.p./ml was used for all experiments. To determine viral entry in monocytes we

used the Vpr-BlaM assay as previously described for CD4 T cells [40]. Briefly, NL4-3 R5 pro-

viral plasmid DNA was co-transfected with a β-lactamase (BlaM) and the virion protein Vpr

coding plasmid (pMM310) into 293T cells to produce a Vpr-BlaM carrying HIV-1 particle.

Fig 1. HBD1 is upregulated in PBMCs during acute HIV-1 infection. Samples from HIV-1 uninfected (HIV-), HIV-1 untreated chronic progressors

(PG), HIV-1 chronic ART treated (CT) and acutely HIV-1 infected (Acute) individuals were analyzed for HBD1 expression. HBD1 transcription in PBMCs

(A, B) or gut pinch biopsies (C, D) was determined by qPCR. Grey color indicates subjects with matched gut biopsy samples. (A) HBD1 expression in

blood of acutely infected subjects (n = 32) was found to be significantly higher compared to HIV-1 individuals from PG (n = 8), CT (n = 9) or HIV- (n = 17)

subjects (Kruskal-Wallis and Dunn’s multiple comparison test with error bars indicate min and max of boxplots). (B) Longitudinal sampling of individuals

(n = 10) showed significant downregulation of HBD1 in chronic HIV-1 infection compared to acute infection (Wilcoxon matched-pairs signed rank test). (C,

D) No significant differences in HBD1 expression in ileum (C) or colon (D) was found between HIV- (n = 5), PG (n = 4), CT (n = 9) and HIV acute infected

subjects (n = 4), (Kruskal-Wallis and Dunn’s multiple comparison test and median with interquartile range).

doi:10.1371/journal.pone.0173161.g001
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Monocyte activation and in vitro infection

All cells were incubated for 24 h in R10 media at 37˚C and 5% CO2. CD14+ cells were stimu-

lated with 5 ug/ml polyinosinic-polycytidylic acid (poly I:C; Invivogen), 200 ng/ml E. coli lipo-

polysaccharide (LPS) (Sigma), 2.5 μg/ml Imiquimod (Invivogen), 5 μM ODN2006

(Invivogen), 1 μg/ml 5’ppp-dsRNA (Invivogen) 10–100 pg/ml Interferon alpha (IFN-α)

(Reprokine), 5 μg/ml Imiquimod / R837 (Invivogen), 10 pg/ml tumor necrosis factor alpha

(TNFα) (Reprokine) or 10 pg/ml interleukin 1 2 beta (IL1-ß) (Reprokine) or 5 μg/ml flagellin

from S. typhimurium (FLA-ST) (Invivogen). Where indicated monocytes were pre-incubated

with 50 pg/ml monoclonal anti-IFN-α IgA (Invivogen, #maba-hifna-3) neutralizing antibody

or 50 pg/ml IgA control antibody (Invivogen, #maba-2 control) for 30min before prior incuba-

tion with 50 pg/ml IFN-α.

For infection of monocytes with HIV-1, 0.5x10^6 CD14+ monocytes were transferred into

a 5ml polypropylene tube. The cell pellet was incubated with HIV-1 at a concentration of

1x10^6 i.p. or as indicated in 200 μl R10 at 37˚C and 5% CO2. After 2h, 800 μl R10+ was added

to the tube and cells were further incubated for 24 h at 37˚C and 5% CO2. Cells were centri-

fuged for 5 min at 400 x g at 4˚C. The cell pellet and the cell culture supernatant were used for

further processing or stored at -80˚C.

BlaM-Vpr assay

The BlaM-Vpr assay was used to determine frequency of HIV-1 entry into monocytes. 1x105

CD14+ monocytes were incubated with NL4-3 R5 or X4 BlaM-Vpr virus at a concentration of

250 ng p24 in 200 μl R10 at 37˚C and 5% CO2 and incubated for 12 h at 37˚C and 5% CO2.

Where indicated, cells were pre-incubated with 40 μM maraviroc (Sigma) prior to infection

with HIV-1. Cells were then centrifuged for 5 min at 400 x g at 4˚C, washed twice with 1 ml of

CO2 independent media, and resuspended in 28 μl CCF2-AM loading reagent mix in 150 μl

CO2 independent media and incubated for 1 h at room temperature (Life Technologies, beta

lactamase loading kit). Cells were then washed once with 1 ml CO2 independent media and 3

times with 1 ml cold D-PBS with all centrifugation steps for 5 min at 400 x g at 4˚C. Cells were

resuspended in 100 μl PBS containing 0.1 μl viability stock solution (fixable viability stain 780,

BD Bioscience) for 15 min at room temperature. Cells were washed with D-PBS for 5 min at

400 x g at 4˚C and resuspended in 200 μl 2% PFA in PBS. Samples were kept in the dark at 4˚C

before analyzed on a LSR Fortessa flow cytometer (BD Biosciences). Uninfected cells were

detected with the violet laser (405 nm, 100mW) and a 450/50 nm bandpass filter whereas

infected cells were visible with the violet laser and a 505nm low-pass filter / 525/50 nm band-

pass filter. Dead cells were detected with a red laser (640nm, 40mW).

RNA extraction and PCR

Pinch biopsies of intestinal tissue were mechanically homogenized using a rotostator and then

passed over a Qiashredder column (Qiagen). RNA was extracted from homogenized tissue,

PBMCs, CD14+ monocytes and sorted cell populations using the RNAeasy kit (Qiagen) fol-

lowing the manufacturer’s protocol. RNA was stored at -80˚C until further use or directly tran-

scribed into cDNA using the high capacity cDNA reverse transcriptase kit (Applied

Bioscience). HBD1 and HBD2 cDNA was quantified by qPCR using the Brilliant II SYBR1

green qPCR master mix (Agilent technology) and analyzed with a MX3000 light cycler (Strata-

gene) using the following program: Segment 1–95˚C for 10:00, Segment 2–95˚C for 00:30,

58˚C for 01:00, 72˚C for 00:30 (run 40 cycles), Segment 3–95˚C for 1:00, 55˚C for 00:30, 95˚C

for 00:30. Ct values were normalized (ΔCt) against the ribosomal housekeeping gene ribosomal

protein S9 (RP9) as described and validated elsewhere [41–44]. We did not observe any

Acute HIV-1 infection and anti-bacterial peptides
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inflammation or infection induced changes in RP9 Ct values. Relative expression of HBD1-2 is

presented as the reciprocal log2 of the ΔCt value. Primers were designed using primer-Blast

(NCBI; http://www.ncbi.nlm.nih.gov/tools/primer-blast/). All primers spanned at least one

exon-exon junction. The following primers were used for all HBD PCR experiments: HBD1F

CAGTCGCCATGAGAACTTCCT,HBD1R CACTCCCAGCTCACTTGCAG,HBD2F CCAGCCAT
CAGCCATGAGGGT, HBD2R GGAGCCCTTTCTGAATCCGCA,HBD3F TCTGCCTTACCATT
GGGTT, HBD3R TTTCTTCGGCAGCATTTTC.For quantification of IFNA and ISG15 tran-

scripts, primers were used as published [45, 46].

HBD1 ELISA

Undiluted cell culture supernatants were loaded onto an ELISA plate coated with antibody

against HBD1. ELISA was performed following the manufacturer’s instructions (Peprotech).

Flow cytometry

Cryopreserved PBMCs from acute (n = 8) and HIV-uninfected control subjects (n = 9) were

thawed and 0.5x106 cells were stained for viability with a LIVE/DEAD fixable blue or green

dead cell stain kit (Life Technologies). For phenotypic characterization of monocytes and DCs,

cell surface antigens were stained for 15 min at room temperature with the following mouse

anti-human monoclonal antibodies: FITC anti-CD3 (clone UCHT1; Biolegend), CD19 (clone

HIB19; Biolegend), CD56 (clone HCD56; Biolegend), CD66b (clone G10F5; BD Bioscience),

BV605 anti-CD4 (clone SK3; BD Bioscience), v500 anti-CD45 (clone HI30; BD Bioscience),

APC-H7 anti-CD16 (clone 3G8; BD Bioscience), PE-Cy5 anti-CXCR4 (clone 12G5; BD Biosci-

ence), AF700 anti-HLA-DR (clone L243; BD Bioscience), APC anti-CD11c (clone B-ly6; BD

Bioscience), PE-Cy7 anti-CD123 (clone 7G3; BD Bioscience), BV421 anti-CCR5 (clone 2D7;

BD Bioscience), PerCP-Cy5.5 anti-CD14 (clone M5E2; Biolegend). The cells were fixed with

2% paraformaldehyde before running on a LSR Fortessa flow cytometer (BD Biosciences)

within 4 h. Flow data were analyzed with FlowJo (TreeStar).

Cell sorting

Single cell suspensions from surgical excess colon tissue or HIV-uninfected control PBMCs

were stained for viability with a LIVE/DEAD fixable violet dead cell stain kit (Life Technolo-

gies). For phenotypic characterization of epithelial and tissue cells, cell surface antigens were

stained as described above with the following mouse anti-human monoclonal antibodies: APC

anti-CD326 (clone EBA-1; BD Bioscience), v500 anti-CD45 (clone HI30; BD Bioscience). For

phenotypic characterization of monocytes and DCs from PBMCs, cell surface antigens were

stained for 15 min at room temperature with the following mouse anti-human monoclonal

antibodies: FITC anti-CD3 (clone UCHT1; Biolegend), CD19 (clone HIB19; Biolegend),

CD66b (clone G10F5; BD Bioscience), v500 anti-CD45 (clone HI30; BD Bioscience), APC-H7

anti-CD16 (clone 3G8; BD Bioscience), AF700 anti-HLA-DR (clone L243; BD Bioscience),

APC anti-CD11c (clone B-ly6; BD Bioscience), PE-Cy7 anti-CD123 (clone 7G3; BD Biosci-

ence), PerCP-Cy5.5 anti-CD14 (clone M5E2; Biolegend). Stained cells were resuspended in

PBS with 5 mM EDTA and sorted using a FACS Aria II (BD Biosciences).

Statistical analysis

Nonparametric tests were used to compare medians between groups. The Mann-Whitney test

was used for 2 groups and the Kruskal-Wallis test followed by Dunn’s multiple comparison

Acute HIV-1 infection and anti-bacterial peptides
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post tests for>2 groups. Differences were considered significant at p< 0.05. Graphpad Prism

6 was used for all analyses.

Results

Human beta defensin 1 is upregulated during acute HIV-1 infection

HBD 1 and 2 are the only human beta defensins which have been reported to be expressed in

both peripheral blood and mucosal tissue [24, 29, 47, 48]. Human beta defensins have shown

potent antiviral activity against several viruses, including HIV-1 [1, 6, 11, 12, 18, 27, 49, 50].

However, the temporal dynamics of expression of HBDs during HIV-1 infection remains

uncharacterized. We investigated transcriptional levels of HBD1 and 2 using PBMCs and

intestinal pinch biopsies from individuals at different stages of HIV-1 infection. HBD1 was

constitutively expressed in PBMCs obtained from HIV-1 uninfected subjects with levels signif-

icantly increased during acute HIV-1 infection (4-fold increase relative to HIV-1 uninfected,

p = 0.0002) but not in those with chronic progressive (PG) or immunologically controlled

(CT) infection (Fig 1A). Longitudinal sampling of individuals progressing from acute to

chronic infection revealed that HBD1 was down-regulated in the same individuals at later

stages of untreated infection (Fig 1B, p = 0.0354). In contrast to HBD1, HBD2 was undetect-

able or expressed at low levels in PBMCs, regardless of HIV status (S1 Fig). Notably, transcrip-

tion of the antiviral peptide HBD3, was not detected in any intestinal or blood sample by

qPCR (data not shown). Our data indicate that HBD1 is constitutively expressed in PBMCs

and is upregulated during acute HIV-1 infection but returns to baseline levels during chronic

progressive infection. Further, the antiviral peptides HBD2 or HBD3 were not induced during

acute HIV-1 infection.

HBDs have been reported to be primarily expressed in epithelial cells of the gut mucosa [1,

18, 51]. We therefore investigated whether transcription of HBD1 was also altered during

HIV-1 infection in intestinal tissue. HBD1 was found to be constitutively transcribed at high

levels in ileum and colon obtained by gut biopsies from healthy individuals (Fig 1C and 1D).

However, transcription levels were not altered during acute or chronic HIV-1 infection (Fig

1C and 1D). Although the number of gut biopsy samples from acute infected subjects was low

(n = 4), cross-sectional analysis between matched PBMCs and intestinal samples from the

same individuals revealed that HBD1 was significantly increased in PBMCs but not in colon or

ileum relative to HIV-1 uninfected subjects (S1 Fig), p = 0.0015). Similar to our findings in

PBMCs, HBD2 transcription in gut tissue was only found in a few samples across different

cohorts, with low expression levels and no induction in HIV-1 positive samples detected (S1

Fig). Similarly, we were not able to detect HBD3 transcription in intestinal tissue samples from

our cohort (data not shown). These findings demonstrate that upregulation of HBD1 during

acute HIV-1 infection appeared to be compartment specific and that intestinal transcription of

HBDs during HIV-1 infection is not altered.

To determine the specific cell lineages responsible for HBD1 expression in blood in com-

parison to intestinal tissue, we sorted blood CD14+ monocytes, DCs (mDCs and pDCs com-

bined) and lymphocytes (CD19+ B cells and CD3+ T cells combined). For colon tissue, we

sorted intestinal epithelial cells (CD326+), tissue resident leukocytes (CD45+CD326-) and

stromal tissue cells (CD326-CD45-) (S2 Fig). Overall, transcription of HBD1 was higher in

colon compared to PBMCs (Fig 2A and 2B). In PBMCs, CD14+ monocytes (CD16+ and

CD16-) were the main cell type expressing HBD1 transcripts, with some expression in DCs

and no detectable transcription in lymphocytes (Fig 2A). As expected, the highest transcription

in colon was found in epithelial cells, followed by tissue stromal cells, and there were low but

detectable levels in CD45+ tissue immune cells (Fig 2B). These results suggest that in colon,
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HBD1 was constitutively produced by epithelial and tissue cells whereas in PBMCs, CD14

+ monocytes were the main HBD1 producers.

To assess whether alterations in cell frequencies during acute HIV-1 infection might impact

our results, we compared the frequency of conventional (CD14+CD16-) and inflammatory

monocytes (CD14+CD16+) as well as mDCs (CD11c+HLADR+) and pDCs (HLADR+CD123

Fig 2. HBD1 is expressed by circulating monocytes and gut epithelial cells. (A, B) Cells were sorted from 5 different bulk colon excess tissue

(n = 5) or PBMCs (n = 5), RNA extracted and HBD1 transcription quantified by qPCR. For colon, epithelial cells were identified using the surface marker

CD326 and CD45 (S2 Fig). For PBMCs, monocytes were identified as CD14+, DCs as CD11c+ (mDCs) or CD123+ (pDCs) and lymphocytes as CD3

+CD19+ (S2 Fig). Epithelial cells were the main producers of HBD1 in colon whereas CD14+ cells were the main producers in PBMCs. (C, D) The

frequency of HBD1 producing cells is not altered during acute infection. Frequency of monocytes (C) and DC (D) populations in PMBCs from HIV-1-

(n = 9) or acutely (Acute; n = 8) infected individuals was determined by flow cytometry. Conventional monocytes were identified as CD14+ CD16-,

inflammatory monocytes as CD14+ CD16+ and mDCs as well as pDCs as described above (S2 Fig). No significant difference in cell frequencies was

found between HIV-1- and sample from subjects with acute HIV-1 infection for any of the analyzed cell populations (Kruskal-Wallis and Dunn’s multiple

post comparison test). (A-D) Data points are presented with median and interquartile range.

doi:10.1371/journal.pone.0173161.g002
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+) in PBMCs from acutely infected subjects and HIV-1 uninfected control subjects. No signifi-

cant differences were found when comparing the frequency of these cell types, suggesting that

increased level of HBD1 was not due to an increase in frequency of HBD1 producing cells (Fig

2C and 2D and S2 Fig) but rather due to upregulation of HBD1 in monocytes.

HIV-1-induced upregulation of HBD1

We next investigated whether HIV-1 directly induced HBD1 transcription. Incubation of

CD14+ monocytes with R5-tropic HIV-1 significantly increased transcription of HBD1 (Fig

3A, p = 0.0002). HIV-1 induced HBD1 transcription was inhibited when incubating mono-

cytes with the CCR5 antagonist maraviroc (mav), suggesting that viral entry was required for

HDB1 transcription (S2 Fig). Further, both the TLR3 ligand poly I:C and the RIG-I ligand

5’ppp-dsRNA significantly upregulated HBD1 transcription, whereas exposure of monocytes

to the TLR7 ligand R837 (Fig 3A), the TLR9 ligand ODN2006 (S3A Fig) or bacterial products

such as the TLR4 ligand LPS or the TLR5 ligand FLA-ST did not increase HBD1 transcription

(Fig 3A). Interestingly, LPS or FLA-ST induced HBD2 transcription in CD14+ monocytes (Fig

3B), suggesting that HBD1 is induced by viral products whereas HBD2 is induced by bacterial

products.

Although HIV-1 was sufficient to induce HBD1 production in vitro, this required high

amounts of HIV-1. We therefore assessed whether HIV-1 mediated HBD1 induction could

occur when incubating monocytes with concentrations of HIV-1 in the range of the detected

plasma viral loads of subjects in the acute HIV-1 group (S1 Table). Concentrations of HIV-1

below 1x106 infectious particle / ml did not induce significant upregulation of HBD1 in mono-

cytes in vitro (Fig 3C). Further, HBD1 transcription did not correlate with HIV-1 plasma viral

load in vivo. Next, we investigated whether HIV-1 R5 enters monocytes and therefore triggers

HBD1 transcription directly. We made use of the previously described Vpr-BLaM assay to

detect frequency of early viral entry [40]. Non-activated CD4+ T cells and CD14+ monocytes

were isolated from PBMCs obtained from healthy subjects and infected with either X4 or

R5-tropic HIV-1. CD4 T cells served as a positive control. After 12 h, the majority of control

CD4 T cells showed high levels of entry of X4 but not R5-tropic HIV-1 (Fig 3E and 3F). Effi-

cient X4 tropic virus entry was expected since CD4 T cells express high levels of CXCR4.

CCR5 mediated entry into CD4 T cells was specific since the CCR5 antagonist maraviroc was

able to block infection. Although we used a high viral titer, only 1–3% of monocytes were per-

missive to HIV-1 entry (Fig 3E and 3F). Together, these data suggest that HIV-1 as well as

ligands for TLR3 and RIG-I can directly induce HBD1 transcription. However, monocytes are

not permissive to efficient HIV-1 entry and physiological viral titers may not be sufficient to

account entirely for HBD1 induction observed during acute HIV-1 infection.

HBD1 is part of the early IFN-α induced antiviral immune response

IFN-α is a key regulator of genes with anti-HIV-1 activity during acute infection [52]. We

therefore tested whether IFN-α induced upregulation of HBD1 as part of the early interferon

stimulated innate immune response against HIV-1 [53]. Incubation of monocytes with physio-

logically relevant concentrations of recombinant IFN-α was associated with significant (p<

0.0001) upregulation of HBD1 transcription (Fig 4A). Upregulation of HBD1 was dependent

on IFN-α concentration and blocked by an anti-IFN-α IgA neutralizing but not control IgA

antibody (Fig 4A). Incubation with recombinant IFN-α as well as HIV-1 or poly I:C led not

only to induction of HBD1 transcripts but also to release of HBD1 peptide as measured by

ELISA in cell culture supernatants (S2 Fig). Notably, in the same conditions recombinant IFN-

α also significantly upregulated other well-known interferon stimulated genes such as ISG15

Acute HIV-1 infection and anti-bacterial peptides
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Fig 3. HIV-1 induces HBD1 in vitro but is unlikely to be sufficient in vivo. (A-C) CD14+ monocytes isolated using Miltenyi MACS

technology were incubated with either HIV-1 R5, poly I:C (TLR3 ligand), 5’ppp-dsRNA (RIG-I ligand), R837 (TLR7 ligand), LPS (TLR4

ligand) or FLA-ST (TLR5 ligand), or left untreated. After 24 h cells were harvested and RNA extracted. Relative expression of HBD1

(A, C) or HBD2 (B) was assessed using quantitative PCR. HBD1 expression was found to be significantly increased in monocytes

when incubated with HIV-1 R5, poly I:C or 5’pppdsRNA (A), whereas LPS and FLA-ST induced HBD2 (B). (C) Significant upregulation

Acute HIV-1 infection and anti-bacterial peptides
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(Fig 4B), suggesting that IFN-α could potentially contribute to HIV-1 mediated upregulation

of HBD1 in vivo as part of the early innate immune response. To analyze this further, we deter-

mined the level of IFNA and ISG15 transcripts in PBMCs from the acute patient cohort. We

found IFNA and ISG15 transcripts upregulated in acute PBMCs compared to HIV-uninfected

control subjects and HIV chronic progressors. HIV-1 induces also other pro-inflammatory

cytokines during acute infection such as TNF-α and IL1-β [53–55], however these cytokines

did not induce HBD1 transcription in monocytes (S3B Fig). Importantly, IFNA as well as

ISG15 transcriptional level correlated strongly with HBD1 transcripts supporting the finding

that HBD1 is induced by IFN-α rather than HIV-1 directly. Together, these data suggest that

although HIV-1 can directly induce HBD1 expression, HIV-1-induced type I interferons may

play a role in HBD1 upregulation as part of the early innate immune response during acute

HIV-1 infection.

Discussion

Failure of early innate effector mechanisms allows HIV-1 to establish a chronic lifelong infec-

tion. Understanding these early responses is therefore important to improve strategies for pro-

tecting against HIV-1 transmission. In this study, we characterized HBD expression in vivo
during early and chronic HIV-1 infection. We report that among the HBDs, only HBD1 is

upregulated in circulating monocytes during acute HIV-1 infection and that this increase is

likely mediated as part of the early type I interferon innate antiviral immune response.

Although HBDs have been described as having antiviral activity in vitro, this is the first report

showing that HBD1 is highly upregulated during acute HIV-1 infection in vivo. Importantly,

in vitro HBD2 and HBD3 showed strong antiviral activity whereas HBD1 showed no signifi-

cant antiviral activity against HIV-1 [11, 12, 27, 50]. These studies indicate that in vivo HBD1

may not have the same impact as HBD2 and HBD3 on HIV-1 transmission and viral control.

Therefore, IFN-α induced upregulation of HBD1 may not support type I interferon induced

antiviral defense mechanisms.

We report that HBD1 upregulation in vivo is triggered by IFN-α. However, in vitro HIV-1

infection of monocytes using high viral amounts induces similar levels of HBD1 transcripts.

We observed direct induction of HBD1 by HIV-1 but this is unlikely to be the only mechanism

of HBD1 upregulation given that HBD1 transcription returned to baseline during chronic

HIV-1 infection despite high plasma viral load. A limitation of the study is the small sample

size in the group of HIV-infected progressors (Fig 1A), which may explain why we did not

observe significant upregulation of IFNA and ISG15 during the chronic phase of HIV-1 infec-

tion as reported in other studies [56]. However we found statistically significant downregula-

tion of HBD1 when following acutely infected subjects over time (Fig 1B), supporting our

conclusion that HBD1 is not upregulated during chronic HIV-1 infection. Additionally,

HBD1 did not correlate with plasma viral loads during acute or chronic infection and the fre-

quency of infected monocytes was below 5% in vitro and may not solely explain the significant

of HBD1 by HIV-1 was only achieved at 1x10^6 infection HIV-1 particles (i.p.) (Kruskal-Wallis and Dunn’s multiple post comparison

test). Data points are presented with median and interquartile range which each dot representing an independent experiment from a

different healthy control subject. (D) HBD1 transcription in PBMCs of subjects with acute HIV-1 infection (Fig 1A) was plotted against

the corresponding viral load which each dot representing one subject. No significant correlation was found between viral load and

HBD1 transcription (Spearman r correlation). (E, F) CD4+ T cells or CD14+ monocytes were isolated from PBMCs and incubated with

either β-lactamase packaged HIV-1 X4 (CXCR4 tropic)/ HIV-1 R5 (CCR5 tropic) or left untreated. Where indicated cells were pre-

treated with the CCR5 antagonist maraviroc (Mav) for 30min before HIV-1 treatment. All virus contained Vpr-BlaM which allowed

assessment of HIV-1 entry into cells 12h after exposure. The highest entry was observed in CD4+ T cells by HIV-1 X4, whereas HIV-1

R5 entered CD4+ T cells as well CD14+ monocytes at low frequency. The graph shows the median and interquartile range with each

dot representing one independent experiment from a different healthy control subject (F).

doi:10.1371/journal.pone.0173161.g003
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Fig 4. IFN-α is a potent inducer of HBD1 in monocytes in vitro and correlates with HBD1 transcription in vivo. (A, B)

CD14+ monocytes (A n = 11 and B n = 5) were isolated from PBMCs and incubated with different concentrations of

recombinant IFN-α2 or left untreated. Where indicated cells were treated with either an anti-IFN-α or an isotype control

antibody 30 min before stimulation with 50 pg/ml recombinant IFN-α2. Relative expression of HBD1 and ISG15 was

assessed using quantitative PCR. IFN-α2 was found to significantly upregulate HBD1 and ISG15. Each dot represents one

Acute HIV-1 infection and anti-bacterial peptides
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upregulation of HBD1 in vivo. HIV-1 entry was required for HBD1 upregulation since the

CCR5 antagonist maraviroc blocked HIV-1-induced HBD1 upregulation, suggesting that

sensing of intracellular HIV-1 was necessary for this induction. We also showed that increased

production of HBD1 may be mediated through TLR3 and RIG-I ligands. Interestingly, TLR7

activation (Fig 3) or TLR9 activation (S3A Fig) did not result in HBD1 upregulation. It has

been reported that RIG-I can be activated by HIV-1 viral RNA in vitro and that RIG-I can

induce interferons as well as the HIV host restriction factor APOBEC-3 [32, 33]. TLR3 has

been described to induce antiviral activity during acute HIV-1 infection [35, 57], including

upregulation of antiviral micro-RNAs in macrophages [57]. The impact of RIG-I on HIV-1

mediated HBD1 transcription is likely higher than that of TLR3 since HIV-1 RNA after viral

entry is located in the cytoplasm rather than in the endosome. Activation of RNA sensing

receptors by HIV-1 could activate not only HBD1 but also additional antiviral pathways lead-

ing to either protection or pathology. It will be of interest to study further whether HIV-1

infection truly results in activation of RIG-1 and TLR3 signaling in monocytes in vivo and

whether this has an impact on viremia and disease progression.

Other cell types such as pDCs have also been described to express HBD1 [58–60], however

we found only low constitutive transcription of HBD1 in DCs and little upregulation of HBD1

after stimulation (data not shown). HBD1 expression levels were 10–50 times lower in DCs

compared to monocytes and are therefore unlikely to significantly contribute to increased

HBD1 levels in PBMCs in vivo. However, it is possible that DCs indirectly stimulate produc-

tion of HBD1 observed during acute HIV-1 infection by secretion of IFN-α. In fact, pDCs are

thought to be the main source of plasma IFN-α during viral infections and low frequencies of

pDCs are sufficient to produce enough IFN-α to stimulate co-cultured monocytes [61]. Plate-

lets have been shown to be another potential source of HBD1 as they have been shown to store

HBD1 in lipid vesicles and release it upon stimulation [60]. We did not investigate release of

HBD1 from platelets, however HBD1 release by platelets has only been reported after incuba-

tion with bacteria [60] and we found HBD1 release dependent on viral RNA recognition.

Additionally, IFN receptors are not expressed by platelets [59].

Previous reports demonstrated high levels of HBD expression in epithelial cells of tissue

compartments such as the intestinal tract. Transcription of HBD1 was 10–100 times higher in

gut tissue compared to PBMCs. However, transcription was not altered in this compartment

during acute infection. We found HBD1 transcription to be induced directly by HIV-1 and by

IFN-α. HIV-1 is not known to infect epithelial cells efficiently and therefore would not be

expected to reach the intracellular compartment in high amounts. In contrast, type I interferon

receptors are expressed by all nucleated cell types [62]. However, parenteral administration of

type I interferons in mice does not lead to epithelial cell activation due to the apical orientation

of the IFN-α/β receptors [63]. Therefore, HIV-1 induced expression of type I interferons on

the basolateral side might not lead to HBD1 upregulation in epithelial cells. This does not

exclude the possibility that gut-resident DCs produce IFN-α upon HIV-1 induced intestinal

inflammation [64]. We were not able to measure IFNA transcripts in gut biopsy tissues due to

independent experiment from a different healthy control subject. (C, D) Human PBMCs were isolated from whole blood from

HIV-1 uninfected (HIV-) (C n = 5, D n = 9), HIV-1 untreated chronic progressors (PG) (C n = 9, D n = 14) and acutely HIV-1

infected (Acute) individuals (C n = 12, D n = 15). IFNα (IFNA) transcription of PBMCs was assessed by qPCR. IFNA and

ISG15 were both significantly upregulated in acutely but not chronically infected subjects compared to HIV-uninfected

control subjects (A-D) Kruskal-Wallis and Dunn’s multiple comparison test with graphs showing median and interquartile

range. (E, F) HBD1 transcription in PBMCs of subjects with acute HIV-1 infection (Fig 1A) was plotted against the

corresponding transcription of IFNA (E) or ISG15 (F) with each dot representing one subject. ISG15 and IFNA were found to

significantly correlate with HBD1 transcription in acutely infected individuals (Spearman r correlation).

doi:10.1371/journal.pone.0173161.g004
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limitations in sample material. It would be important to correlate IFNA with HDB1 transcrip-

tion in this compartment to fully understand the role of type 1 interferons in the regulation of

defensins in the gut. Other regulatory pathways have been described to upregulate HBD1 in

intestinal epithelial cells, such as hypoxia inducible factor-1 alpha (HIF-1α) [7, 65], the tran-

scription factor c-Myc, or the circadian clock protein BMAL1 [7]. HIF-1α and c-Myc control

HBD1 expression in epithelial cells in a non-inflammatory manner [7], supporting our find-

ings that HBD1 transcription is not altered during acute viral infection in these cells. Acute

HIV-1 also did not lead to downregulation of HBD1 in the intestinal tract (S2 Fig) suggesting

that microbial translocation is not linked to a lack of HBD expression. However, we have not

measured protein levels in this compartment and our sample size was relatively small (n = 4).

Indeed, we noted a trend towards lower HBD1 transcription in colon from subjects with acute

HIV-1 infection compared to controls. This trend might reach significance with a larger sam-

ple size. It will be interesting to see whether larger cohorts would be able to identify small dif-

ferences in HBD1 transcription in gut epithelial cells during HIV-1 infection.

In our study, the two beta defensins with reported anti-HIV1 activity, HBD2 and HBD3

were not induced during acute or chronic HIV-1 infection in PBMCs or gut tissue. However,

we observed increased transcription of HBD2 by LPS or flagellin in blood monocytes, consis-

tent with previous findings that bacterial products induce HBD2 expression in intestinal epi-

thelial cells and PBMCs [66, 67]. Furthermore, we observed a trend toward lower HBD1

transcription in LPS-stimulated PBMCs (Fig 3A). These observations suggest HBD1 and

HBD2 are induced by viral or bacterial products respectively, and regulated by distinct path-

ways. It remains uncertain whether induction of HDB2 expression in vivo would be beneficial

and reduce viral burden. However, induction of this antiviral peptide by bacterial products

such as LPS may exacerbate the chronic inflammation and inflammation related diseases

observed in HIV-1 infected individuals [68].

The impact of HBD1 on HIV-1 acquisition and progression has been studied on a popula-

tion level. Three studies investigated polymorphism in the DEFB1 gene and their impact on

mother-to-child HIV-1 transmission. Two studies found an increase of a common polymor-

phism in infected versus uninfected children [69, 70] and one study showed a correlation of

polymorphisms with HIV-1 copies in the breast milk of infected woman [71]. A more recent

study in a cohort of HIV-1 infected adults off ART associated polymorphisms in DEFB1 with

viral load and CD4 counts [72]. However, these studies did not address whether HIV disease

markers correlated with increased or decreased protein levels of HBD1. Overall, our study pro-

vides new insights into the kinetics of HBD1 expression in vivo during acute HIV-1 infection

and identifies a specific mechanism by which HIV-1 infection results in upregulation of

HBD1. This work contributes to our understanding of the role of defensins in early innate

antiviral responses, HIV-1 evasion strategies, and may lead to the development of interven-

tions to prevent and control HIV-1 transmission and disease progression.

Supporting information

S1 Fig. HBD2 and HBD1 transcription in intestinal tissue is not altered during HIV-1

infection. (A) Human PBMCs were isolated from whole blood from HIV-1 neg (n = 6), HIV-

1 untreated chronic progressors (PG; n = 8), HIV-1 controllers (CT; n = 9) and acutely HIV-1

infected (Acute; n = 32) individuals. HBD2 and HBD1 transcription was assessed by qPCR.

(B) RNA was extracted from gut pinch biopsies from HIV-1- (n = 5), untreated chronic pro-

gressors (PG; n = 4), HIV-1 controller (CT; n = 9) and HIV-1 acutely (Acute; n = 4) infected

individuals and HBD2 transcription was assessed by qPCR. No statistical test was performed

as only 11 samples from all groups and compartments had detectable levels of HBD2. (D-F)
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No significant differences in HBD1 expression in colon (D) or ileum (E) were found between

HIV-uninfected and HIV acute infected subjects, whereas the same subjects showed a signifi-

cant increase of HBD1 in blood (F) (Mann-Whitney test with graphs showing median and

interquartile range).

(TIF)

S2 Fig. Gating strategy for flow cytometry and HIV-1 induced HBD1 transcription and

peptide release. For sorting of epithelial cells and CD45+ cells (Fig 2B) from colon tissue, epi-

thelial cells were identified by gating on cells in the SSC-A/FSC-A, viable cells, CD45- and

CD326 high. Gut resident leukocytes were identified as CD45+ and tissue fibroblasts as

CD326-CD45-. (B) For cell sorting (Fig 2A) or flow cytometry analysis (Fig 2C and 2D) of

PBMCs, cells were gated by SSC/FSC, viability and CD45+. Lymphocytes were identified as

CD19 (B cells), CD3 (T cells) and CD 56 (NK cells) positive. Monocytes were identified as

CD3-CD19-CD56-CD14+. For analysis of monocyte subsets pro-inflammatory monocytes

were identified as CD14+CD16+ and classical monocytes as CD14+CD16-. DCs populations

were identified as CD3-CD19-CD56-HLADR+CD14-and CD11c+ (mDCs) or

CD3-CD19-CD56-HLADR+CD14-CD11c-CD123+ (pDCs). For cell sorting mDCs and pDCs

were pooled into one DCs population (Fig 2A). (C) CD14+ monocytes (n = 12) isolated using

Miltenyi MACS technology were incubated with either HIV-1 R5 or left untreated. Where

indicated, cells were pre-incubated with the CCR5 antagonist maraviroc (mav) 30 min prior to

exposure to HIV-1. After 24 h cells were harvested and RNA extracted. Relative expression of

HBD1 was found to be significantly increased in monocytes when incubated with HIV-1 R5

which was inhibited by maraviroc treatment. (D) Release of HBD1 peptide was determined in

cell culture supernatants by ELISA. Release of HBD1 peptide was significantly induced by

stimulation of monocytes (n = 6) with high concentrations of HIV-1, IFN-α or the TLR3

ligand poly I:C compared to untreated control cells. Kruskal-Wallis and Dunn’s multiple com-

parison test with graphs showing median and interquartile range and each dot representing

one independent experiment from a different healthy control subject.

(TIF)

S3 Fig. The TLR9 agonist ODN2006 and the pro-inflammatory cytokines TNF-α or IL1-β
do not induce HBD1 transcription in monocytes. (A-C) CD14+ monocytes (n = 4) isolated

using Miltenyi MACS technology were incubated with 5μM (TLR9 ligand), 10pg/ml TNF-α,

10pg/ml IL1-β or left untreated. After 24 h cells were harvested and RNA extracted. Relative

expression of HBD1 was assessed using quantitative PCR. HBD1 expression was not signifi-

cantly increased in monocytes when incubated with the TLR9 ligand, TNF- α or IL1-β ((A)

Mann-Whitney test, (B) Kruskal-Wallis and Dunn’s multiple post comparison test). Data

points are presented with median and interquartile range which each dot representing an inde-

pendent experiment from a different healthy control subject.

(TIF)

S1 Table. Clinical and demographic data of HIV-1 infected and HIV-1 uninfected subjects.

(DOCX)

Acknowledgments

We’d like to thank Gregory S. Olson and Brittany Bowman for technical assistance, the entire

clinical core at the Ragon Institute, the Kwon lab and the pathology lab at Massachusetts Gen-

eral Hospital, Molly A. Amero and members of the Rosenberg lab for sample processing and

providing clinical data, John Garber and Jim Richter for performing endoscopy procedures.

Acute HIV-1 infection and anti-bacterial peptides

PLOS ONE | DOI:10.1371/journal.pone.0173161 March 2, 2017 15 / 19

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0173161.s002
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0173161.s003
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0173161.s004


Author Contributions

Conceptualization: BC DSK CK.

Data curation: BC CK ACL.

Formal analysis: BC AES ACL.

Funding acquisition: DSK MA TMA ESR.

Investigation: BC AES ACL CK.

Methodology: BC AES ACL.

Project administration: ESR TMA MA DSK.

Resources: ESR TMA CK MA.

Supervision: DSK TMA MA.

Validation: ESR AES.

Visualization: BC AES ACL.

Writing – original draft: BC DSK.

Writing – review & editing: BC DSK ACL AES CK.

References
1. Hazlett L, Wu M. Defensins in innate immunity. Cell Tissue Res. 2011; 343(1):175–88. Epub 2010/08/

24. doi: 10.1007/s00441-010-1022-4 PMID: 20730446

2. Wiesner J, Vilcinskas A. Antimicrobial peptides: the ancient arm of the human immune system. Viru-

lence. 2010; 1(5):440–64. Epub 2010/12/24. doi: 10.4161/viru.1.5.12983 PMID: 21178486

3. Cederlund A, Gudmundsson GH, Agerberth B. Antimicrobial peptides important in innate immunity.

Febs J. 2011; 278(20):3942–51. Epub 2011/08/19. doi: 10.1111/j.1742-4658.2011.08302.x PMID:

21848912

4. Yang D, Biragyn A, Hoover DM, Lubkowski J, Oppenheim JJ. Multiple roles of antimicrobial defensins,

cathelicidins, and eosinophil-derived neurotoxin in host defense. Annu Rev Immunol. 2004; 22:181–

215. Epub 2004/03/23. doi: 10.1146/annurev.immunol.22.012703.104603 PMID: 15032578

5. Ganz T. The role of antimicrobial peptides in innate immunity. Integr Comp Biol. 2003; 43(2):300–4.

Epub 2003/04/01. doi: 10.1093/icb/43.2.300 PMID: 21680437

6. Klotman ME, Chang TL. Defensins in innate antiviral immunity. Nature reviews Immunology. 2006; 6

(6):447–56. Epub 2006/05/26. doi: 10.1038/nri1860 PMID: 16724099

7. Sherman H, Froy O. Expression of human beta-defensin 1 is regulated via c-Myc and the biological

clock. Mol Immunol. 2008; 45(11):3163–7. Epub 2008/04/25. doi: 10.1016/j.molimm.2008.03.004

PMID: 18433872

8. Zilbauer M, Jenke A, Wenzel G, Postberg J, Heusch A, Phillips AD, et al. Expression of human beta-

defensins in children with chronic inflammatory bowel disease. PLoS One. 2010; 5(10):e15389. Epub

2010/11/03. doi: 10.1371/journal.pone.0015389 PMID: 21042595

9. Vora P, Youdim A, Thomas LS, Fukata M, Tesfay SY, Lukasek K, et al. Beta-defensin-2 expression is

regulated by TLR signaling in intestinal epithelial cells. J Immunol. 2004; 173(9):5398–405. Epub 2004/

10/21. PMID: 15494486

10. Meisch JP, Nishimura M, Vogel RM, Sung HC, Bednarchik BA, Ghosh SK, et al. Human beta-defensin

3 peptide is increased and redistributed in Crohn’s ileitis. Inflamm Bowel Dis. 2013; 19(5):942–53. Epub

2013/03/21. doi: 10.1097/MIB.0b013e318280b11a PMID: 23511030

11. Sun L, Finnegan CM, Kish-Catalone T, Blumenthal R, Garzino-Demo P, La Terra Maggiore GM, et al.

Human beta-defensins suppress human immunodeficiency virus infection: potential role in mucosal pro-

tection. J Virol. 2005; 79(22):14318–29. Epub 2005/10/29. doi: 10.1128/JVI.79.22.14318-14329.2005

PMID: 16254366

Acute HIV-1 infection and anti-bacterial peptides

PLOS ONE | DOI:10.1371/journal.pone.0173161 March 2, 2017 16 / 19

http://dx.doi.org/10.1007/s00441-010-1022-4
http://www.ncbi.nlm.nih.gov/pubmed/20730446
http://dx.doi.org/10.4161/viru.1.5.12983
http://www.ncbi.nlm.nih.gov/pubmed/21178486
http://dx.doi.org/10.1111/j.1742-4658.2011.08302.x
http://www.ncbi.nlm.nih.gov/pubmed/21848912
http://dx.doi.org/10.1146/annurev.immunol.22.012703.104603
http://www.ncbi.nlm.nih.gov/pubmed/15032578
http://dx.doi.org/10.1093/icb/43.2.300
http://www.ncbi.nlm.nih.gov/pubmed/21680437
http://dx.doi.org/10.1038/nri1860
http://www.ncbi.nlm.nih.gov/pubmed/16724099
http://dx.doi.org/10.1016/j.molimm.2008.03.004
http://www.ncbi.nlm.nih.gov/pubmed/18433872
http://dx.doi.org/10.1371/journal.pone.0015389
http://www.ncbi.nlm.nih.gov/pubmed/21042595
http://www.ncbi.nlm.nih.gov/pubmed/15494486
http://dx.doi.org/10.1097/MIB.0b013e318280b11a
http://www.ncbi.nlm.nih.gov/pubmed/23511030
http://dx.doi.org/10.1128/JVI.79.22.14318-14329.2005
http://www.ncbi.nlm.nih.gov/pubmed/16254366


12. Quinones-Mateu ME, Lederman MM, Feng Z, Chakraborty B, Weber J, Rangel HR, et al. Human epi-

thelial beta-defensins 2 and 3 inhibit HIV-1 replication. Aids. 2003; 17(16):F39–48. Epub 2003/10/23.

doi: 10.1097/01.aids.0000096878.73209.4f PMID: 14571200

13. Feng Z, Dubyak GR, Lederman MM, Weinberg A. Cutting edge: human beta defensin 3—a novel antag-

onist of the HIV-1 coreceptor CXCR4. J Immunol. 2006; 177(2):782–6. Epub 2006/07/05. PMID:

16818731

14. Feng Z, Dubyak GR, Jia X, Lubkowski JT, Weinberg A. Human beta-defensin-3 structure motifs that

are important in CXCR4 antagonism. Febs J. 2013; 280(14):3365–75. Epub 2013/05/11. doi: 10.1111/

febs.12328 PMID: 23659571

15. Wilson SS, Wiens ME, Smith JG. Antiviral mechanisms of human defensins. Journal of molecular biol-

ogy. 2013; 425(24):4965–80. Epub 2013/10/08. doi: 10.1016/j.jmb.2013.09.038 PMID: 24095897

16. Seidel A, Ye Y, de Armas LR, Soto M, Yarosh W, Marcsisin RA, et al. Cyclic and acyclic defensins

inhibit human immunodeficiency virus type-1 replication by different mechanisms. PLoS One. 2010; 5

(3):e9737. Epub 2010/03/23. doi: 10.1371/journal.pone.0009737 PMID: 20305815

17. Lafferty MK, Sun L, DeMasi L, Lu W, Garzino-Demo A. CCR6 ligands inhibit HIV by inducing APO-

BEC3G. Blood. 2010; 115(8):1564–71. Epub 2009/12/22. doi: 10.1182/blood-2009-06-226423 PMID:

20023216

18. Gallo RL, Hooper LV. Epithelial antimicrobial defence of the skin and intestine. Nat Rev Immunol. 2012;

12(7):503–16. Epub 2012/06/26. doi: 10.1038/nri3228 PMID: 22728527

19. Mukherjee S, Hooper LV. Antimicrobial defense of the intestine. Immunity. 2015; 42(1):28–39. Epub

2015/01/22. doi: 10.1016/j.immuni.2014.12.028 PMID: 25607457

20. Caballero S, Pamer EG. Microbiota-mediated inflammation and antimicrobial defense in the intestine.

Annu Rev Immunol. 2015; 33:227–56. Epub 2015/01/13. doi: 10.1146/annurev-immunol-032713-

120238 PMID: 25581310

21. Gordon SN, Cervasi B, Odorizzi P, Silverman R, Aberra F, Ginsberg G, et al. Disruption of intestinal

CD4+ T cell homeostasis is a key marker of systemic CD4+ T cell activation in HIV-infected individuals.

J Immunol. 2010; 185(9):5169–79. Epub 2010/10/05. doi: 10.4049/jimmunol.1001801 PMID: 20889546

22. Marchetti G, Bellistri GM, Borghi E, Tincati C, Ferramosca S, La Francesca M, et al. Microbial transloca-

tion is associated with sustained failure in CD4+ T-cell reconstitution in HIV-infected patients on long-

term highly active antiretroviral therapy. Aids. 2008; 22(15):2035–8. Epub 2008/09/12. doi: 10.1097/

QAD.0b013e3283112d29 PMID: 18784466

23. Brenchley JM, Douek DC. The mucosal barrier and immune activation in HIV pathogenesis. Curr Opin

HIV AIDS. 2008; 3(3):356–61. Epub 2009/04/18. doi: 10.1097/COH.0b013e3282f9ae9c PMID:

19372990

24. Duits LA, Ravensbergen B, Rademaker M, Hiemstra PS, Nibbering PH. Expression of beta-defensin 1

and 2 mRNA by human monocytes, macrophages and dendritic cells. Immunology. 2002; 106(4):517–

25. Epub 2002/08/03. doi: 10.1046/j.1365-2567.2002.01430.x PMID: 12153515

25. Lehner T, Wang Y, Whittall T, Seidl T. Innate immunity and HIV-1 infection. Adv Dent Res. 2011; 23

(1):19–22. Epub 2011/03/29. doi: 10.1177/0022034511399081 PMID: 21441475

26. McMichael AJ, Borrow P, Tomaras GD, Goonetilleke N, Haynes BF. The immune response during

acute HIV-1 infection: clues for vaccine development. Nat Rev Immunol. 2010; 10(1):11–23. Epub

2009/12/17. doi: 10.1038/nri2674 PMID: 20010788

27. Weinberg A, Quinones-Mateu ME, Lederman MM. Role of human beta-defensins in HIV infection. Adv

Dent Res. 2006; 19(1):42–8. Epub 2006/05/05. doi: 10.1177/154407370601900109 PMID: 16672548

28. Gao D, Wu J, Wu YT, Du F, Aroh C, Yan N, et al. Cyclic GMP-AMP synthase is an innate immune sen-

sor of HIV and other retroviruses. Science. 2013; 341(6148):903–6. Epub 2013/08/10. doi: 10.1126/

science.1240933 PMID: 23929945

29. Biragyn A, Ruffini PA, Leifer CA, Klyushnenkova E, Shakhov A, Chertov O, et al. Toll-like receptor 4-

dependent activation of dendritic cells by beta-defensin 2. Science. 2002; 298(5595):1025–9. Epub

2002/11/02. doi: 10.1126/science.1075565 PMID: 12411706

30. Campbell JH, Hearps AC, Martin GE, Williams KC, Crowe SM. The importance of monocytes and mac-

rophages in HIV pathogenesis, treatment, and cure. Aids. 2014. Epub 2014/08/22.

31. Iwasaki A. A virological view of innate immune recognition. Annu Rev Microbiol. 2012; 66:177–96. Epub

2012/09/22. doi: 10.1146/annurev-micro-092611-150203 PMID: 22994491

32. Wang Y, Wang X, Li J, Zhou Y, Ho W. RIG-I activation inhibits HIV replication in macrophages. J Leukoc

Biol. 2013; 94(2):337–41. Epub 2013/06/08. doi: 10.1189/jlb.0313158 PMID: 23744645

33. Berg RK, Melchjorsen J, Rintahaka J, Diget E, Soby S, Horan KA, et al. Genomic HIV RNA induces

innate immune responses through RIG-I-dependent sensing of secondary-structured RNA. PLoS One.

2012; 7(1):e29291. Epub 2012/01/12. doi: 10.1371/journal.pone.0029291 PMID: 22235281

Acute HIV-1 infection and anti-bacterial peptides

PLOS ONE | DOI:10.1371/journal.pone.0173161 March 2, 2017 17 / 19

http://dx.doi.org/10.1097/01.aids.0000096878.73209.4f
http://www.ncbi.nlm.nih.gov/pubmed/14571200
http://www.ncbi.nlm.nih.gov/pubmed/16818731
http://dx.doi.org/10.1111/febs.12328
http://dx.doi.org/10.1111/febs.12328
http://www.ncbi.nlm.nih.gov/pubmed/23659571
http://dx.doi.org/10.1016/j.jmb.2013.09.038
http://www.ncbi.nlm.nih.gov/pubmed/24095897
http://dx.doi.org/10.1371/journal.pone.0009737
http://www.ncbi.nlm.nih.gov/pubmed/20305815
http://dx.doi.org/10.1182/blood-2009-06-226423
http://www.ncbi.nlm.nih.gov/pubmed/20023216
http://dx.doi.org/10.1038/nri3228
http://www.ncbi.nlm.nih.gov/pubmed/22728527
http://dx.doi.org/10.1016/j.immuni.2014.12.028
http://www.ncbi.nlm.nih.gov/pubmed/25607457
http://dx.doi.org/10.1146/annurev-immunol-032713-120238
http://dx.doi.org/10.1146/annurev-immunol-032713-120238
http://www.ncbi.nlm.nih.gov/pubmed/25581310
http://dx.doi.org/10.4049/jimmunol.1001801
http://www.ncbi.nlm.nih.gov/pubmed/20889546
http://dx.doi.org/10.1097/QAD.0b013e3283112d29
http://dx.doi.org/10.1097/QAD.0b013e3283112d29
http://www.ncbi.nlm.nih.gov/pubmed/18784466
http://dx.doi.org/10.1097/COH.0b013e3282f9ae9c
http://www.ncbi.nlm.nih.gov/pubmed/19372990
http://dx.doi.org/10.1046/j.1365-2567.2002.01430.x
http://www.ncbi.nlm.nih.gov/pubmed/12153515
http://dx.doi.org/10.1177/0022034511399081
http://www.ncbi.nlm.nih.gov/pubmed/21441475
http://dx.doi.org/10.1038/nri2674
http://www.ncbi.nlm.nih.gov/pubmed/20010788
http://dx.doi.org/10.1177/154407370601900109
http://www.ncbi.nlm.nih.gov/pubmed/16672548
http://dx.doi.org/10.1126/science.1240933
http://dx.doi.org/10.1126/science.1240933
http://www.ncbi.nlm.nih.gov/pubmed/23929945
http://dx.doi.org/10.1126/science.1075565
http://www.ncbi.nlm.nih.gov/pubmed/12411706
http://dx.doi.org/10.1146/annurev-micro-092611-150203
http://www.ncbi.nlm.nih.gov/pubmed/22994491
http://dx.doi.org/10.1189/jlb.0313158
http://www.ncbi.nlm.nih.gov/pubmed/23744645
http://dx.doi.org/10.1371/journal.pone.0029291
http://www.ncbi.nlm.nih.gov/pubmed/22235281


34. Goubau D, Deddouche S, Reis e Sousa C. Cytosolic sensing of viruses. Immunity. 2013; 38(5):855–69.

Epub 2013/05/28. doi: 10.1016/j.immuni.2013.05.007 PMID: 23706667

35. Alexopoulou L, Holt AC, Medzhitov R, Flavell RA. Recognition of double-stranded RNA and activation

of NF-kappaB by Toll-like receptor 3. Nature. 2001; 413(6857):732–8. Epub 2001/10/19. doi: 10.1038/

35099560 PMID: 11607032

36. Sanchez David RY, Combredet C, Sismeiro O, Dillies MA, Jagla B, Coppee JY, et al. Comparative anal-

ysis of viral RNA signatures on different RIG-I-like receptors. Elife. 2016; 5:e11275. Epub 2016/03/25.

doi: 10.7554/eLife.11275 PMID: 27011352

37. Fiebig EW, Wright DJ, Rawal BD, Garrett PE, Schumacher RT, Peddada L, et al. Dynamics of HIV vire-

mia and antibody seroconversion in plasma donors: implications for diagnosis and staging of primary

HIV infection. Aids. 2003; 17(13):1871–9. Epub 2003/09/10. doi: 10.1097/01.aids.0000076308.76477.

b8 PMID: 12960819

38. Murooka TT, Deruaz M, Marangoni F, Vrbanac VD, Seung E, von Andrian UH, et al. HIV-infected T

cells are migratory vehicles for viral dissemination. Nature. 2012; 490(7419):283–7. Epub 2012/08/03.

doi: 10.1038/nature11398 PMID: 22854780

39. Kwon DS, Gregorio G, Bitton N, Hendrickson WA, Littman DR. DC-SIGN-mediated internalization of

HIV is required for trans-enhancement of T cell infection. Immunity. 2002; 16(1):135–44. Epub 2002/02/

05. PMID: 11825572

40. Cavrois M, De Noronha C, Greene WC. A sensitive and specific enzyme-based assay detecting HIV-1

virion fusion in primary T lymphocytes. Nat Biotechnol. 2002; 20(11):1151–4. Epub 2002/10/02. doi: 10.

1038/nbt745 PMID: 12355096

41. Annicotte JS, Chavey C, Servant N, Teyssier J, Bardin A, Licznar A, et al. The nuclear receptor liver

receptor homolog-1 is an estrogen receptor target gene. Oncogene. 2005; 24(55):8167–75. Epub 2005/

08/11. doi: 10.1038/sj.onc.1208950 PMID: 16091743

42. Drewes JL, Szeto GL, Engle EL, Liao Z, Shearer GM, Zink MC, et al. Attenuation of pathogenic immune

responses during infection with human and simian immunodeficiency virus (HIV/SIV) by the tetracycline

derivative minocycline. PLoS One. 2014; 9(4):e94375. Epub 2014/04/16. doi: 10.1371/journal.pone.

0094375 PMID: 24732038

43. Reinwald S, Wiethe C, Westendorf AM, Breloer M, Probst-Kepper M, Fleischer B, et al. CD83 expres-

sion in CD4+ T cells modulates inflammation and autoimmunity. J Immunol. 2008; 180(9):5890–7.

Epub 2008/04/22. PMID: 18424708

44. de Jonge HJ, Fehrmann RS, de Bont ES, Hofstra RM, Gerbens F, Kamps WA, et al. Evidence based

selection of housekeeping genes. PLoS One. 2007; 2(9):e898. Epub 2007/09/20. doi: 10.1371/journal.

pone.0000898 PMID: 17878933

45. Tomescu C, Chehimi J, Maino VC, Montaner LJ. NK cell lysis of HIV-1-infected autologous CD4 primary

T cells: requirement for IFN-mediated NK activation by plasmacytoid dendritic cells. J Immunol. 2007;

179(4):2097–104. Epub 2007/08/07. PMID: 17675468

46. Zahoor MA, Xue G, Sato H, Murakami T, Takeshima SN, Aida Y. HIV-1 Vpr induces interferon-stimu-

lated genes in human monocyte-derived macrophages. PLoS One. 2014; 9(8):e106418. Epub 2014/08/

30. doi: 10.1371/journal.pone.0106418 PMID: 25170834

47. Alp S, Skrygan M, Schlottmann R, Kreuter A, Otte JM, Schmidt WE, et al. Expression of beta-defensin

1 and 2 in nasal epithelial cells and alveolar macrophages from HIV-infected patients. Eur J Med Res.

2005; 10(1):1–6. Epub 2005/03/02. PMID: 15737946

48. Fang XM, Shu Q, Chen QX, Book M, Sahl HG, Hoeft A, et al. Differential expression of alpha- and beta-

defensins in human peripheral blood. Eur J Clin Invest. 2003; 33(1):82–7. Epub 2002/12/21. PMID:

12492457

49. Nakatsuji T, Gallo RL. Antimicrobial peptides: old molecules with new ideas. J Invest Dermatol. 2012;

132(3 Pt 2):887–95. Epub 2011/12/14. doi: 10.1038/jid.2011.387 PMID: 22158560

50. Nakashima H, Yamamoto N, Masuda M, Fujii N. Defensins inhibit HIV replication in vitro. Aids. 1993; 7

(8):1129. Epub 1993/08/01. PMID: 8397954

51. Jarczak J, Kosciuczuk EM, Lisowski P, Strzalkowska N, Jozwik A, Horbanczuk J, et al. Defensins: natu-

ral component of human innate immunity. Hum Immunol. 2013; 74(9):1069–79. Epub 2013/06/13. doi:

10.1016/j.humimm.2013.05.008 PMID: 23756165

52. Neil S, Bieniasz P. Human immunodeficiency virus, restriction factors, and interferon. J Interferon Cyto-

kine Res. 2009; 29(9):569–80. Epub 2009/08/22. doi: 10.1089/jir.2009.0077 PMID: 19694548

53. Stacey AR, Norris PJ, Qin L, Haygreen EA, Taylor E, Heitman J, et al. Induction of a striking systemic

cytokine cascade prior to peak viremia in acute human immunodeficiency virus type 1 infection, in con-

trast to more modest and delayed responses in acute hepatitis B and C virus infections. J Virol. 2009;

83(8):3719–33. Epub 2009/01/30. doi: 10.1128/JVI.01844-08 PMID: 19176632

Acute HIV-1 infection and anti-bacterial peptides

PLOS ONE | DOI:10.1371/journal.pone.0173161 March 2, 2017 18 / 19

http://dx.doi.org/10.1016/j.immuni.2013.05.007
http://www.ncbi.nlm.nih.gov/pubmed/23706667
http://dx.doi.org/10.1038/35099560
http://dx.doi.org/10.1038/35099560
http://www.ncbi.nlm.nih.gov/pubmed/11607032
http://dx.doi.org/10.7554/eLife.11275
http://www.ncbi.nlm.nih.gov/pubmed/27011352
http://dx.doi.org/10.1097/01.aids.0000076308.76477.b8
http://dx.doi.org/10.1097/01.aids.0000076308.76477.b8
http://www.ncbi.nlm.nih.gov/pubmed/12960819
http://dx.doi.org/10.1038/nature11398
http://www.ncbi.nlm.nih.gov/pubmed/22854780
http://www.ncbi.nlm.nih.gov/pubmed/11825572
http://dx.doi.org/10.1038/nbt745
http://dx.doi.org/10.1038/nbt745
http://www.ncbi.nlm.nih.gov/pubmed/12355096
http://dx.doi.org/10.1038/sj.onc.1208950
http://www.ncbi.nlm.nih.gov/pubmed/16091743
http://dx.doi.org/10.1371/journal.pone.0094375
http://dx.doi.org/10.1371/journal.pone.0094375
http://www.ncbi.nlm.nih.gov/pubmed/24732038
http://www.ncbi.nlm.nih.gov/pubmed/18424708
http://dx.doi.org/10.1371/journal.pone.0000898
http://dx.doi.org/10.1371/journal.pone.0000898
http://www.ncbi.nlm.nih.gov/pubmed/17878933
http://www.ncbi.nlm.nih.gov/pubmed/17675468
http://dx.doi.org/10.1371/journal.pone.0106418
http://www.ncbi.nlm.nih.gov/pubmed/25170834
http://www.ncbi.nlm.nih.gov/pubmed/15737946
http://www.ncbi.nlm.nih.gov/pubmed/12492457
http://dx.doi.org/10.1038/jid.2011.387
http://www.ncbi.nlm.nih.gov/pubmed/22158560
http://www.ncbi.nlm.nih.gov/pubmed/8397954
http://dx.doi.org/10.1016/j.humimm.2013.05.008
http://www.ncbi.nlm.nih.gov/pubmed/23756165
http://dx.doi.org/10.1089/jir.2009.0077
http://www.ncbi.nlm.nih.gov/pubmed/19694548
http://dx.doi.org/10.1128/JVI.01844-08
http://www.ncbi.nlm.nih.gov/pubmed/19176632


54. Roberts L, Passmore JA, Williamson C, Little F, Bebell LM, Mlisana K, et al. Plasma cytokine levels dur-

ing acute HIV-1 infection predict HIV disease progression. Aids. 2010; 24(6):819–31. Epub 2010/03/13.

doi: 10.1097/QAD.0b013e3283367836 PMID: 20224308

55. Bosinger SE, Li Q, Gordon SN, Klatt NR, Duan L, Xu L, et al. Global genomic analysis reveals rapid con-

trol of a robust innate response in SIV-infected sooty mangabeys. J Clin Invest. 2009; 119(12):3556–

72. Epub 2009/12/05. doi: 10.1172/JCI40115 PMID: 19959874

56. Scagnolari C, Monteleone K, Selvaggi C, Pierangeli A, D’Ettorre G, Mezzaroma I, et al. ISG15 expres-

sion correlates with HIV-1 viral load and with factors regulating T cell response. Immunobiology. 2016;

221(2):282–90. Epub 2015/11/14. doi: 10.1016/j.imbio.2015.10.007 PMID: 26563749

57. Zhou Y, Wang X, Liu M, Hu Q, Song L, Ye L, et al. A critical function of toll-like receptor-3 in the induction

of anti-human immunodeficiency virus activities in macrophages. Immunology. 2010; 131(1):40–9.

Epub 2010/07/20. doi: 10.1111/j.1365-2567.2010.03270.x PMID: 20636339

58. Ryan LK, Dai J, Yin Z, Megjugorac N, Uhlhorn V, Yim S, et al. Modulation of human beta-defensin-1

(hBD-1) in plasmacytoid dendritic cells (PDC), monocytes, and epithelial cells by influenza virus, Herpes

simplex virus, and Sendai virus and its possible role in innate immunity. J Leukoc Biol. 2011; 90(2):343–

56. Epub 2011/05/10. doi: 10.1189/jlb.0209079 PMID: 21551252

59. Garraud O, Cognasse F. Platelet Toll-like receptor expression: the link between "danger" ligands and

inflammation. Inflamm Allergy Drug Targets. 2010; 9(5):322–33. Epub 2010/06/04. PMID: 20518724

60. Kraemer BF, Campbell RA, Schwertz H, Cody MJ, Franks Z, Tolley ND, et al. Novel anti-bacterial activi-

ties of beta-defensin 1 in human platelets: suppression of pathogen growth and signaling of neutrophil

extracellular trap formation. PLoS Pathog. 2011; 7(11):e1002355. Epub 2011/11/22. doi: 10.1371/

journal.ppat.1002355 PMID: 22102811

61. Gomez AM, Ouellet M, Tremblay MJ. HIV-1-triggered release of type I IFN by plasmacytoid dendritic

cells induces BAFF production in monocytes. J Immunol. 2015; 194(5):2300–8. Epub 2015/02/01. doi:

10.4049/jimmunol.1402147 PMID: 25637018

62. Randall RE, Goodbourn S. Interferons and viruses: an interplay between induction, signalling, antiviral

responses and virus countermeasures. J Gen Virol. 2008; 89(Pt 1):1–47. Epub 2007/12/20. doi: 10.

1099/vir.0.83391-0 PMID: 18089727

63. Pott J, Mahlakoiv T, Mordstein M, Duerr CU, Michiels T, Stockinger S, et al. IFN-lambda determines the

intestinal epithelial antiviral host defense. Proc Natl Acad Sci U S A. 2011; 108(19):7944–9. Epub 2011/

04/27. doi: 10.1073/pnas.1100552108 PMID: 21518880

64. Mangan NE, Fung KY. Type I interferons in regulation of mucosal immunity. Immunol Cell Biol. 2012;

90(5):510–9. Epub 2012/03/21. doi: 10.1038/icb.2012.13 PMID: 22430250

65. Kelly CJ, Glover LE, Campbell EL, Kominsky DJ, Ehrentraut SF, Bowers BE, et al. Fundamental role for

HIF-1alpha in constitutive expression of human beta defensin-1. Mucosal Immunol. 2013; 6(6):1110–8.

Epub 2013/03/07. doi: 10.1038/mi.2013.6 PMID: 23462909

66. Harder J, Bartels J, Christophers E, Schroder JM. A peptide antibiotic from human skin. Nature. 1997;

387(6636):861. Epub 1997/06/26. doi: 10.1038/43088 PMID: 9202117

67. Book M, Chen Q, Lehmann LE, Klaschik S, Weber S, Schewe JC, et al. Inducibility of the endogenous

antibiotic peptide beta-defensin 2 is impaired in patients with severe sepsis. Crit Care. 2007; 11(1):R19.

Epub 2007/02/17. doi: 10.1186/cc5694 PMID: 17302973

68. Gootenberg DB, Paer JM, Luevano JM, Kwon DS. HIV-associated changes in the enteric microbial

community: potential role in loss of homeostasis and development of systemic inflammation. Curr Opin

Infect Dis. 2017; 30(1):31–43. Epub 2016/12/07. doi: 10.1097/QCO.0000000000000341 PMID:

27922852

69. Milanese M, Segat L, Pontillo A, Arraes LC, de Lima Filho JL, Crovella S. DEFB1 gene polymorphisms

and increased risk of HIV-1 infection in Brazilian children. Aids. 2006; 20(12):1673–5. Epub 2006/07/27.

doi: 10.1097/01.aids.0000238417.05819.40 PMID: 16868452

70. Braida L, Boniotto M, Pontillo A, Tovo PA, Amoroso A, Crovella S. A single-nucleotide polymorphism in

the human beta-defensin 1 gene is associated with HIV-1 infection in Italian children. Aids. 2004; 18

(11):1598–600. Epub 2004/07/09. PMID: 15238780

71. Ricci E, Malacrida S, Zanchetta M, Montagna M, Giaquinto C, De Rossi A. Role of beta-defensin-1 poly-

morphisms in mother-to-child transmission of HIV-1. J Acquir Immune Defic Syndr. 2009; 51(1):13–9.

Epub 2009/04/25. doi: 10.1097/QAI.0b013e31819df249 PMID: 19390326

72. Estrada-Aguirre JA, Osuna-Ramirez I, de Oca EP, Ochoa-Ramirez LA, Ramirez M, Magallon-Zazueta

LG, et al. DEFB1 5’UTR Polymorphisms Modulate the Risk of HIV-1 Infection in Mexican Women. Curr

HIV Res. 2014; 12(3):220–6. Epub 2014/07/09. PMID: 25001249

Acute HIV-1 infection and anti-bacterial peptides

PLOS ONE | DOI:10.1371/journal.pone.0173161 March 2, 2017 19 / 19

http://dx.doi.org/10.1097/QAD.0b013e3283367836
http://www.ncbi.nlm.nih.gov/pubmed/20224308
http://dx.doi.org/10.1172/JCI40115
http://www.ncbi.nlm.nih.gov/pubmed/19959874
http://dx.doi.org/10.1016/j.imbio.2015.10.007
http://www.ncbi.nlm.nih.gov/pubmed/26563749
http://dx.doi.org/10.1111/j.1365-2567.2010.03270.x
http://www.ncbi.nlm.nih.gov/pubmed/20636339
http://dx.doi.org/10.1189/jlb.0209079
http://www.ncbi.nlm.nih.gov/pubmed/21551252
http://www.ncbi.nlm.nih.gov/pubmed/20518724
http://dx.doi.org/10.1371/journal.ppat.1002355
http://dx.doi.org/10.1371/journal.ppat.1002355
http://www.ncbi.nlm.nih.gov/pubmed/22102811
http://dx.doi.org/10.4049/jimmunol.1402147
http://www.ncbi.nlm.nih.gov/pubmed/25637018
http://dx.doi.org/10.1099/vir.0.83391-0
http://dx.doi.org/10.1099/vir.0.83391-0
http://www.ncbi.nlm.nih.gov/pubmed/18089727
http://dx.doi.org/10.1073/pnas.1100552108
http://www.ncbi.nlm.nih.gov/pubmed/21518880
http://dx.doi.org/10.1038/icb.2012.13
http://www.ncbi.nlm.nih.gov/pubmed/22430250
http://dx.doi.org/10.1038/mi.2013.6
http://www.ncbi.nlm.nih.gov/pubmed/23462909
http://dx.doi.org/10.1038/43088
http://www.ncbi.nlm.nih.gov/pubmed/9202117
http://dx.doi.org/10.1186/cc5694
http://www.ncbi.nlm.nih.gov/pubmed/17302973
http://dx.doi.org/10.1097/QCO.0000000000000341
http://www.ncbi.nlm.nih.gov/pubmed/27922852
http://dx.doi.org/10.1097/01.aids.0000238417.05819.40
http://www.ncbi.nlm.nih.gov/pubmed/16868452
http://www.ncbi.nlm.nih.gov/pubmed/15238780
http://dx.doi.org/10.1097/QAI.0b013e31819df249
http://www.ncbi.nlm.nih.gov/pubmed/19390326
http://www.ncbi.nlm.nih.gov/pubmed/25001249

