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The expression of type | interferons (IFNs) is one of the immediate host responses during most
viral infections. The type I IFN family consists of numerous highly conserved IFNo. subtypes,
IFNB, and some others. Although these IFNo subtypes were initially believed to act
interchangeably, their discrete biological properties are nowadays widely accepted.
Subtype-specific antiviral, immunomodulatory, and anti-proliferative activities were reported
explained by differences in receptor affinity, downstream signaling events, and individual IFN-
stimulated gene expression patterns. Type | IFNs and increased IFN signatures potentially
linked to hyperimmune activation of T cells are critically discussed for chronic HIV (human
immunodeficiency virus) infection. Here, we aimed to analyze the broad immunological effects
of specific type I IFN subtypes (IFNo2, IFNa14, and IFNB) on T and NK cell subsets during
HIV-1 infection in vitro and ex vivo. Stimulation with IFNot14 and IFNB significantly increased
frequencies of degranulating (CD107a") gut-derived CD4* T cells and blood-derived T and
NK cells. However, frequencies of IFNy-expressing T cells were strongly reduced after
stimulation with IFNo14 and IFNB. Phosphorylation of downstream molecules was not only
IFN subtype-specific; also, significant differences in STAT5 phosphorylation were observed in
both healthy peripheral blood mononuclear cells (PBMCs) and PBMCs of HIV-infected
individuals, but this effect was less pronounced in healthy gut-derived lamina propria
mononuclear cells (LPMCs), assuming cell and tissue specific discrepancies. In conclusion,
we observed distinct type | IFN subtype-specific potencies in stimulating T and NK cell
responses during HIV-1-infection.

Keywords: type | IFNs, HIV, LPMCs, CD8+ T cells, CD4+ T cells, NK cells

INTRODUCTION

The expression of type I interferons (IFNs) is one of the immediate host responses during most viral
infections. The type I IFN family comprises multiple IFNa subtypes, which are highly conserved in
their amino acid sequence. Despite their sequence homology, they all differ in their biological
activity such as their antiviral, immunomodulatory, and anti-proliferative properties (1-5) possibly
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due to their different affinities to the type I IEN receptor (IFNAR)
(6), as well as differences concerning downstream signaling
events (1) leading to the induction of distinct IFN-stimulated
gene (ISG) expression patterns (3, 4, 7).

Apart from its direct antiviral effect, [IFNa. also exerts diverse
immunomodulatory properties with high therapeutic potential.
Indeed, pegylated IFN02 is used as clinical treatment in chronic
Hepatitis B virus (HBV) patients with limited success resulting in
up to 36% seroconversion of the HBV viral protein HBe and a
loss of 11% of the HBV surface antigen HBsAg (8, 9).
Unfortunately, IFN therapy is currently associated with
disadvantages including the high variability of responses
between patients and unfavorable side effects. However, the
complete potential of IFNo for therapeutics is not fully
understood yet. In-depths functional profiling of IFNa species,
in particularly with regard to their ability to stimulate immune
cells to eradicate viral reservoirs, might unravel new approaches
to functional cures urgently needed to help individuals with
chronic viral infections like HBV or Human immunodeficiency
virus (HIV).

We could recently show in HBV infection models that other
IFNo subtypes (e.g., IFNa14) are much more potent in
restricting HBV replication than IFNo2 (3). IFNa14 does that
by eliciting effective type I and II signaling crosstalk inducing
many potent antiviral effector molecules (3). Especially in HIV
infection, direct antiviral treatment regimens (combined
antiretroviral therapy, cART) are quite efficient in keeping the
virus in check; however, functional cure is still an obstacle in HIV
therapeutic approaches. Thus, efficient activation of the host
immune response, in particular cytotoxic effector responses of T
cells and natural killer (NK) cells, are most likely required for a
sustained control of HIV infection. We have previously shown
that IFNa14, IFNo6, and IFNol7 significantly inhibited HIV
replication in infected gut-derived lamina propria mononuclear
cells (LPMCs), the earliest cellular targets during natural HIV
infection, as well as peripheral blood mononuclear cells
(PBMCs), whereas the clinically approved IFNo2 showed only
moderate antiviral effects against HIV in both cell types (2, 10).
Detailed analysis in HIV-infected humanized BLT (bone
marrow/liver/thymus) mice in vivo further confirmed this
superior antiviral effect of IFNa14, which significantly reduced
viral loads and increased expression of HIV restriction factors
(2). Interestingly, IFN0.2 treatment increased activation of CD8"
T cells and expression of T cell exhaustion markers (2, 11),
whereas IFNo14 targeted NK cell effector responses and did not
increase the expression of exhaustion markers on CD8" T cells in
HIV-infected humanized mice. Gene therapy with plasmids
encoding IFNf and IFNa.14, but not the clinically used IFNo2,
confers long-term suppression of HIV-1 replication in HIV-
infected humanized mice (12).

Nevertheless, a comprehensive understanding of the
biological effects of IFNo2 in comparison to the other type
I IFN subtypes on human immune cells during HIV infection
is still missing. Here, we aim to close this knowledge gap by
conducting a systematic investigation of the immunomodulatory
properties of different type I IFNs on the important target cell

populations LPMCs and PBMCs during HIV infection.
Specifically, the gut is a critical site for early HIV-1 infection,
as well as for driving chronic immune activation (13). Here, we
infected LPMCs and PBMCs from healthy donors with HIV-1 in
vitro and we further utilized PBMCs from HIV-infected
individuals (People living with HIV; PLWH) and intensively
studied the effect of different type I IFN subtypes on innate and
adaptive immune cells in these samples. The analysis of these cell
cultures highlighted significant differences in expression of
cytotoxic molecules after stimulation with different type I IFNs.
We showed that IFNo14 and IFN rather than IFNo2 induced
the expansion of CD107a" gut-derived CD4" T cells as well as
blood-derived T cells and reduced the proportions of IFNy-
expressing T cells. Additionally, downstream analyses reveal cell
source and tissue-specific differences upon stimulation with
different type I IFNs. In summary, we could demonstrate that
IFNo14 and IFNB mostly increased cytotoxic T cell responses
and decreased IFNY responses during HIV infection;
nevertheless, chronic hyperimmune activation was not driven
by type I IFNs.

MATERIAL AND METHODS

Study Participants/Isolation and
Cultivation of Primary Cells

All HIV* blood samples (6 male HIV* individuals under cART;
HIV-1 RNA copies < 40/ml; the average age was 53.7 years +/-
5.6 years) were collected from the Department of Dermatology at
the University Hospital Essen; healthy HIV™ samples (n=6) were
donated by healthy individuals of the University Hospital Essen.
Blood collection was approved by the Ethics Committee (No.:11-
4715) of the University of Duisburg-Essen.

PBMCs were isolated from each blood sample by density
gradient centrifugation. For this purpose, 9 ml of EDTA-whole
blood mixed with RPMI 1640 supplemented with 100 U/ml
penicillin and 100 mg/ml streptomycin was layered on Pancoll
solution (Pan Biotech, Aidenbach, Germany) and centrifuged at
900 x g for 35 minutes with brakes off. Then, the PBMCs
(interphase) were transferred to a new 50 ml tube and washed
twice with RPMI 1640 medium supplemented with penicillin/
streptomycin. Cryostocks with 1x10” PBMCs/ml were prepared
in fetal calf serum (FCS) (Sigma Aldrich, St. Louis, USA)
supplemented with 10% DMSO.

PBMCs were thawed one day prior to experiments. Up to 90%
of viable cells were cultivated in RPMI 1640 with 10% FCS, 100
U/ml penicillin, 100 mg/ml streptomycin, 2 mM L-glutamine,
and 10 mM HEPES. Cells were incubated at a density of 1x10°
cells/ml over night at 37°C, 5% CO,.

LPMCs were isolated from patients undergoing abdominal
surgery (diagnoses: neuroendocrine tumor (terminal ileum),
colon (ascending colon) cancer; refractory bleeding from the
small intestine; oesophagogastric junctional adenocarcinoma;
malignant melanoma with metastases in small intestine) at the
University Hospital Essen. Samples were received via the
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Westdeutsche Biobank, pathologically evaluated, and judged
macroscopically normal and healthy. LPMC collection was
approved by the Ethics Committee (No.:15-6310) of the
University of Duisburg-Essen. Gut samples from 6 different
patients were used in this study, 3 females and 3 males. The
average age was 64.3 years (+/-17 years). In order to isolate
LPMCs, samples were processed as previously described (14).
Briefly, mucosal tissue was rinsed with HBSS and treated with
1.6 mM DTT for 40 min at 37°C. The tissue was rinsed twice
with HBSS, and the epithelium was removed with two 60 min
treatments of 1 mM EDTA in HBSS and 0.1% BSA
(AppliChem, Darmstadt, Germany) at 37°C. Afterwards,
mucosal tissue was minced into 1-2 mm square portions and
treated with 1-2 mg/ml of collagenase D (Sigma Aldrich) in
RPMI 1640 for two additional 60 min treatments. LPMCs from
each treatment were passed through a cell strainer, and stored
in RPMI 1640 with 45% FCS and 10% DMSO in
liquid nitrogen.

LPMC:s were thawed one day prior to experiments. Up to 50%
of viable cells were cultivated in RPMI 1640 with 10% human
serum (Type AB, Pan Biotech), 100 U/ml penicillin and 100 mg/
ml streptomycin, 1% L-glutamine and 0.4% piperacillin/
tazobactam (Fresenius Kabi, Bad Homburg an der Hoehe,
Germany). Cells were incubated at a density of 2.5x10° cells/ml
over night at 37° C, 5% CO,.

Stimulation With Different Human IFNo
Subtypes and IFN

IFNB was commercially acquired from PBL assays sciences,
whereas IFNo subtypes were produced and purified as
previously described (15). Briefly, recombinant IFNs were
expressed in E. coli after M13 phage transduction. To harvest
the proteins, the bacteria were pelleted, the protein-containing
inclusion bodies were denatured by sonication, dissolved in 6M
guanidin-hydrochlorid, and refolded in arginine. The
recombinant proteins were further purified by ion exchange
chromatography and size exclusion chromatography, specificity
and purity of the proteins were verified after each step via an SDS
gel. By phase separation of the products with Triton X-114,
remaining endotoxin was removed from the solution. Endotoxin
levels were tested using ToxinSensor (GenScript, Piscataway,
USA) and are below 0.25 EU/mL. The activity of each subtype
was determined using the human ISRE-Luc reporter cell line, a
retinal pigment epithelial cell line transfected with a plasmid
containing the Firefly Luciferase gene, stably integrated under
control of the IFN-stimulation-response element (ISRE).
Following stimulation with type I IFNs, chemiluminescence
can be detected and used to calculate the respective activity in
units against commercially available IFNo subtypes (PBL assays
sciences) (2).

Infection
X4-HIV-1n14.3.1RES-Ren Teporter virus was produced by
transfection of HEK293T cells with pNL4.3Ren (16). The
TCIDso were calculated by X-Gal staining of infected TZM-bl
reporter cells.

LPMCs were mock-treated or infected with multiplicity of
infection (MOI) of 0.25 via spinoculation at 1,200 x g for 2 h.
Viral input was removed and cells were washed with DPBS.
LPMCs were cultivated in fresh media containing 2000 U/ml of
the appropriate IFNs at a density of 1x10° cells/ml. Supernatant
of HIV-infected and mock-treated cells were collected at the
indicated time points and stored at -80°C until further use.
Additionally, cells were lysed with PJK lysis buffer (PJK,
Kleinblittersdorf, Germany) for the determination of viral loads.

PBMCs were thawed one day prior to infection and activated
with 1 pg/ml PHA in presence of 10 ng/ml IL-2 (Miltenyi Biotec,
Bergisch Gladbach, Germany) at a density of 1x10° cells/ml over
night at 37°C, 5% CO,. All other conditions for the infection
were the same as for LPMC infection.

Cell Surface and Intracellular Staining by
Flow Cytometry

For surface staining, cells were washed once with FACS buffer
(PBS containing 0.1% BSA and 0.02% sodium azide) and cells
were incubated for 15 min with the antibody mixture in FACS
buffer. Cell surface staining was performed using the following
antibodies: anti-CD3 (UCHTT, eBioscience ), anti-CD4 (RPA-
T4, BioLegend, San Diego, USA), anti-CD8 (RPA-TS,
BioLegend), anti-CD56 (HCD56, BioLegend), anti-HLA-DR
(L243, BioLegend), anti-CD107a (H4A3, BioLegend), and anti-
CD253/Tumor Necrosis Factor Related Apoptosis Inducing
Ligand (TRAIL) (RIK-2, BD). The Fixable Viability Dye (FVD)
eFluor™™ 780 (eBioscienceTM) was used to exclude dead cells from
the analysis. Cells were washed with FACS buffer and fixated
with 4% PFA for up to 2 h. Cells were washed twice with
Intracellular Staining Perm Wash Buffer (BioLegend) and
incubated for 20 min with anti-GzmB (GB11, BD) and anti-
IFNy (XNG1.2, BD) in Intracellular Staining Perm Wash Buffer.
Cells were washed again twice with Intracellular Staining Perm
Wash buffer, collected in FACS staining buffer, and stored at 4°C
until acquisition. Samples were acquired with a BD LSR II flow
cytometer with a HTS module and data were analyzed using
FACSDiva and FlowJo Version 10.8 (both BD Becton Dickinson,
Heidelberg, Germany).

Phosphoflow Staining

For phosphoflow analysis cells were stimulated with 2000 U/ml
IFNo2, IFNo14, IFN, or left unstimulated (-IFN) for 15 min at
37°C. Surface staining was performed simultaneously to IFN
stimulation with the following antibodies: anti-CD3 (UCHTI,
eBioscienceTM), anti-CD4 (RPA-T4, BioLegend), anti-CD8
(RPA-T8, BioLegend), anti-CD56 (HCD56, BioLegend), as well
as FVD. After stimulation cells were immediately fixated with
pre-warmed Fixation Buffer (BioLegend) at 37°C. Cells were then
permeabilized with pre-chilled TruePhos'™ Perm Buffer
(BioLegend) at -20°C for 1 h. Subsequently, cells were washed
twice with Intracellular Staining Perm Wash buffer and the
following antibodies were added to the cells: anti-STAT1
pTyr702 (Miltenyi Biotec); anti-STAT3 pSer727 (Miltenyi
Biotec), and anti-STAT3 pTyr705 (eBioscience' ), anti-STAT5
pTyr694 (BioLegend). After a 30 min incubation, cells were
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washed twice with FACS Intracellular Staining Perm Wash
buffer and stored at 4°C until acquisition. Samples were
acquired with a BD LSR 1II flow cytometer with a HTS module
and data were analyzed using FACSDiva and FlowJo
Version 10.8.

Stimulation With SEB and HLA Class |
Restricted HIV Peptide Pool

LPMCs and PBMCs from healthy individuals and PBMCs from
cART-treated PLWH were stimulated either with 200 ng/ml SEB
(Merck, Darmstadt, Germany) or with 1 pg/ml of an HLA class I
restricted HIV peptide pool (consisting of 22 peptides, each
corresponding to a defined HLA class I-restricted T cell epitope
from HIV; PE peptides & elephants GmbH, Potsdam, Germany)
in the presence of 2000 U/ml IFNa2, IFNoi14, IENB, or without
IFN (-IEN) for 4 days. PBMCs were re-stimulated with 5 pg/ml
SEB or 1 pg/ml peptide pool and incubated in presence of
antibodies against the co-stimulatory molecules CD28 (9F10,
BioLegend) and CD49d (CD2.2, BioLegend) at 37°C for 6 h.
Brefeldin A with a final concentration of 5 pg/ml was added after
1 h of stimulation. Supernatants were collected and stored at -80°
C until further use and cells were immediately used for flow
cytometric analysis.

Multiplex Cytokine and Chemokine

Bead Arrays

Cytokine and chemokine quantification of supernatants from
HIV-infected und uninfected cell cultures were done using the
LEGENDplex COVID-19 Cytokine Storm multiplex assay 1
(BioLegend) according to the provider’s instructions and
analyzed using FACSDiva and the dedicated software provided
by BioLegend. Data acquisition was performed on a BD LSRII
flow cytometer with HTS module.

Statistical Analysis

Experimental data were reported as means + SEM. Statistically
significant differences between the all groups were analyzed using
Friedman test and Dunn’s multiple comparison test. Statistical
analyses were performed using GraphPad Prism software v8
(GraphPad, San Diego, CA, USA).

RESULTS

Stimulation of In Vitro HIV-Infected
Primary Cell Cultures With Different Type |
IFN Subtypes Elevated Cytotoxic T

Cell Responses

Type I IFNs are critical effector cytokines during most viral
infections and their pleiotropic biological functions are
important to fully control viral infections. In particular
during chronic HIV infection, the induction of hyperimmune
activation of T cells by increased IFN signatures is
controversially discussed (17-23). In chronically HIV-
infected humanized mice the type I IFN signature was

associated with T cell dysfunction and reduced viral control
(24-26). In order to further scrutinize the immunomodulatory
effects of type I IFNs during HIV infection we utilized different
primary cells such as blood-derived PBMCs and gut-derived
LPMCs as a model of HIV target immune cell interaction
during natural infection. We infected these cells cultures in
vitro with a Renilla Luciferase expressing X4-tropic HIVyy4 3.
In addition, the infected cell cultures were directly stimulated
with IFNo2, [IFNa14, or IFN and the [FN-mediated effects on
viral loads, immune cell activation, as well as cytokine and
chemokine production were analyzed four days post infection
(dpi). We chose these three IFNs as IFNo14 was previously
shown to have the highest antiviral activity against HIV-1 (2,
10-12), IFNo2 is the clinically approved IFNo subtype with
only moderate anti-HIV activity, and IFN, as it has the highest
affinity to both subunits of the IFNo/f receptor (IFNAR1/2)
resulting in vigorous activation of downstream signaling events
(6,27). In addition, IFNf} might be involved in chronic immune
activation during persistent HIV infection (7) and chronic
Lymphocytic choriomeningitis virus (LCMV) infection (28).
As shown in Figure 1A treatment with the different IFNs
resulted in decreased infection of LPMCs shown by Renilla
Luciferase activity in cell lysates, which is in line with previous
reports (2, 12). In HIV-infected PBMCs treatment with [IFNo14
and IFNJ significantly reduced viral titers, whereas the effect of
IFNo2 was less pronounced (Figure 1A). In HIV-infected
humanized mice we previously saw an increased activation
and effector response of CD8" T cells upon IFN02 treatment
and an improved NK cell cytotoxicity after treatment with
IFNa14. Thus, we next elucidated the effect of the different
IFNs on T cell activation and NK/T cell cytotoxic effector
functions in our HIV-infected primary cell cultures. In in
vitro infected LPMCs slightly increased frequencies of HLA-
DR-expressing T cells were observed, but no additional effect of
IFNs was detected (Figure 1B). Interestingly, the proportion of
CDA4" T cells expressing the degranulation marker CD107a, as a
surrogate marker for cytotoxicity, was significantly higher after
IFN treatment compared to untreated cells (-IFN; Figure 1C).
Furthermore, the frequencies of CD107a* CD4" T cells
increased most after IFNo14 and IFNJ stimulation. In HIV-
infected PBMCs the effects of IFN treatment on CD107a" T
cells was even stronger compared to HIV-infected LPMCs
(Figure 1F). In contrast to studies from HIV-infected
humanized mice (2, 11) in vitro stimulation with IFNa14 and
IFN significantly increased percentages of CD107a-expressing
CD4" and CD8" T cells in comparison to untreated and IFNo2-
treated HIV-infected PBMCs. Similar effects were also observed
in CD56" NK cells, whereas the changes in CD107a-expressing
CD56" NK cells were not significant in LPMCs and PBMCs
(Figures 1C, F). Only minor immunomodulatory effects of IFN
stimulation on TRAIL-expressing cells in LPMCs (Figure 1D)
as well as HLA-DR- and TRAIL-expressing cells in PBMCs
(Figures 1E, G) were observed.

Next, we were interested in the chemokine and cytokine
production in HIV-infected LPMC cultures and how they are
affected by different IFNs. Thus, we analyzed 14 different
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FIGURE 1 | Immune cell activation and cytokine expression after IFN treatment of in vitro infected LPMCs and PBMCs with HIV. LPMCs and PBMCs from healthy
individuals were exposed to X4-HIV-1y14-3-res-ren OF Mock treated with medium and subsequently treated with 2000 U/ml IFNo.2, IFNa14, or IFNB. Cells were lysed
4 dpi and viral loads were determined by the relative light units (RLUs). (A) Inhibition of HIV replication by different IFNs in vitro. Additionally, flow cytometric analysis
was performed to analyze immune responses by IFNo2, IFNa14, and IFNB. (B-D) Frequencies of HLA-DR™, CD107a*, and TRAIL* T and/or NK cells in LPMCs. (E-
G) Frequencies of HLA-DR*, CD107a*, and TRAIL* T and/or NK cells in PBMCs. Mean values + SEM are shown for n=6. Statistical analyses between the treated
groups within a cell population were done by using Friedman test and Dunn’s multiple comparison test. ****, P < 0.0001; **, P < 0.01; *, P < 0.05.

chemokines and cytokines in the supernatants of IFN-stimulated
and HIV-infected LPMCs at 4 dpi. The cytokines IL-2, IL-7, IL-
10, and TNFo. were not detected above baseline and no difference
after IFN-stimulation were found for CCL3, IL-6, IL-1RA, G-
CSE, CCL2 and CXCL8. As depicted in Figures 2A, B, HIV
infection itself did not induce any IFNo2 and also the treatment
with IFNa14 and IFN did not result in the expression of IFNo2
by an IFN-mediated feedback loop suggesting that we just
detected the IFNa2 that was added for stimulation.
Furthermore, the stimulation with IFNs led to increased
expression of the IFN-induced protein CXCL10 (Figures 2A,
C, S1). In conclusion, IFNo14 and IFNP increased the
percentages of cytotoxic CD4" T cells in infected LPMCs as
well as CD107a-expressing CD4" and CD8" T cells in HIV-

infected PBMCs, whereas the overall effect of IFNo2 was only
moderate. Further, IFNo14 and IFN increased the expression of
distinct cytokines and chemokines in HIV-infected LPMCs.

Additional Type | IFN Stimulation of
LPMCs and PBMCs had Only Minor
Effects on T and NK Cell Responses
Stimulation with different type I IFNs resulted in distinct
immunomodulatory effects in cultures of in vitro HIV-infected
LPMCs and PBMCs. Thus, we wanted to elucidate if NK and T
cells from chronically HIV-infected individuals can be activated by
type I IEN stimulation. Thus, PBMCs from cART-treated PLWH
were stimulated with either staphylococcal enterotoxin B (SEB) in
order to trigger polyclonal T cell and NK cell activation (29) or an
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cells were re-stimulated with SEB or the HIV peptide pool, and
analyzed by flow cytometry. As shown in Figure 3 stimulation
with the different type I IFNs did not change frequencies or
expression levels (MFI; data not shown) of activated T cells
(Figure 3A). Treatment with the different IFNs did not change
the percentages of CD107a, TRAIL, and GzmB-expressing cells in
comparison to untreated cells (Figures 3B-D). Percentages of
TRAIL-expressing CD56" NK cells were significantly reduced
upon IFN-stimulation (Figure 3C). IFN stimulation tended to
reduce the frequency in IFNYy-producing cells from PLWH, but
this effect was not significant (Figure 3E).

The overall immunomodulatory effect of IFN stimulation on
PBMCs from HIV-infected individuals was quite low. We next
wanted to decipher if these minor IFN-mediated effects on
PBMCs from chronically HIV-infected individuals were
affected by the virus itself. Therefore, LPMCs derived from the
gut of healthy individuals, which is a critical site for early HIV-1
infection and a driver of chronic immune activation, were
similarly stimulated by type I IFNs for 4 days with SEB and
the activation and effector functions of T and CD56" NK cells in
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FIGURE 2 | Cytokine and chemokine profile in supernatants from HIV- and mock-infected LPMCs after different IFN treatment. LPMCs were infected with X4-HIV-
TNL4-31RES-Ren OF Mock treated with medium and treated with 2000 U/ml IFNa2, IFNa14, IFNB, or without IFN (-IFN). Supernatants were harvested 4 dpi and 14
cytokines and chemokines were analyzed simultaneously by a multiplex bead-based assay. (A) Averaged fold changes (FC) of each individual donor of IFNa.2, IL-6,
CCL2, G-CSF, CCL5, IL-2, IFNy, IL-7, IL-1RA, CXCL8, TNFo,, CXCL10, CCLS3, and IL-10 expression of HIV-infected LPMCs after stimulation with type | IFN
subtypes relative to HIV-infected, non-treated LPMCs (-IFN). (B, C) Absolute quantification of IFNa2, and CXCL10 in supernatants of HIV-infected LPMCs treated
with IFNo2, IFNa14, IFNB, or without IFN (-IFN). Mean values + SEM are shown for n=6. Statistical analyses between the treated groups within a cell population
were performed by using Friedman test and Dunn’s multiple comparison test. *, P < 0.05.

the culture were analyzed. Similar to PBMCs from PLWH,
further stimulation with type I IFN subtypes did not change
the percentages of activated and cytotoxic T and CD56" NK cells
in LPMCs from healthy individuals (Figure 4A). Again,
frequencies of IFNYy-expressing T cells were reduced in IFN-
stimulated T cells and the reduction was even stronger after
stimulation with IFNa14 or IFNf; however, the observed effect
was not significant (Figure 4A). Next, we analyzed PBMCs from
healthy individuals after stimulation with SEB in the presence
and absence of the different type I IFNs. In line with the previous
results from LPMCs from healthy individuals and PBMCs from
chronically HIV-infected individuals, IFN stimulation of
primary healthy PBMCs did not change percentages of
activated T cells. However, frequencies of cytotoxic CD4" T
cells (CD107a", TRAIL") and their expression level of GzmB
(MFI) were significantly increased upon stimulation with IFNf3
and IFNo14 (Figure 4B). Interestingly, percentages of TRAIL-
expressing CD56" NK cells were significantly reduced after
stimulation with IFNo14 and IFNP and no changes were
found on IFNY-expressing T cells after IFN stimulation. Taken
together, we could show that an additional stimulation with
different type I IFN subtypes had only minor effects on T and NK
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FIGURE 3 | Expression of cytotoxic molecules by in vitro stimulated T and NK cells of PBMCs from cART treated PLWH. PBMCs from cART-treated PLWH were
stimulated either with 200 ng/ml SEB or with 1 pg/ml of an HLA class | restricted HIV peptide pool in presence of 2000 U/ml IFNa2, IFNa14, IFNB, or without IFN (-IFN)
for 4 days. PBMCs were re-stimulated with 5 pg/ml SEB or 1 pg/ml peptide pool respectively and incubated in presence of antibodies against the co-stimulatory
molecules CD28 and CD49d for 6 h BFA was added after 1 h of stimulation. Flow cytometry was used to analyze T cell activation and cytokine expression. (A) Activation
profile determined by the frequencies of HLA-DR* CD4* and CD8" T cells with or without stimulation in the presence or absence of the different IFNs. (B-E) Frequencies
of the cytotoxic molecules CD1074a, TRAIL, GzmB, and IFNy expressed on CD4*, CD8" T cells, and CD56" NK cells. Mean values + SEM are shown for (A-C) n=6 and
(D, E) n=3. Statistical analyses between the treated groups within a cell population were done by using Friedman test and Dunn’s multiple comparison test. *, P < 0.05.

cell responses from primary gut-derived LPMCs and PLWH
PBMCs. In contrast, healthy PBMCs responded stronger to
IFNo14 and IFNP by elevated cytotoxic T cell responses.

Next, we determined the effect of IFN stimulation on
cytokines and chemokines expression in the supernatant of
SEB- and HIV-peptide pool stimulated PBMCs from PLWH.
Thus, we measured 14 different cytokines and chemokines as
mentioned before. All tested cytokines and chemokines were
above baseline levels. As depicted in Figure 5, SEB and peptide
stimulation themselves did not result in IFNo2 induction and
again treatment with IFNo14 and IFN did not result in any
IFNo2 production suggesting that again we detected only the
IFNo2 that was added for stimulation. Both stimulations (SEB
and HIV peptide pool) strongly induced the expression of CCL2,
CCL5, IENY, CXCLS8 (IL-8), and CCL3, which was not affected by
treatment with the different IFNs. Only IL-10 expression in the
supernatant slightly increased upon stimulation with the

different type I IFNs. However, this effect was not significant,
and we did not observe any difference between the IFN subtypes
(Figure 5E). Taken together, IFN stimulation of PBMCs from
HIV-infected individuals did not affect the expression of the
analyzed immune effector molecules including chemokines,
IFNs, interleukins, colony-stimulating factors, and TNFo.

IFNa14 and IFNB Strongly Induced
Phosphorylation of STAT1 and STATS in
Immune Cell Subsets

To elucidate the underlying molecular mechanism of the
different effector responses after IFN treatment of the two cell
populations (LPMCs and PBMCs), we performed phosphoflow
analysis with LPMCs and PBMCs from healthy and HIV-
infected patients upon stimulation with the different IFNs.
Thus, we stimulated PBMCs from PLWH, and PBMCs and
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FIGURE 4 | Cytokine expression after IFN treatment of LPMCs, and PBMCs from healthy individuals. (A) LPMCs and (B) PBMCs from healthy individuals were
stimulated as described before with SEB and treated with either 2000 U/ml IFNo2, IFNa14, IFNB, or without IFN (-IFN). frequencies of HLA-DR, CD107a, TRAIL,
GzmB, and IFNy expressing cells as well as GzmB expression per cell shown as MFI after treatment of SEB-treated PBMCs and LPMCs. Mean values + SEM are
shown for (A) n=5 and (B) n=6. Statistical analyses were done by using Friedman test and Dunn’s multiple comparison test. ***, P < 0.001; **, P < 0.01; *, P < 0.05.

LPMCs from healthy individuals with the different IFNs for 15
min and analyzed the phosphorylation of the immune cell
signaling molecules STAT1, 3, and 5 on T and CD56" NK
cells. In uninfected LPMCs, stimulation with the different IFNs
increased the frequency of T and CD56" NK cells expressing the
different phosphorylated STAT molecules with IFNo14 and
IFNP inducing higher phosphorylation compared to IFNo.2.
However, for IFNol4 and IFNP the strongest effect on
phosphorylation of STAT1" in T and CD56" NK cells was
observed (Figure 6). Interestingly, frequencies of pSTAT1"

CD4" and CD8" T cells were higher than frequencies of
pSTAT1" CD56" NK cells.

Similar to the LPMCs described above (Figure 6),
phosphoflow analysis of IFN-stimulated PBMCs from healthy
individuals (Figure 7) and PLWH (Figure 8) also showed
increased frequencies of pSTAT1" T cells after IFNo14 and
IFNP stimulation, but not after IFNo2 stimulation (Figures 7A,
B, 8A, B). In addition, significantly higher proportions of
pSTAT3" and pSTAT5" T cells were found and were again
highest after IFN 014 and IFN treatment (Figures 7C-F, 8C-F).
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FIGURE 5 | Cytokine and chemokine profile in supernatants of SEB and HIV peptide pool stimulated PBMCs from PLWH. PBMCs from cART-treated PLWH were
stimulated as described in Figure 3 with SEB or HIV peptide pool and treated with either 2000 U/ml IFNo2, IFNa14, IFNB, or without IFN (-IFN). On day 4 supernatants
were collected for multiplex bead-based assay to quantify cytokines and chemokines. (A) Heatmap of IL-6, CCL2, G-CSF, IFNo2, CCL5, IL-2, IFNy, IL-7, IL-1RA, CXCLS,
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Statistical analyses between the treated groups within a cell population were done by Friedman test and Dunn’s multiple comparison test. *, P < 0.05.

Overall, frequencies of pSTAT1/3/5" CD56" NK cells were
remarkably low in contrast to T cells (Figures 7, 8) as well as
to CD56" NK cells in LPMCs (Figure 6). The phosphoflow
analysis confirmed differences between type I IFN subtypes in

activating downstream signaling cascades, which might cause the

observed differences in T cell and NK cell effector functions.
Taken together, we could show that stimulation with

IFNo2, IFNo14, and IFNB modulated T cell responses
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pSTAT1

during HIV-infection, which might be regulated by early
signaling events. Overall, IFN} and IFNol4 stimulation
resulted in similar immunomodulatory responses, whereas
the stimulatory effect of IFNo2 was weaker. Additionally,

the source of immune cells (PBMCs from blood, LPMCs
from gut) is associated with differences in activation of
immune cells and their effector functions upon IFN
stimulation during HIV infection.
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DISCUSSION some of which can directly inhibit HIV replication. It has been

shown that the initial induction of type I IFNs is extremely
Type I IFNs are well-known cytokines eliciting broad antiviral  important in controlling the acute phase of HIV-1 infection and
effects by inducing the expression of antiviral genes called ISGs,  to limit reservoir size and disease course (2, 12). However, elevated
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IFN signatures during persistent HIV infection can be detrimental  signaling events. Our data revealed that stimulation with three
and might contribute to enhanced systemic inflammation (30).  different type I IFN subtypes inhibited HIV replication in vitro
Here, we dissected the complex effects that IFNs have on T and NK [Figures 1A and (2, 10)]; however, their immunomodulatory
cells during HIV infection, with investigations of their downstream  properties were indeed quite diverse. IFNa14 and IFNf
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significantly increased percentages of CD107a-expressing CD4" T
cells from in vitro HIV-infected LPMCs and T and NK cells from in
vitro HIV-infected PBMCs. In comparison with these two subtypes
IFNo2 showed significantly reduced frequencies of CD107a-
expressing immune cells (Figures 1C, F), which was also
observed for CXCL10 expression in these cultures
(Figures 2A-C). In contrast, IFN0o2 treatment increased the
proportions of activated virus-specific CD8" T cells which was
differentially affected by IFNou14 and IFNP in PBMCs from PLWH
(Figure 3A). Interestingly, IFNy responses were suppressed in
polyclonal and HIV peptide pool stimulated T and NK cells by all
type I IENs. Comprehensive phosphoflow analysis unveiled strong
differences in phosphorylation of STAT1 and STATS5 by the
different IFN subtypes with IFNf and IFNo14 having the highest
activating potency. Interestingly, the phosphorylation pattern of
IFN-stimulated immune cells from healthy LPMC cultures showed
distinct signaling events in comparison to PBMCs from healthy and
HIV-infected individuals.

To uncover the exact role of type I IFNs in persistent HIV
infection, their broad biological responses have to be investigated.
The right choice of the perfect experimental model is important to
elucidate the IFN-response in humans. As mice cannot be infected
with HIV-1 due to the lack of entry receptors and co-receptors,
many studies were either done in HIV-infected humanized mice or
in SIV (Simian immunodeficiency virus)-infected rhesus macaques.
The experimental data are still puzzling as the different studies
showed quite opposing results. We and others have previously
shown that during acute and chronic HIV infection of BLT-
humanized mice, IFNo14 treatment resulted in significantly
reduced viremia and the treatment did not induce hyperimmune
activation (2, 11, 12, 31). During acute HIV infection treatment with
IFN02 resulted in increased frequencies of CD8" T cells expressing
cytotoxic molecules like CD107a and Granzyme B, and IFNo14
preferentially targeted NK cell responses by increasing TRAIL
expression (2). Further, IFNa14 treatment during chronic HIV
infection in humanized mice was associated with reduced
expression of markers for T cell dysfunction, whereas IFNo2
treatment did not changed the expression rate of exhaustion
markers, indicating that exogenous treatment with IFNo2 may
not efficiently prevent T cell exhaustion in HIV infection (11). IFN-
blocking experiments in persistently HIV-1 infected humanized
mice demonstrated that despite having increased viral loads upon
blockade, IFNAR signaling may still drive CD4" T cell apoptosis
and dysfunction of CD4" and CD8" T cells during chronic infection
(25). Additionally, others reported that cART therapy combined
with IFNAR blockade in HIV-1 infected humanized mice decreased
plasma RNA levels as well as numbers of latently infected cells (24).
This study demonstrated that persistent type I IFN signaling during
the chronic phase of HIV infection may help to dampen viral
replication although it also contributes to the depletion of CD4™ T
cells. It has to be taken into account that studies with exogenous
human IFNs or human IFNAR blocking experiments have
limitations in humanized mice. Not all aspects of the complex
human immune system are entirely recapitulated in these mice.
Apart from the human immune cells, different mouse cells like
epithelial or endothelial cells are still present in humanized mice,

which differentially respond to treatments targeting human cells,
making it difficult to completely transfer the knowledge from those
infection studies or immunotherapies into the human system. SIV
infection in rhesus macaques is another well-established model to
elucidate the beneficial or detrimental role of type I IFNs in acute
and chronic retrovirus infection. During acute and chronic SIV
infection, type I IFNs are important for viral control and to limit
viral reservoir as shown by a human type I IFN antagonist (32, 33).
Application of human IFNo2a prior to SIV infection of rhesus
macaques initially inhibited systemic infection due to strong ISG
upregulation; however, prolonged administration resulted in type I
IFN desensitization, reduced ISG expression, increased SIV
reservoir size, and lower CD4" T cell counts compared to
untreated controls. This suggests that the timing and kinetics of
IFN treatments have to be carefully analyzed in HIV or SIV
infection in vivo. Another important aspect which has to be
considered is that the IFN-antagonist and the human IFNo2a,
that was used for the studies is human and not rhesus macaque-
specific. That might also change the binding and the effector
response as it is known that the amino acid sequences of the
IFNs and their receptor differ between different species. Moreover, it
is known from the human IFNo. system that small differences in the
amino acid sequence also change the binding affinity and the ISG
expression pattern, as described for the human IFNo subtypes (3,
27). Thus, upcoming studies in monkeys should consider the
species-specific IFNs, antagonists or blocking antibodies to
minimize unwanted responses.

In our study we described IFN subtype-specific differences in the
modulation of T and NK-cell responses during HIV infection. In
most experiments, we observed quite similar results for IFNo.14 and
IFNB, both known for their high binding affinity to their IFN
receptors. IFN02b binds IFNAR1 and IFNAR2 with lower binding
affinities (6) which is more than 5-fold and 2-fold weaker compared
to IFNa14. IFNB was shown to have the tightest affinity to both
receptor subunits (27), which was thought to correlate with effector
responses (6, 27). The binding affinity is an important factor
influencing the IFN-effector responses, but, also other factors
modulate the response like the avidity, timing of the response,
cytokine milieu, or cell type are important [reviewed in (34)]. In
chronic LCMV infection IFNo was shown to control early viral
dissemination, but it does not affect persistent viral infection (28).
Interestingly, blocking of IFNP but not IFNo improved antiviral T
cell responses and reduced viral loads during persistent LCMV
infection by decreasing the amounts of infected DCs. Similar
differences between IFNo. and IFNP were also observed in
Chikungunya virus infection (35) and Friend retrovirus infection
(36). Interestingly, only IFNo2a/b is approved for clinical treatment
against chronic viral infections, whereas IFNf is only used
therapeutically against multiple sclerosis (MS), but not as an
antiviral drug.

Another aspect of hyperimmune activation and T cell
exhaustion during HIV infection are elevated expression levels
of CXCL10, IL-10 and PD-1. All of these factors have been
shown to be IFN-inducible, thus the effects of IFN stimulation or
treatments in vitro and vivo have to address their expression
profile. CXCL10 was strongly induced during HIV infection (37,
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38), and stimulation with IFNo14 decreased CXCL10 levels in
HIV-infected humanized mice (2). It has been reported that
plasma CXCL10 levels are associated with rapid disease
progression in early HIV-1 infection (39) and increased levels
in plasma and small intestine are associated with a more rapid
HIV/SIV disease onset after infection (40). In addition, elevated
plasma CXCL10 levels positively correlated with HIV viral load
and viral reservoir size (41). Furthermore, T cell functions in
PLWH on cART were inhibited by CXCL10 (42). In our study we
observed a slight increase in CXCL10 expression by in vitro HIV-
infected LPMCs (Figures 2A, C) and polyclonal and peptide-
stimulated immune cells from PLWH (Figure 5) after
stimulation with the different IFNs thus increased CXCL10
levels are associated with type I IFN subtype stimulation. The
expression of negative regulators like IL-10 is also described
during chronic HIV infections and blockade of the IL-10
pathway enhances HIV-1-specific CD4" T cell functions (43-
45). In our previous study with humanized mouse, we did not
detect any effect of type I IFNs on IL-10 levels, which is in line
with the data of the current study (Figures 2, 5), suggesting that
IL-10 is not regulated by type 1 IFN. In addition, the observed
effects of different type I IFN subtypes on CXCL10 expression
during HIV infection were quite low and the infection kinetics
were different for in vitro infections compared to natural
infection. Thus, the influence of type I IFNs on chemokines
like CXCL10 during HIV infection has to be addressed in
more detail.

During HBV infection in vitro it was already shown that
IFNa14 in contrast to IFNo2 elicited type I and type II IFN
signaling shown by the activation of the IFNYy-activated sequence
as well as STAT1 homodimerization. IFNou14 also exclusively
phosphorylated STAT6 (3), demonstrating its pleiotropic
biological response during HBV infection. Here, we found that
apart from the classical Jak-STAT signaling (phosphorylation of
STAT1) also other non-classical pathways like STAT3 or STAT5
(46-49) were activated by phosphorylation upon stimulation
with the different type I IFNs. We observed that IFNf and
IFNo14 induced the strongest STAT1 and STATS5
phosphorylation, which was much weaker in IFNo2-treated
cells (Figures 6-8). Interestingly, cell type-specific differences
were observed with gut-derived LPMCs showing higher
activation of the classical downstream signaling cascades,
whereas PBMCs either from healthy or HIV-infected patients
showed a higher activation of the non-classical signaling pathway
STATS5. In the context of HIV infection, STAT5 was shown to
bind to the HIV LTR promotor increasing HIV transcription
(50) and HIV production is enhanced in primary CD4" T cells
following STATS5 activation (51). HIV-1 is also able to stimulate
STATS3 activation in primary human macrophages via Nef (52),
and HIV-1 Tat expression increases STAT3 expression and
phosphorylation in astrocytes (53) providing evidence for
STAT3 as an effector in HIV-infected cells. STAT3 was also
recognized as critical regulator of dendritic cell function and
physiology, making this factor quite important for the analysis of
IEN-modulated T and NK cell responses which are initiated by
dendritic cells (5). In particular during HIV-infection binding of

gp120 to CCR5 promotes STAT3 activation in dendritic cells
leading to IL-6 induction (54). We also found an IFN-mediated
phosphorylation of STAT3 at Tyr705, but this effect was not
significant compared to non-IEN treated samples (Figures 6-8).
Interestingly, PBMCs from PLWH had initially higher
frequencies of pSTAT3 Tyr705 expressing immune cells in
comparisons to healthy controls suggesting an increased
STAT3 activation during HIV infection. Further studies on
how the different type I IFN subtypes modulate immune
responses during acute and chronic HIV-1 infection, how the
different IFN-mediated downstream signaling events are
regulated during infection and if chronic hyperimmune
activation is triggered by different type I IFNs remain to be
investigated to develop new treatment approaches against
chronic HIV infection.

DATA AVAILABILITY STATEMENT

The original contributions presented in the study are included in
the article/Supplementary Material. Further inquiries can be
directed to the corresponding authors.

ETHICS STATEMENT

The studies involving human participants were reviewed and
approved by Ethics Committee (No.: 11-4715, No. 15-6310) of
the University Hospital Essen. The patients/participants provided
their written informed consent to participate in this study.

AUTHOR CONTRIBUTIONS

KS and UD conceived the study. ZK and MS performed
experiments, statistical analysis and data analysis. CK and SE
contributed to the design and implementation of the research. KS
and ZK wrote the original manuscript. All authors edited and
approved the final manuscript.

FUNDING

This work was supported by the DFG SPP1923 to KS (SU1030/1-
2) and UD (DI714/18-2).

ACKNOWLEDGMENTS

We thank Sandra Francois for excellent technical assistance and
Siegfried Moyrer for assistance with scientific illustrations. We want
to thank the Westdeutsche Biobank Essen (WBE, University
Hospital Essen, University of Duisburg-Essen, Essen, Germany;
approval WBE-ref. 15-WBE-011) for providing human biological
samples as well as all study participants for donating biological

Frontiers in Immunology | www.frontiersin.org

July 2022 | Volume 13 | Article 936918


https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Karakoese et al.

Type | IFNs in HIV Infection

samples. We acknowledge support by the Open Access Publication
Fund of the University of Duisburg-Essen.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online at:
https://www.frontiersin.org/articles/10.3389/fimmu.2022.936918/
full#supplementary-material

REFERENCES

. Cull VS, Tilbrook PA, Bartlett EJ, Brekalo NL, James CM. Type I Interferon
Differential Therapy for Erythroleukemia: Specificity of STAT Activation.
Blood (2003) 101:2727-35. doi: 10.1182/blood-2002-05-1521
2. Lavender KJ, Gibbert K, Peterson KE, Van Dis E, Francois S, Woods T, et al.
Interferon Alpha Subtype-Specific Suppression of HIV-1 Infection In Vivo.
] Virol (2016) 90:6001-13. doi: 10.1128/JV1.00451-16

3. Chen J, Li Y, Lai F, Wang Y, Sutter K, Dittmer U, et al. Functional
Comparison of Interferon-Alpha Subtypes Reveals Potent Hepatitis B Virus
Suppression by a Concerted Action of Interferon-Alpha and Interferon-
Gamma Signaling. Hepatology (2021) 73:486-502. doi: 10.1002/hep.31282

4. Schuhenn J, Meister TL, Todt D, Bracht T, Schork K, Billaud JN, et al.
Differential Interferon-Alpha Subtype Induced Immune Signatures are
Associated With Suppression of SARS-CoV-2 Infection. Proc Natl Acad Sci
U.S.A. (2022) 119(8):€2111600119. doi: 10.1073/pnas.2111600119

5. Dickow J, Francois S, Kaiserling RL, Malyshkina A, Drexler I, Westendorf
AM, et al. Diverse Immunomodulatory Effects of Individual IFNalpha
Subtypes on Virus-Specific CD8(+) T Cell Responses. Front Immunol
(2019) 10:2255. doi: 10.3389/fimmu.2019.02255

6. Lavoie TB, Kalie E, Crisafulli-Cabatu S, Abramovich R, DiGioia G, Moolchan
K, et al. Binding and Activity of All Human Alpha Interferon Subtypes.
Cytokine (2011) 56:282-9. doi: 10.1016/j.cyt0.2011.07.019

7. Guo K, Shen G, Kibbie J, Gonzalez T, Dillon SM, Smith HA, et al. Qualitative
Differences Between the IFNalpha Subtypes and IFNbeta Influence Chronic
Mucosal HIV-1 Pathogenesis. PloS Pathog (2020) 16:¢1008986. doi: 10.1128/
JV1.02687-13

8. Terrault NA, Bzowej NH, Chang KM, Hwang JP, Jonas MM, Murad MH.
American Association for the Study of Liver, AASLD Guidelines for
Treatment of Chronic Hepatitis B. Hepatology (2016) 63:261-83. doi:
10.1002/hep.28156

9. Cornberg M, Sandmann L, Protzer U, Niederau C, Tacke F, Berg T, et al. Z
Gastroenterol (2021) 59:691-776. doi: 10.1055/a-1498-2512

10. Harper MS, Guo K, Gibbert K, Lee EJ, Dillon SM, Barrett BS, et al. Interferon-

Alpha Subtypes in an Ex Vivo Model of Acute HIV-1 Infection: Expression,
Potency and Effector Mechanisms. PloS Pathog (2015) 11:¢1005254. doi:
10.1128/JV1.00451-16

11. Rout SS, Di Y, Dittmer U, Sutter K, Lavender K]J. Distinct Effects of Treatment

With Two Different Interferon-Alpha Subtypes on HIV-1-Associated T-Cell
Activation and Dysfunction in Humanized Mice. Aids (2022) 36:325-36. doi:
10.1097/QAD.0000000000003111
12. Abraham S, Choi JG, Ortega NM, Zhang J, Shankar P, Swamy NM. Gene
Therapy With Plasmids Encoding IFN-Beta or IFN-Alphal4 Confers Long-
Term Resistance to HIV-1 in Humanized Mice. Oncotarget (2016) 7:78412—
20. doi: 10.18632/oncotarget.12512

13. Dillon SM, Frank DN, Wilson CC. The Gut Microbiome and HIV-1
Pathogenesis: A Two-Way Street. Aids (2016) 30:2737-51. doi: 10.1097/
QAD.0000000000001289

14. Howe R, Dillon S, Rogers L, McCarter M, Kelly C, Gonzalez R, et al. Evidence
for Dendritic Cell-Dependent CD4(+) T Helper-1 Type Responses to
Commensal Bacteria in Normal Human Intestinal Lamina Propria. Clin
Immunol (2009) 131:317-32. doi: 10.1016/j.clim.2008.12.003

15. Piehler J, Schreiber G. Biophysical Analysis of the Interaction of Human

Ifnar2 Expressed in E. Coli With Ifnalpha2. ] Mol Biol (1999) 289:57-67. doi:

10.1006/jmbi.1999.2726

—

Supplementary Figure 1 | Cytokine and chemokine concentrations in
supernatants from HIV- and mock-infected LPMCs after treatment with
distinct type | IFN subtypes LPMCs were infected with X4-HIV-1NL4-3-1REs-
ren @nd treated with 2000 U/ml IFNa2, IFNa14, IFNB, or remained
untreated (-IFN). Supernatants were harvested 4 dpi and IFNa2, CCL5, IL-
2, IFNy, IL-7, IL-1RA, TNFa, CXCL10, CCL3, and IL-10 (top) as well as IL-6,
CCL2,G-CSF, and CXCL8 (bottom) were analyzed simultaneously by a
multiplex bead-based assay. Concentrations of the different detected
Cytokines and chemokines are depicted in a heatmap. Mean values + SEM
are shown for n=6.

16. Goujon C, Moncorge O, Bauby H, Doyle T, Ward CC, Schaller T, et al.
Human MX2 is an Interferon-Induced Post-Entry Inhibitor of HIV-1
Infection. Nature (2013) 502:559-62. doi: 10.1038/nature12542

17. Stylianou E, Aukrust P, Muller F, Nordoy I, Froland SS. Complex Effects of
Interferon-Alpha on the Cytokine Network in HIV Infection-Possible
Contribution to Immunosuppression. Cytokine (2001) 14:56-62. doi:
10.1006/cyt0.2000.0850

18. Sedaghat AR, German J, Teslovich TM, Cofrancesco JJr., Jie CC, Talbot CCJr.,
et al. Chronic CD4+ T-Cell Activation and Depletion in Human
Immunodeficiency Virus Type 1 Infection: Type I Interferon-Mediated
Disruption of T-Cell Dynamics. J Virol (2008) 82:1870-83. doi: 10.1128/
JV1.02228-07

19. Herbeuval JP, Nilsson J, Boasso A, Hardy AW, Kruhlak MJ, Anderson SA,
et al. Differential Expression of IFN-Alpha and TRAIL/DR5 in Lymphoid
Tissue of Progressor Versus Nonprogressor HIV-1-Infected Patients. Proc
Natl Acad Sci U.S.A. (2006) 103:7000-5. doi: 10.1172/JCI89488

20. Dianzani F, Castilletti C, Gentile M, Gelderblom HR, Frezza F, Capobianchi
MR. Effects of IFN Alpha on Late Stages of HIV-1 Replication Cycle.
Biochimie (1998) 80:745-54. doi: 10.1016/S0300-9084(99)80028-5

21. Agy MB, Acker RL, Sherbert CH, Katze MG. Interferon Treatment Inhibits
Virus Replication in HIV-1- and SIV-Infected CD4+ T-Cell Lines by Distinct
Mechanisms: Evidence for Decreased Stability and Aberrant Processing of
HIV-1 Proteins. Virology (1995) 214:379-86. doi: 10.1006/viro.1995.0047

22. Asmuth DM, Murphy RL, Rosenkranz SL, Lertora JJ, Kottilil S, Cramer Y,
et al. Safety, Tolerability, and Mechanisms of Antiretroviral Activity of
Pegylated Interferon Alfa-2a in HIV-1-Monoinfected Participants: A Phase
1I Clinical Trial. J Infect Dis (2010) 201:1686-96. doi: 10.1086/652420

23. Audige A, Urosevic M, Schlaepfer E, Walker R, Powell D, Hallenberger S, et al.
Anti-HIV State But Not Apoptosis Depends on IFN Signature in CD4+ T
Cells. J Immunol (2006) 177:6227-37. doi: 10.4049/jimmunol.177.9.6227

24. Zhen A, Rezek V, Youn C, Lam B, Chang N, Rick J, et al. Targeting Type I
Interferon-Mediated Activation Restores Immune Function in Chronic HIV
Infection. J Clin Invest (2017) 127:260-8. doi: 10.1172/JCI89488

25. Cheng L, Yu H, Li G, Li F, Ma ], Li ], et al. Type I Interferons Suppress Viral
Replication But Contribute to T Cell Depletion and Dysfunction During
Chronic HIV-1 Infection. JCI Insight (2017) 2(12):e94366. doi: 10.1172/
jci.insight.94366

26. ChengL,Ma], LiJ,LiD, Li G, Li F, et al. Blocking Type I Interferon Signaling
Enhances T Cell Recovery and Reduces HIV-1 Reservoirs. J Clin Invest (2017)
127:269-79. doi: 10.1172/JCI90745

27. Kalie E, Jaitin DA, Abramovich R, Schreiber G. An Interferon Alpha2 Mutant
Optimized by Phage Display for IFNARI Binding Confers Specifically
Enhanced Antitumor Activities. J Biol Chem (2007) 282:11602-11. doi:
10.1074/jbc.M610115200

28. Ng CT, Sullivan BM, Teijaro JR, Lee AM, Welch M, Rice S, et al. Blockade of
Interferon Beta, But Not Interferon Alpha, Signaling Controls Persistent Viral
Infection. Cell Host Microbe (2015) 17:653-61. doi: 10.1016/
j.chom.2015.04.005

29. Mata Forsberg M, Arasa C, van Zwol W, Uzuncayir S, Schonbichler A,
Regenthal P, et al. Activation of Human Gammadelta T Cells and NK
Cells by Staphylococcal Enterotoxins Requires Both Monocytes and
Conventional T Cells. J Leukoc Biol (2022) 111:597-609. doi: 10.1002/
JLB.3A1020-630RR

30. Harris LD. Downregulation of Robust Acute Type I Interferon Responses
Distinguishes Nonpathogenic Simian Immunodeficiency Virus (SIV)

Frontiers in Immunology | www.frontiersin.org

July 2022 | Volume 13 | Article 936918


https://www.frontiersin.org/articles/10.3389/fimmu.2022.936918/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fimmu.2022.936918/full#supplementary-material
https://doi.org/10.1182/blood-2002-05-1521
https://doi.org/10.1128/JVI.00451-16
https://doi.org/10.1002/hep.31282
https://doi.org/10.1073/pnas.2111600119
https://doi.org/10.3389/fimmu.2019.02255
https://doi.org/10.1016/j.cyto.2011.07.019
https://doi.org/10.1128/JVI.02687-13
https://doi.org/10.1128/JVI.02687-13
https://doi.org/10.1002/hep.28156
https://doi.org/10.1055/a-1498-2512
https://doi.org/10.1128/JVI.00451-16
https://doi.org/10.1097/QAD.0000000000003111
https://doi.org/10.18632/oncotarget.12512
https://doi.org/10.1097/QAD.0000000000001289
https://doi.org/10.1097/QAD.0000000000001289
https://doi.org/10.1016/j.clim.2008.12.003
https://doi.org/10.1006/jmbi.1999.2726
https://doi.org/10.1038/nature12542
https://doi.org/10.1006/cyto.2000.0850
https://doi.org/10.1128/JVI.02228-07
https://doi.org/10.1128/JVI.02228-07
https://doi.org/10.1172/JCI89488
https://doi.org/10.1016/S0300-9084(99)80028-5
https://doi.org/10.1006/viro.1995.0047
https://doi.org/10.1086/652420
https://doi.org/10.4049/jimmunol.177.9.6227
https://doi.org/10.1172/JCI89488
https://doi.org/10.1172/jci.insight.94366
https://doi.org/10.1172/jci.insight.94366
https://doi.org/10.1172/JCI90745
https://doi.org/10.1074/jbc.M610115200
https://doi.org/10.1016/j.chom.2015.04.005
https://doi.org/10.1016/j.chom.2015.04.005
https://doi.org/10.1002/JLB.3A1020-630RR
https://doi.org/10.1002/JLB.3A1020-630RR
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

Karakoese et al.

Type | IFNs in HIV Infection

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

Infection of Natural Hosts From Pathogenic SIV Infection of Rhesus
Macaques. J Virol (2010) 84:7886-91. doi: 10.1128/JV1.02612-09

Sutter K, Lavender KJ, Messer RJ, Widera M, Williams K, Race B, et al.
Concurrent Administration of IFNalphal4 and cART in TKO-BLT Mice
Enhances Suppression of HIV-1 Viremia But Does Not Eliminate the Latent
Reservoir. Sci Rep (2019) 9:18089. doi: 10.1038/541598-019-54650-9

Sandler NG, Bosinger SE, Estes JD, Zhu RT, Tharp GK, Boritz E, et al. Type I
Interferon Responses in Rhesus Macaques Prevent SIV Infection and Slow
Disease Progression. Nature (2014) 511:601-5. doi: 10.1038/nature13554
Nganou-Makamdop K, Billingsley JM, Yaffe Z, O'Connor G, Tharp GK,
Ransier A, et al. Type I IFN Signaling Blockade by a PASylated Antagonist
During Chronic SIV Infection Suppresses Specific Inflammatory Pathways
But Does Not Alter T Cell Activation or Virus Replication. PloS Pathog (2018)
14:¢1007246. doi: 10.1371/journal.ppat.1007246

Tomasello E, Pollet E, Vu Manh TP, Uze G, Dalod M. Harnessing Mechanistic
Knowledge on Beneficial Versus Deleterious IFN-I Effects to Design
Innovative Immunotherapies Targeting Cytokine Activity to Specific Cell
Types. Front Immunol (2014) 5:526. doi: 10.3389/fimmu.2014.00526

Cook LE, Locke MC, Young AR, Monte K, Hedberg ML, Shimak RM, et al.
Distinct Roles of Interferon Alpha and Beta in Controlling Chikungunya
Virus Replication and Modulating Neutrophil-Mediated Inflammation. J
Virol (2019) 94(1):e00841-19. doi: 10.1128/JVL.00841-19

Schwerdtfeger M, Dickow J, Schmitz Y, Francois S, Karakoese Z, Malyshkina
A, et al. Immunotherapy With Interferon Alphall, But Not Interferon Beta,
Controls Persistent Retroviral Infection. Front Immunol (2021) 12:809774.
doi: 10.3389/fimmu.2021.809774

Mhandire K, Mlambo T, Zijenah LS, Duri K, Mateveke K, Tshabalala M, et al.
Plasma IP-10 Concentrations Correlate Positively With Viraemia and
Inversely With CD4 Counts in Untreated HIV Infection. Open AIDS ]
(2017) 11:24-31. doi: 10.2174/1874613601711010024

Valverde-Villegas JM, de Medeiros RM, Ellwanger JH, Santos BR, Melo MG,
Almeida SEM, et al. High CXCL10/IP-10 Levels are a Hallmark in the Clinical
Evolution of the HIV Infection. Infect Genet Evol (2018) 57:51-8. doi: 10.1016/
j.meegid.2017.11.002

Jiao Y, Zhang T, Wang R, Zhang H, Huang X, Yin J, et al. Plasma IP-10 is
Associated With Rapid Disease Progression in Early HIV-1 Infection. Viral
Immunol (2012) 25:333-7. doi: 10.1089/vim.2012.0011

Ploquin MJ, Madec Y, Casrouge A, Huot N, Passaes C, Lecuroux C, et al.
Elevated Basal Pre-Infection CXCL10 in Plasma and in the Small Intestine
After Infection Are Associated With More Rapid HIV/SIV Disease Onset.
PloS Pathog (2016) 12:e1005774. doi: 10.1371/journal.ppat.1005774

Wang Z, Yin X, Ma M, Ge H, Lang B, Sun H, et al. IP-10 Promotes Latent HIV
Infection in Resting Memory CD4(+) T Cells via LIMK-Cofilin Pathway.
Front Immunol (2021) 12:656663. doi: 10.3389/fimmu.2021.656663

Ramirez LA, Arango TA, Thompson E, Naji M, Tebas P, Boyer JD. High IP-10
Levels Decrease T Cell Function in HIV-1-Infected Individuals on ART. J
Leukoc Biol (2014) 96:1055-63. doi: 10.1189/jlb.3A0414-232RR

Stylianou E, Aukrust P, Kvale D, Muller F, Froland SS. IL-10 in HIV Infection:
Increasing Serum IL-10 Levels With Disease Progression-Down-Regulatory
Effect of Potent Anti-Retroviral Therapy. Clin Exp Immunol (1999) 116:115-
20. doi: 10.1046/j.1365-2249.1999.00865.x

Clerici M, Wynn TA, Berzofsky JA, Blatt SP, Hendrix CW, Sher A, et al. Role
of Interleukin-10 in T Helper Cell Dysfunction in Asymptomatic Individuals

Infected With the Human Immunodeficiency Virus. J Clin Invest (1994)
93:768-75. doi: 10.1172/JCI117031

Brockman MA, Kwon DS, Tighe DP, Pavlik DF, Rosato PC, Sela ], et al. IL-10
Is Up-Regulated in Multiple Cell Types During Viremic HIV Infection and
Reversibly Inhibits Virus-Specific T Cells. Blood (2009) 114:346-56. doi:
10.1182/blood-2008-12-191296

Uddin S, Lekmine F, Sassano A, Rui H, Fish EN, Platanias LC. Role of Stat5 in
Type I Interferon-Signaling and Transcriptional Regulation. Biochem Biophys
Res Commun (2003) 308:325-30. doi: 10.1016/S0006-291X(03)01382-2
McNab F, Mayer-Barber K, Sher A, Wack A, O'Garra A. Type I Interferons in
Infectious Disease. Nat Rev Immunol (2015) 15:87-103. doi: 10.1038/nri3787
Hervas-Stubbs S. Direct Effects of Type I Interferons on Cells of the Immune
System. Clin Cancer Res (2011) 17:2619-27. doi: 10.1158/1078-0432.CCR-10-
1114

Platanias LC. Mechanisms of Type-I- and Type-II-Interferon-Mediated
Signalling. Nat Rev Immunol (2005) 5:375-86. doi: 10.1038/nri1604

Crotti A, Chiara GD, Ghezzi S, Lupo R, Jeeninga RE, Liboi E, et al.
Heterogeneity of Signal Transducer and Activator of Transcription Binding
Sites in the Long-Terminal Repeats of Distinct HIV-1 Subtypes. Open Virol |
(2007) 1:26-32. doi: 10.2174/1874357900701010026

. Selliah N, Zhang M, DeSimone D, Kim H, Brunner M, Ittenbach RF, et al. The
Gammac-Cytokine Regulated Transcription Factor, STAT5, Increases HIV-1
Production in Primary CD4 T Cells. Virology (2006) 344:283-91. doi: 10.1016/
j.virol.2005.09.063

Briggs SD, Scholtz B, Jacque JM, Swingler S, Stevenson M, Smithgall TE. HIV-
1 Nef Promotes Survival of Myeloid Cells by a Stat3-Dependent Pathway. J
Biol Chem (2001) 276:25605-11. doi: 10.1074/jbc.M103244200

Fan Y, Timani KA, He JJ. STAT3 and its Phosphorylation are Involved in
HIV-1 Tat-Induced Transactivation of Glial Fibrillary Acidic Protein. Curr
HIV Res (2015) 13:55-63. doi: 10.2174/1570162X13666150121115804

Del Corno M, Donninelli G, Varano B, Da Sacco L, Masotti A, Gessani S.
HIV-1 Gp120 Activates the STAT3/interleukin-6 Axis in Primary Human
Monocyte-Derived Dendritic Cells. J Virol (2014) 88:11045-55. doi: 10.1128/
JV1.00307-14

45.

46.

47.

48.

49.

50.

52.

53.

54.

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

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Karakoese, Schwerdtfeger, Karsten, Esser, Dittmer and Sutter. This
is an open-access article distributed under the terms of the Creative Commons
Attribution License (CC BY). The use, distribution or reproduction in other forums is
permitted, provided the original author(s) and the copyright owner(s) are credited and
that the original publication in this journal is cited, in accordance with accepted
academic practice. No use, distribution or reproduction is permitted which does not
comply with these terms.

Frontiers in Immunology | www.frontiersin.org

July 2022 | Volume 13 | Article 936918


https://doi.org/10.1128/JVI.02612-09
https://doi.org/10.1038/s41598-019-54650-9
https://doi.org/10.1038/nature13554
https://doi.org/10.1371/journal.ppat.1007246
https://doi.org/10.3389/fimmu.2014.00526
https://doi.org/10.1128/JVI.00841-19
https://doi.org/10.3389/fimmu.2021.809774
https://doi.org/10.2174/1874613601711010024
https://doi.org/10.1016/j.meegid.2017.11.002
https://doi.org/10.1016/j.meegid.2017.11.002
https://doi.org/10.1089/vim.2012.0011
https://doi.org/10.1371/journal.ppat.1005774
https://doi.org/10.3389/fimmu.2021.656663
https://doi.org/10.1189/jlb.3A0414-232RR
https://doi.org/10.1046/j.1365-2249.1999.00865.x
https://doi.org/10.1172/JCI117031
https://doi.org/10.1182/blood-2008-12-191296
https://doi.org/10.1016/S0006-291X(03)01382-2
https://doi.org/10.1038/nri3787
https://doi.org/10.1158/1078-0432.CCR-10-1114
https://doi.org/10.1158/1078-0432.CCR-10-1114
https://doi.org/10.1038/nri1604
https://doi.org/10.2174/1874357900701010026
https://doi.org/10.1016/j.virol.2005.09.063
https://doi.org/10.1016/j.virol.2005.09.063
https://doi.org/10.1074/jbc.M103244200
https://doi.org/10.2174/1570162X13666150121115804
https://doi.org/10.1128/JVI.00307-14
https://doi.org/10.1128/JVI.00307-14
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	Distinct Type I Interferon Subtypes Differentially Stimulate T Cell Responses in HIV-1-Infected Individuals
	Introduction
	Material and Methods
	Study Participants/Isolation and Cultivation of Primary Cells
	Stimulation With Different Human IFNα Subtypes and IFNβ
	Infection
	Cell Surface and Intracellular Staining by Flow Cytometry
	Phosphoflow Staining
	Stimulation With SEB and HLA Class I Restricted HIV Peptide Pool
	Multiplex Cytokine and Chemokine Bead Arrays
	Statistical Analysis

	Results
	Stimulation of In Vitro HIV-Infected Primary Cell Cultures With Different Type I IFN Subtypes Elevated Cytotoxic T Cell Responses
	Additional Type I IFN Stimulation of LPMCs and PBMCs had Only Minor Effects on T and NK Cell Responses
	IFNα14 and IFNβ Strongly Induced Phosphorylation of STAT1 and STAT5 in Immune Cell Subsets

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


