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ABSTRACT

Intravenous drug use is one of the major risk factors for HIV-infection in HIV-related pulmonary arterial
hypertension patients. We previously demonstrated exaggerated pulmonary vascular remodeling with
enhanced apoptosis followed by increased proliferation of pulmonary endothelial cells on simultaneous
exposure to both opioids and HIV protein(s). Here we hypothesize that the exacerbation of autophagy
may be involved in the switching of endothelial cells from an early apoptotic state to later hyper-
proliferative state. Treatment of human pulmonary microvascular endothelial cells (HPMECs) with both the
HIV-protein Tat and morphine resulted in an oxidative stress-dependent increase in the expression of
various markers of autophagy and formation of autophagosomes when compared to either Tat or
morphine monotreatments as demonstrated by western blot, transmission electron microscopy and
immunofluorescence. Autophagy flux experiments suggested increased formation rather than decreased
clearance of autolysosomes. Inhibition of autophagy resulted in a significant increase in apoptosis and
reduction in proliferation of HPMECs with combined morphine and Tat (M+T) treatment compared to
monotreatments whereas stimulation of autophagy resulted in opposite effects. Significant increases in
the expression of autophagy markers as well as the number of autophagosomes and autolysosomes was
observed in the lungs of SIV-infected macaques and HIV-infected humans exposed to opioids. Overall our
findings indicate that morphine in combination with viral protein(s) results in the induction of autophagy
in pulmonary endothelial cells that may lead to an increase in severity of angio-proliferative remodeling of
the pulmonary vasculature on simian and human immunodeficiency virus infection in the presence of
opioids.
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Introduction
reported to be in individuals who were IVDUs including the

The advent of antiretroviral therapy has clearly led to an
improved survival among human immunodeficiency virus
(HIV)-1 infected individuals. Nevertheless, this advancement
has been accompanied by serious noninfectious cardiovascular
complications including coronary heart disease and pulmonary
arterial hypertension (PAH)."' PAH results from increased vas-
cular resistance in the pulmonary arteries that most often
results in right heart failure and death.”> HIV-1 infection is one
of the major causes of pulmonary hypertension in the world.’
The survival rate of HIV-related PAH (HRPAH) patients is sig-
nificantly reduced to one-half compared with HIV-infected
individuals without PAH. However, not all HIV-infected
patients develop HRPAH and may require a second hit from
another risk factor to develop the disease. Intravenous drug use
(IVDU) has been found to be the most common risk factor
associated with HIV-infection in individuals diagnosed with
HRPAH. A range of 53% to 70% of HRPAH cases were

recent report by Quezada et al. suggesting 10% prevalence of
HRPAH in the HIV-infected cohort from Spain.*” Our previ-
ous findings consistently suggest augmentation of pulmonary
arteriopathy and endothelial dysfunction in HIV-infected
IVDUs (mainly opioids and/or cocaine abusers) compared to
HIV-infected nondrug users or uninfected IVDUs.* !

Our previous study on lung tissues from simian immunode-
ficiency virus (SIV)-infected macaques exposed to morphine,
an opioid (VM group), demonstrates significant pulmonary
vascular remodeling including the presence of -early-
and advanced-stage complex (plexiform) lesions when
compared with either the SIV-infected (V group) or morphine-
treated uninfected (M group) macaques.'® Furthermore, the
pulmonary endothelial cells (pECs) lining the vessels showing
medial hypertrophy or initial stage intimal lesions in lung
sections from VM macaques demonstrated an increase in posi-
tivity for both TUNEL (apoptosis marker) and MKI67
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(proliferation marker). However, the cells within the advanced
stage of fully occluded plexiform or intimal fibrotic lesions
stained negative for apoptosis but were highly positive for
MKI67. This observation was supported by cell culture studies
demonstrating enhanced apoptosis with the maximum increase
at d 3 followed by enhanced proliferation of apoptosis-resistant
endothelial cells that peaked at d 6, upon simultaneous treat-
ment with HIV-transactivator of transcription (Tat) protein
and morphine compared to either treatment alone.' Apopto-
sis, followed by enhanced proliferation of endothelial cells, has
been proposed to be a critical step in the development of plexi-
form lesions associated with the pulmonary hypertension.'”
However, what leads to the transition of endothelial cells from
initial apoptosis to apoptosis-resistant hyper-proliferation
remains unknown.

Accumulating evidence suggests autophagy to be a major
cytoprotective pathway. Although autophagy has been
reported to cause cellular senescence and growth arrest in
tumor cells,”>'® it also plays a fundamental role in causing
chemotherapy resistance by favoring cell survival and
uncontrolled proliferation,">'” making it a plausible thera-
peutic target.'®® Autophagy is triggered immediately in
response to stress leading to apoptosis or is activated as a
defense mechanism upon persistent stress exposure in favor
of cell survival and uncontrolled proliferation.'®!” Elevated
autophagy markers in lung tissue from patients®® with pul-
monary hypertension and in the pulmonary hypertensive
murine models®>*" were noted recently. However, the evi-
dence on the role of autophagy in PAH is not yet conclu-
sive. On one hand, increased autophagy is protective in
hypoxia model of PAH?*® whereas, on the other hand, it is
believed to be detrimental in a monocrotaline model of
PAH.”> Moreover, the autophagy response is cell dependent
and may increase in one cell type and decrease in another
in the same disease process. Therefore, further research is
needed to provide better insight in understanding the role
of autophagy in the pathogenesis of pulmonary vascular
remodeling.

Based on literature and our earlier report'® we now
hypothesize that the chronic increase in autophagy in pul-
monary endothelial cells on combined exposure to HIV
protein(s) and morphine results in a hyperproliferative state
of endothelial cells leading to irreversible occlusion of pul-
monary arterioles. Here we demonstrate the cumulative
effect of morphine on HIV-Tat-mediated autophagy in pri-
mary human pulmonary microvascular endothelial cells
(HPMECs) by analyzing in detail various autophagy
markers. Inhibition of autophagy resulted in attenuation
whereas stimulation of autophagy resulted in exacerbation
of M+T-mediated enhanced proliferation of endothelial
cells. These cell-culture findings are later confirmed by ana-
lyzing autophagy in the lungs from SIV-infected, morphine-
exposed macaques with angio-obliterated pulmonary ves-
sels'” and in the lungs from HIV* IVDUs that demonstrate
enhanced pulmonary vascular remodeling.” To our knowl-
edge, this study is the first endeavor into exploring the
potential role of autophagy in the enhancement of prolifera-
tion of apoptosis-resistant endothelial cells mediated by
HIV-protein and drug abuse.

16,23,24
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Results

Increased expression of autophagy markers with
simultaneous exposure of endothelial cells to
morphine and HIV-Tat

To determine the role of autophagy in M+T-mediated endo-
thelial dysfunction, we first assessed the levels of autophagic
markers involved in the initiation and assembly of the initial
phagophore membrane formation,”® ULK1 and BECNI, and
the molecules of the conjugation system involved in autophago-
some formation, ATG5 and ATG7."” As represented by the
densitometry graphs in Fig. 1A to D there was a significant
increase in the expression of ULK1, BECN1, ATG5 and ATG7
within 3 h in HPMECs with combined treatment of morphine
and HIV-Tat compared to untreated control cells. Maximum
significant increase in the expression of all these autophagy-
associated proteins was observed at 6 h of M+T combined
treatment compared to all other time points tested, and expres-
sion at this time point is shown in the representative western
blots. This increase in the expression of autophagy proteins on
combined treatment was also higher than that observed in cells
treated with either Tat or morphine alone with statistically sig-
nificant increase in the ULKI expression at both 3 h and 6 h
post treatment. In addition, a significant increase in the expres-
sion of ULK1 and BECNI was also noted in the case of mor-
phine or Tat treatment alone compared to control, at 6 h time
point. ULK1 expression in response to combined treatment fol-
lowed a downward trend at later time points but was still higher
when compared with monotreatments. Nevertheless, the
expression of BECN1 on combined treatment continued to be
significantly higher compared to untreated cells until 48 h
whereas ATG7 expression slowly dropped after 6 h but was sig-
nificantly higher compared to untreated and morphine-treated
cells for 12 to 48 h. This increase in the expression of autophagy
markers continued for 3 d of combined treatment compared to
untreated cells, beyond which the autophagy activity dropped
closer to the level of untreated cells. Further, we confirmed that
the increase in autophagy with morphine and/or Tat treatment
was mainly through specific binding of M+T to
OPRM1/p-opioid and VEGF (vascular endothelial growth fac-
tor) receptors, respectively. As seen in Fig. 1E, pretreatment of
cells with naloxone, an opioid receptor blocker*® and/or
Su5416, the inhibitor of VEGF receptor®” resulted in attenua-
tion of morphine and/or Tat-mediated increase in the expres-
sion of ULKl and BECN1 at 6 h post-treatment when
compared with morphine and/or Tat-treated cells in absence of
these inhibitors.

Morphine augments the formation of autophagosomes
and autolysosomes in HIV-Tat-treated endothelial cells

To determine the autophagosome and autolysosome formation
in response to Tat and /or morphine treatment, cells were
immunostained for MAP1LC3B and treated with LysoTracker
Red dye to track lysosomes. As represented in Fig. 2A, there
was a remarkable increase in the green-colored MAP1LC3B
puncta on combined treatment of HPMEC with M+T for 24 h
compared to untreated cells or cells exposed to monotreat-
ments. We also found a greater detection of yellow-orange
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Figure 1. Enhanced expression of autophagy markers in pulmonary endothelial cells on combined treatment with morphine and Tat compared to monotreatments. Con-
fluent Human pulmonary microvascular endothelial cells (HPMEC) were treated with 1 M morphine (M) and/or 25 ng/ml Tat (T) in 0.5% serum-containing medium from
3 h to 9 d followed by western blot for (A) ULK1, (B) BECN1, (C) ATG5 and (D) ATG7. The graphs are the densitometry analysis of protein expression at various time points
from at least 3 independent experiments. The western blots above each graph represent analysis of the 6-h treatment. The blot probed for BECN1 was stripped and
reprobed for ATG5 and ATG7. (E) Cells were pretreated with naloxone (1 M) and/or Su5416 (0.5 ;«M) 20 min before 6 h morphine and/or Tat treatment followed by
western blot of ULK1 and BECN1 expression. The representative blots are shown with densitometry graphs representing mean +SEM from 3 independent experiments.
*P < 0.05, **P < 0.01, ***P < 0.001 vs. control, *P < 0.05, P < 0.01, #*P < 0.001 vs. morphine, *P < 0.05, **P < 0.01, ***P < 0.001 vs. Tat, ®P < 0.001 vs. M+T.

stained autolysosomes as an indication of fusion between green and yellow-orange fluorescence puncta demonstrated not
MAPILC3B-positive autophagosomes and lysosomes in cells only a significant increase in autophagosomes but also autoly-
exposed to combined treatment (Fig. 2A). Quantification of sosomes on simultaneous treatment with M+T when
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Figure 2. Increased number of autophagosomes or autolysosomes in HPMEC on combined treatment with morphine and Tat. (A) Confluent HPMEC were treated with
morphine (1 M) and/or HIV-Tat (25 ng/ml) for 24 h. Live cells were stained with LysoTracker Red dye for 30 min followed by immunofluorescence staining for LC3B
(green). Magnification 60X. Scale bar: 50 um. (B) HPMECs were transfected with 300 ng of pBABE-puro mCherry-EGFP-LC3B plasmid followed by morphine and/or Tat
treatment at 48 h post-transfection. After 24 h of treatment, cells were fixed with 4% paraformaldehyde and viewed using a Nikon Eclipse E2000-U inverted confocal
microscope. Green puncta (GFP) represent autophagosomes and red puncta (mCherry) represent autolysosomes. Magnification 100X. Scale bar: 50 xm. (C) Transmission
electron microscopy (TEM) analysis of HPMEC treated with morphine and/or Tat. Cells treated for 24 h were trypsinized followed by fixation in glutaraldehyde and proc-
essed for TEM (3000X magnification). The column on the right shows magnified images of the insets. Scale bars: 500 nm.

compared with monotreatments, indicating higher flux of LC3
toward lysosomes (Fig. S1A and B). We further confirmed the
induction of autophagy in M+T-treated HPMECs by transfect-
ing cells with pPBABE-puro mCherry-EGFP-LC3B plasmid. The
mCherry-EGFP-LC3B vector helps to distinguish the autopha-
gosomes (EGFP positive, green) from autolysosomes (mCherry
positive, red) as EGFP signal is lost or decreased in an acidic
environment. As represented in Fig. 2B, combined treatment of
morphine and HIV-Tat resulted in an increase in the number
of autophagosomes as well as autolysosomes compared to
monotreatments. However, we found a low number of red-only
positive autolysosomes and this could be because we fixed the
cells before viewing under a confocal microscope. Fixation
restores the signal of GFP*® and this could have resulted in
underestimation of mCherry-only positive signal in M+4T-
treated cells considering our observation in Fig. 2A. When we
added the autophagy stimulator rapamycin to M+T-treated
cells both GFP and mCherry signals increased remarkably.
However, red-positive and green-positive puncta in cells treated
with rapamycin alone were found to be far fewer compared to
M+T treatment in the absence or presence of rapamycin
(Fig. S1C and Fig. 2B). Furthermore, significant increase in the
protein expression of LAMP1 on combined treatment with
M+T compared to monotreatments is shown in Figure S1D.
We next confirmed these findings with TEM, which is one of
the most widely used techniques to detect the presence of auto-
phagic vesicles.”” We looked for the presence of double-

membrane autophagosomes and for autolysosomes by TEM in
HPMEC treated with morphine and/or Tat for 24 h. As repre-
sented in Fig. 2C and Figure S1E, quantification of autophago-
somes and autolysosomes present within cells demonstrated
maximum presence of these autophagic bodies in cells exposed
to combined treatment of M+T and this increase was statisti-
cally significant compared to untreated or only morphine or tat
treated cells.

Increased autophagic flux on combined treatment with
morphine and HIV-Tat

To determine if the increase in autophagic bodies is due to the
increase in the rate of autophagosome formation or a decrease
in their degradation, cells were treated with bafilomycin A,
(BAF)*° followed by morphine and/or Tat treatment. As
observed by immunofluorescence staining shown in Fig. 3A
pretreatment of HPMECs with BAF resulted in a further
increase in morphine and Tat-mediated green fluorescent
MAPILC3B puncta formation (lower panel) when compared
with cells treated with only morphine or Tat (upper panel).
The quantification of MAPILC3B puncta in the morphine
and/or Tat-treated cells in the presence or absence of BAF is
represented in Figure S2A. The augmentation in autophago-
some flux was further demonstrated by an increase in the
number of green and yellow-positive puncta and the absence
of red-only mCherry-positive puncta after treatment of
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Figure 3. Enhanced autophagic flux on combined treatment with morphine and Tat. HPMECs untransfected (A, C, D) or transfected with pBABE-puro mCherry-EGFP-LC3B
plasmid (B) were treated with morphine and/or HIV-Tat in the absence or presence of BAF. ((A)and B) For MAP1LC3B immunostaining (A) and visualization of GFP or
mCherry LC3B puncta (B) cells were fixed with 4% paraformaldehyde at 24 h post-treatment and viewed using a confocal microscope. ((C)and D) Western blot analysis of
MAP1LC3B-II (C) and SQSTM1 (D) at 24 h and 48 h post treatment, respectively. The graphs represent the densitometry analysis of western blots from 2 or 3 independent

experiments. Mean +SEM, *P < 0.05, **P < 0.01, P <

0.001 vs. control, ##P < 0.01, ###P < 0.001 vs. morphine, $P < 0.05 vs. Tat, @P < 0.05 vs. combined morphine

and Tat (M+T), 6P < 0.05, 66P < 0.01, 666P < 0.001 vs BAF. Note: In order to visualize autophagosomes (yellow puncta) more clearly in M+T+BAF, we lowered the
green and increased the red fluorescence intensities compared to the images captured for Figure 2.

GFP-mCherry-LC3B-transfected cells (Fig. 3B) with M+T in
the presence of BAF. Western blot analysis also demonstrated
an increase in the levels of MAP1LC3B-II on BAF pretreatment
compared to the respective non-BAF M+T-treated cells as
shown in Fig. 3C. Pretreatment of Tat-treated cells with BAF
also resulted in significant increase in the MAP1LC3B-II:ACTB
ratio compared to Tat treatment in the absence of BAF.
However, treatment of cells with only morphine for 24 h did

not demonstrate an increase in the MAP1LC3B puncta forma-
tion or in the MAP1LC3B-II expression when compared with
untreated cells (Fig. 3A and C). Also as expected, an increase in
MAPILC3B puncta (Fig. 3A) and MAPILC3B-II expression
(Fig. 3C) was observed in only BAF-treated cells compared to
untreated control. Figure S2C shows increase in the expression
of MAP1LC3B-II in M+T-treated cells at various time intervals
that further increased in the presence of BAF.



Alteration in the autophagy flux was further confirmed by
western blot analysis of SQSTM1/p62 (sequestosome 1) expres-
sion.”’ As expected, combined treatment showed a significant
reduction in the SQSTM1 level compared to untreated cell or
monotreated cells (Fig. 3D). Pretreatment with BAF, resulted
in an increase in the SQSTM1 expression compared to the cor-
responding non-BAF M+T-treated cells at 24 h (Fig. S2B) and
48 h post-treatment (Fig. 3D). Interestingly, as shown in
Fig. 3D, 48 h of morphine treatment alone caused an increase
in SQSTM1 expression, which further increased upon BAF
treatment. Time-course studies found a remarkable reduction
in SQSTM1 expression as early as 3 h to 6 d of combined treat-
ment compared to untreated cells. The corresponding BAF-
pretreated cells showed an increase in SQSTMI1 expression as
illustrated in Figure S2C. Overall, the results show that com-
bined treatment of M+T leads to remarkable induction of
autophagy in pulmonary microvascular endothelial cells.

Morphine and Tat-mediated increase in the levels of
autophagy proteins was independent of changes in the
MRNA levels

Since we saw an increase in protein expression of key auto-
phagy proteins as early as 3 h post-treatment we next investi-
gated if this corresponded to the increase in mRNA levels.
Interestingly, as seen in Fig. 4A, we observed no significant
alterations in the mRNA expression of ULK1, BECN1, ATG5 or
ATG?7 in morphine- and/or Tat-treated cells at any of the early
time points tested; from 1 h to 6 h post-treatment. To confirm
transcription-independent regulation of ATG protein levels by
M+T we examined the expression of ATG proteins in the pres-
ence of the RNA synthesis inhibitor actinomycin D as well as
in the presence of the protein synthesis inhibitor cyclohexi-
mide. We did not observe any significant changes in the levels
of ULK1, BECN1, ATG5 and ATG?7 in response to M+T treat-
ment in the presence of actinomycin D when compared with
cells treated with only M+T (Fig. 4B). However, we observed
significant abrogation in the M+T induced expression of all
these autophagy proteins in the cells pretreated with cyclohexi-
mide (Fig. 4C).

Negative modulation of morphine and Tat-mediated
apoptosis by autophagy

Previously we have demonstrated that combined treatment
with M+T initially results in an oxidative stress-mediated
enhanced apoptosis of HPMECs with maximum increase
observed at 3 d post-treatment, followed by enhanced pro-
liferation that peaked at 6 d post-treatment.'® To investigate
if autophagy is contributing to the M+T-mediated
enhanced proliferation of apoptotic resistant endothelial
cells, we first tested whether autophagy protects HPMECs
against morphine-Tat induced apoptotic stress. We inhib-
ited autophagy by a chemical method using 3-methylade-
nine (3-MA) or by a gene knockdown approach using
siRNA against ULKI. Results represented in Figure S3 con-
firmed the efficiency of siRNA transfection. As observed in
Fig. 5A and 5B, inhibition of autophagy by 3-MA or by
knocking down ULKI expression with the use of siRNA in
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cells treated with morphine and/or Tat for 3 d resulted in
significant increase in cell apoptosis compared to corre-
sponding morphine and/or Tat-treated cells in the absence
of 3-MA treatment or ULKI knockdown As previously
reported by us,'” the combined M+T exposure for 3 d sig-
nificantly increased endothelial apoptosis compared to
monotreatments. Interestingly, autophagy inhibition lead to
further significant enhancement of this M+T -mediated
apoptosis indicating that autophagy protects the cells from
undergoing severe apoptosis. In corroboration of these find-
ings, stimulation of autophagy using pharmacological stimu-
lators, rapamycin (Fig. 5C) or temozolomide (Fig. S4A) and
overexpression of ULK1 protein (Fig. 5D) in M+T-treated
HPMEC resulted in significant reduction of M+T-mediated
apoptosis thus confirming the protective role of autophagy
against pulmonary endothelial cell apoptosis. The overex-
pression of ULK1 in HPMEC transiently transfected with
ULK1 expression plasmid was confirmed by western blot
analysis as represented in Figure S5. Morphine and /or Tat
treatment of cells transfected with scrambled siRNA or
empty plasmid showed similar alterations in apoptosis as in
case of untransfected morphine and /or Tat-treated cells.

Autophagy-dependent increased proliferation of
morphine-Tat-treated HPMEC

Finally we analyzed whether autophagy, which was respon-
sible for rescuing the cells from M+T-mediated apoptosis,
could actually lead to hyperproliferation. As indicated in
Fig. 6A and B, autophagy inhibition using either 3-MA or
ULK1 siRNA resulted in significant reduction in morphine-
Tat induced HPMEC proliferation after 6 d of exposure.
On the other hand, stimulation of autophagy using rapamy-
cin (Fig. 6C) or temozolomide (Fig. S4B) and overexpres-
sion of ULK1 using an expression plasmid (Fig. 6D) further
increased the M+T-mediated HPMEC proliferation signifi-
cantly. As expected we also observed a corresponding sig-
nificant increase in cell proliferation on autophagy
stimulation of cells treated with morphine or Tat alone.
These results clearly highlight the key role of autophagy in
promoting the cells that survive the M+T triggered apopto-
sis to develop a proliferative phenotype.

Oxidative stress dependent increase in autophagy on
morphine and Tat treatment of endothelial cells

Growing evidence suggests crosstalk between ROS and auto-
phagy. While ROS is considered as one of the important
inducers of autophagy,’ autophagy in turn is known to regu-
late oxidative stress by removal of ROS generating damaged
organelles. In our earlier findings we reported significant
increase in the generation of reactive oxygen species (ROS) on
morphine-Tat treatment of HPMEC; however, we measured
H,0, and O, generation only at 1 h post treatment.'® Now, to
see if oxidative stress is involved in chronic induction of auto-
phagy in response to chronic exposure of HPMEC to M+T, we
did time-course studies. As shown in Fig. 7A, morphine or Tat
alone could significantly increase the H,0, generation from 1 h
to 1 day post-treatment compared to control. In cells treated
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Figure 4. Transcription-independent increase in the expression of autophagy proteins on morphine and Tat treatment. (A) Confluent HPMEC were treated with morphine
and/or Tat in 0.5% FBS containing endothelial cell medium from 30 min to 6 h followed by RNA extraction, cDNA preparation and qPCR for ULKT, BECN1, ATG5 and ATG7.
(B and C) HPMEC at 80% confluence were treated with either (B) actinomycin D (3 cg/ml) or (C) cycloheximide (10 £g/ml)15 min before morphine and Tat treatment for
6 h followed by protein extraction for western blot analyses of ULK1, BECN1, ATG5 and ATG7. The graphs represent the densitometry of 4 independent experiments.
Mean +SEM, “P < 0.01, **P < 0.001 vs. control, @P < 0.001 vs. combined morphine and Tat (M+T).

with both M+T a sharp peak in H,0, generation was observed treatment was significantly more compared to monotreated
at early time points followed by chronic generation of H,O, cells at all time-points tested. Similarly, we observed significant
until 6 d post treatment. This increase in H,O, on combined increase in superoxide (O, ) radicals with a peak as early as 3 h
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Figure 5. Autophagy protects HPMEC from morphine and Tat-mediated apoptosis. HPMEC (1.25 x 10* cells / well) were plated on 96-well plates followed by pretreat-
ment with either 3-methyladinine (3-MA) (A) or rapamycin (C) before morphine and/or Tat treatment for 3 d followed by Cell Death Detection ELISA. Alternatively, cells
were transfected with ULKT siRNA or scrambled (scrm) siRNA (B) or with ULKT expression plasmid or empty vector (EV) (D) using HiPerfect or Geneluice reagent respec-
tively as per the manufacturer’s instructions before treatment with morphine and/or Tat. The data are average of 3 independent experiments performed in triplicates.
Mean + SD, *P < 0.05, **P < 0.01, **P < 0.001 vs. control, #P < 0.05, ##P < 0.01, ###P < 0.001 vs. morphine, $$$P < 0.001 vs. Tat, @P < 0.05, @@@P < 0.001 vs.

morphine+Tat treatment.

post-treatment of M+T compared to monotreatments or
untreated controls as shown in Fig. 7B. On blocking the inter-
actions of M+T with cells using naloxone and Su5416, we were
able to prevent M+T-mediated increase in total ROS genera-
tion (Fig. 7C).

Next we investigated if ROS is the initiator of the mor-
phine-Tat-mediated increase in autophagy by pretreating
the cells with antioxidant cocktail, NADPH oxidase inhibi-
tor L-ascorbate, glutathione and a-tocopherol, for 20 min
followed by 6 h of M+T treatment. As shown in Fig. 7D,
there was a significant reduction in morphine-Tat-mediated
increased ULK1 and BECNI1 expression in presence of anti-
oxidants. Immunofluorescence staining showed reduction in
the LC3B puncta in morphine-Tat-treated HPMEC on pre-
treatment with antioxidants (Fig. 7E). We further confirmed
the role of ROS in morphine-Tat-mediated autophagy
induction by analysis of autophagy flux in the presence or
absence of the antioxidant cocktail. As illustrated in Fig. 7F,
cells treated with M+T in the presence of antioxidants did
not show increase in the expression of MAPILC3B-II
expression both in the presence and absence of BAF when
compared with only BAF-treated or untreated controls.
However, as observed earlier in Fig. 3C, the morphine-

Tat-treated cells in the absence of antioxidants showed sig-
nificantly higher MAPILC3B-II levels compared to
untreated control and this increase further increased signifi-
cantly in the presence of BAF (Fig. 7F).

Modulation of oxidative stress due to chronic induction of
autophagy by Tat and morphine

While we investigated how ROS modulates M + T-mediated
induction of autophagy we also examined how autophagy in
turn modulates ROS. Effect of autophagy inhibition using 3-MA
as well as autophagy stimulation using rapamycin on production
of ROS was examined in HPMEC treated with morphine and/or
Tat for 1, 3, 6, 12 h or 1 to 9 d. Inhibition of autophagy using
3-MA resulted in further increase in M+T-mediated induction
of H,0O, and O, radicals at all time intervals tested (Fig. 7G),
whereas stimulation of autophagy using rapamycin could bring
down the M+T-mediated increase in oxidative stress to the lev-
els observed in control untreated cells (Fig. 7H). Overall, our
findings suggest that excess generation of ROS in response to
combined treatment with M+T upregulates autophagy which in
turn helps in scavenging oxidative stress to a level that may
impede cell death and promote cell proliferation.
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Figure 6. Autophagy promotes the morphine and Tat-treated HMPEC toward hyperproliferation. Autophagy was inhibited by treatment with 3-MA (A) or ULKT knock-
down (B) and was stimulated by rapamycin (C) or ULK1 overexpression (D) followed by morphine and/or Tat treatment. MTS Cell Proliferation Assay was later done at 6 d
post-treatment. Cells (3 x 10 cells/well) were plated on 96-well plates followed by pretreatment with either 3-MA (A) or rapamycin (C) before morphine and/or Tat treat-
ment. Cells were transfected with ULKT siRNA or scrambled (scrm) siRNA using HiPerfect (B) or transfected with ULK1 expression plasmid or empty vector (EV) using
GenelJuice reagent (D) as per the manufacturer’s instructions followed by morphine and/or Tat treatment. The data shown are mean + SD of 3 independent experiments
done in triplicates. *P < 0.05, ** P <0.01, ***P < 0.001 vs. control, #P < 0.05, ###P < 0.001 vs. morphine, $P < 0.05, $$5P < 0.001 vs. Tat, @@@P < 0.001 vs. morphi-

ne+Tat treatment.

Increased autophagy in the endothelium of the remodeled
vessels of SIV-infected macaques exposed to morphine

Based on our earlier published data'® showing increased apo-
ptosis and proliferation of endothelial cells within the early-
stage vascular lesions and actively proliferating endothelial cells
with absence of TUNEL positive cells within the advanced-
stage lesions in SIV-infected macaques exposed to morphine
(VM group), we speculated that autophagy may be more
enhanced in these macaque lungs. Hence we first analyzed
the expression of autophagic markers in the lungs of these mac-
aques by western blot. As shown in Fig. 8A, there was a signifi-
cant increase in the expression of BECN1, ATG5 and ATG7 in
VM group compared to only virus-infected macaques
(V group). The expression of ATG5 in VM lungs was also sig-
nificantly higher compared to uninfected morphine exposed
macaques (M group).

We also observed a notable increase in the expression of
MAPILC3B protein (stained green) in the VWEF (von
Willebrand factor)-positive (stained red) endothelial lining of
pulmonary vessels in VM macaques by immunostaining the
paraffin embedded lung sections (Fig. 8B). The V group
showed a relatively weak and diffuse distribution of

MAPILC3B staining in the endothelial lining of vessels,
whereas qualitatively more intense staining was observed in the
M group as shown in the representative images. Maximum
increase in staining intensity was observed in the VM group
compared to the V or M groups as indicated by merged yellow-
orange, intense staining well distributed throughout the
endothelial cells lined as multiple layers or within the occluded
vessels from VM macaques.

To further confirm these findings we examined the presence
of autophagic bodies (autophagosomes or autolysosomes) by
TEM in the pulmonary vessels of these macaques. As repre-
sented graphically in Fig. 8C, presence of maximum autophagic
bodies was detected in the endothelial cells lining the vessel
walls of VM lungs compared to V or M groups. The upper
panel of Fig. 8C shows the representative endothelial cell from
each group showing the presence of autophagosomes and auto-
lysosomes. Lower panel shows the images from CO88 macaque
from VM group that showed remarkably more vascular remod-
eling with advanced pulmonary vascular and obliterated plexi-
form lesions as reported earlier.'’ The first image is from the
cut block used for processing the tissue for TEM imaging, rep-
resenting one of the areas with proliferating endothelial cells.
The next is the TEM imaging from the same area under the
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Figure 8. Enhanced autophagy in SIV-infected macaques exposed to morphine. (A) Total cellular extract from frozen macaque lung tissues from SIV (V group, n = 4), mor-
phine (M group, n = 4) or SIV4+morphine-injected macaques (VM group, n = 6) were probed or reprobed for the expression of autophagic markers BECN1, ATG5 and
ATG7 by western blot. Graphs represent the average densitometry of the protein expression from each group. (B) The paraffin-embedded macaque lung sections
immunostained for LC3B and endothelial marker (VWF). Magnification: 60X. Scale Bar 50 ;«m. (C) Representative TEM images of macaque lung sections. The upper panel
represents 4000X magnification of endothelial cells lining the blood vessels from the macaques in the respective groups with red triangles pointing at the autophagic
bodies (autophagosomes or autolysosomes). Lower panel images are of C088 macaque from the VM group. The first image (20X) is a crystal violet stained section from
the cut block used for processing the tissue for TEM imaging, representing one of the areas with proliferating endothelial cells. The red box represents the approximate
area of the TEM image shown in the middle, lower panel (250X). Further higher magnification image (2000X) of the inset shows a remarkably higher number of autopha-
gic bodies in one of the cells. The graph is the average number of autophagic bodies in at least 30 endothelial cells per group (n = 3 for V or M group and n = 4 for VM
group). #P < 0.05, ###P < 0.001 vs. M, $P < 0.05, $$$P < 0.001 vs V. Scale bars: 500 nm.

Figure 7. (see previous page) Morphine and Tat-mediated enhanced oxidative stress activates autophagy in endothelial cells. (A) Analysis of H,0, or (B) superoxide levels in
morphine (1 ©M) and/or HIV-Tat (25 ng/ml)-treated HPMEC for the indicated time points by amplex red assay or SOD-inhibitable cytochrome C reductase assay, respectively.
C) HPMEC (2 x 10" cells/well) plated on a 96-well plate were pretreated with naloxone (1 M) and/or Su5416 (0.5 .1M) followed by morphine and/or Tat for 3 h and measure-
ment of total reactive oxygen species using the DCF assay kit. (D and E) Confluent HPMEC were pretreated with antioxidants for 30 min followed by 6 h Tat and morphine
treatment for western blot analysis for ULK1 and BECN1 expression (D) and for MAP1LC3B immunofluorescence staining (100X magnification) (E). (F) HPMEC were pretreated
with antioxidant cocktail (Aox) and/or BAF followed by combined morphine-Tat treatment for 24 h for western blot analyses of MAP1LC3B-Il and SQSTM1 expression. The
graphs represent densitometry from 3 independent experiments, mean+ SEM. (G and H) Modulation of morphine and Tat induced oxidative stress with autophagy inhibition
and stimulation. Confluent HPMEC pretreated with either 3MA (10 mM) or rapamycin (10 nM) before morphine and Tat were assayed for (G) H,0, and (H) O, generation
using amplex red and SOD-inhibitable cytochrome c reductase assays, respectively. Mean +SEM of at least 3 independent experiments. A, D, G) *P < 0.05, **P < 0.01,
***P < 0.001 vs. control, #P < 0.05, ##P < 0.01, ###P < 0.001 vs. morphine, $P < 0.05, $$P < 0.01, $$50.001 vs. Tat, @P < 0.05, @@P < 0.01, @@@P < 0.001 vs. combined
morphine and Tat (M+T). (B, C, F, H) "P < 0.001 vs. control, #7 < 0.001 vs. morphine, $0.001 vs. Tat, @P < 0.001 vs. M+T treatment. Scale bars: 50 um .



grid followed by a closer look at these cells. As expected, we saw
remarkably higher number of autophagic bodies in these endo-
thelial cells with presence of autophagosomes.

Increase in the expression of autophagy proteins and in
number of autophagic bodies in human lungs from HIV-
infected intravenous drug users

We next examined the expression of autophagy proteins in the
frozen lungs from HIV-infected IVDUs (HIV* IVDU) that
showed more enhanced pulmonary arteriopathy than HIV-
infected nondrug users (HIV) or uninfected IVDUs (IVDU)
alone as reported in our previous findings.” HIV-infected
IVDUs showed significantly higher expression of BECN1 when
compared with uninfected, non-IVDUs (normal) or with the
HIV group (Fig. 9A). However, ATG5 and ATG7 expression
was significantly higher in the HIV* IVDU group compared to
all other groups.

Additionally, we performed TEM analysis on newly
procured human lung tissues from all 4 mentioned groups. In
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concordance with our previous findings, these lungs also
showed significant vascular remodeling in HIV*™~ IVDUs
including presence of medial hypertrophy, intimal lesions,
blebbing and proliferation of endothelial cells as indicated by
ACTA2 and VWEF staining seen by brown coloration (Fig. S6).
Correlating with these findings, TEM analysis represented in
Fig. 9B showed remarkably higher number of autophagic
bodies in the endothelial cells lining the pulmonary vessels of
HIV* IVDU compared to HIV or IVDU groups. The graph
represents the overall significantly elevated counts of autopha-
gic bodies in HIV* IVDU humans compared to normal, HIV
or IVDU groups.

Discussion

Endothelial injury has been proposed to be a critical step in the
initiation and progression of vascular remodeling associated
with the pulmonary hypertension.>® Researchers have observed
that endothelial alterations precede the development of muscu-
larization of pulmonary arteries in the animal model of PAH.*
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Figure 9. Significant increase in the expression of autophagy related proteins and number of autophagosomes or autolysosomes in the human lungs from HIV-infected
IVDUs. (A) Western blot analysis of total lung extracts from normal, HIV-infected and /or IVDUs for BECN1, ATG5 and ATG7 expression. Graphs represent the densitometry
analysis of the blots. (B) TEM analysis showing autophagic bodies (autophagosomes or autolysosomes) in the endothelial lining of the pulmonary blood vessels (3000X
magnification). Lower panel shows the 800X magnification image with an area (red box) of the blood vessel from where representative 3000X image of HIV* IVDU group
was captured. The graph represents the average number of autophagic bodies counted in at least 24 cells per group (n = 2 per group). “P < 0.05, **P < 0.01 vs. normal,

#P < 0.05 vs. IVDU, $P < 0.05 vs HIV. Scale bars: 500 nm.
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The initial apoptotic injury of pECs followed by hyperprolifera-
tion of apoptosis-resistant cells> is believed to be the cause of
severe pulmonary hypertension characterized by complex pul-
monary vascular lesions. Previously we reported that the treat-
ment of pECs with morphine and HIV-protein Tat resulted in
enhanced apoptosis followed by enhanced proliferation com-
pared to either treatment alone.'® Accumulating evidence sug-
gests autophagy to be a major cytoprotective pathway that is
activated as a defense mechanism upon persistent stress expo-
sure. Here we report remarkable induction of autophagy in
HPMEC in response to exposure to the combined stress of
HIV-Tat and morphine as early as 3 h of treatment. Maximum
increase in the expression of autophagy-associated proteins was
observed after 6 h in M+T-treated cells compared to control
with continuation of higher expression of these proteins until 3
to 6 d. This chronic increase in autophagy with combined treat-
ment was significantly more than that observed with either Tat
or morphine treatment alone.

Recently Bernard et al. have reported transcriptional regula-
tion of autophagy genes with induction in the expression of
autophagy proteins as early as 1 h of serum starvation.”> How-
ever, our current findings indicate that the observed modulation
of autophagy proteins in response to M+T is not dependent on
transcriptional regulation as we did not observe changes in the
mRNA expression of autophagy related proteins including LC3B
(data not shown). Furthermore, no changes in the levels of these
proteins in the presence of actinomycin D but significant inhibi-
tion in the presence of cycloheximide suggests involvement of
translational or post-translation modifications such as phosphor-
ylation, deubiquitination or acetylation that may provide stability
to protein.®® The findings are critically justified given that
autophagy-related proteins are constitutively expressed in unper-
turbed cells, and their post-translation modification and/or inter-
action with other regulatory autophagy molecules seems to be
critical for their function rather than regulation of their gene
expression.”” In a recent study USP19 (ubiquitin specific pepti-
dase 19) was identified as a positive regulator of autophagy,
which stabilizes BECN1 by protecting its degradation through
the ubiquitin-proteasome pathway.”® In addition, Rodriguez et al.
demonstrate modulation of total MAPILC3B protein by BAG3-
dependent regulation of MAPILC3B mRNA translation in HeLa
and HEK293 cells.” Redox-dependent modification of ATG pro-
teins has also been proved as regulatory sensors for autophagy
proteins.*’ Hence the regulation of autophagy-related proteins is
highly complex that varies with cell type and biophysical envi-
ronment. It would be interesting to expand our work on under-
standing the mechanism(s) involved in M+T-mediated increase
in ATG proteins observed as early as 3 h post-treatment.

Mounting evidence suggests modulation of autophagy in
response to HIV-1*"** or morphine.”* Depending on cell type,
the effect of HIV-1 on autophagy varies with the course of pro-
ductive infection or bystander effect of viral proteins. Although
autophagy proteins are required for virus replication in CD4*T
lymphocytes,”’ the autophagy process is reported to restrict
HIV infection in these cells. Recently Sagnier et al. report
inhibition of virus replication in CD4*T cells by autophagy-
mediated degradation of Tat.** However the process of auto-
phagy-mediated virus restriction is counteracted by blockage of
autophagy on productive infection of CD4 " T cells contributing

to viral spread and persistence.** Recently, HIV-Vif has been
demonstrated to restrict autophagy by interacting with
MAPILC3B in productively infected CD4¥T cells.*> Further-
more, Sagnier et al. report induction of autophagy-dependent
apoptosis of uninfected bystander CD4*T cells by envelope
(Env) glycoprotein.** In contrast, Env protein does not induce
autophagy in uninfected macrophages and autophagy is neces-
sary for virus replication in these cells. While the initial stages
of autophagy are preserved or induced upon HIV-infection*® of
macrophages, the maturation stages of autophagy are inhibited
on binding of HIV-Nef to BECN1," therefore preventing
degradation and favoring higher virus yields.

Nevertheless, HIV-proteins play different role in case of
noninfectable cells, as demonstrated in our current report and
shown by others. HIV-Tat monotreatment increases autophagy
in U87MG and A-172 glioblastoma cells.*® Similarly, morphine
exposure induces autophagy in murine hippocampi and also in
primary microglial cells as early as one d post-treatment.*”’
Zhao et al.** have also reported induction of autophagy in
response to morphine in a neuroblastoma cell line. Likewise we
also observed increase in BECN1 and ATG7 expression on
treatment with morphine alone as early as 3 h. Interestingly,
this was accompanied by an increase in the SQSTM1 expres-
sion and no significant increase in MAP1LC3B-II with mor-
phine treatment suggesting inhibition of autophagosome
maturation and autolysosomal formation as recently reported
by Wan et al. in bone marrow-derived macrophages treated
with morphine and LPS.”® However, the time-course experi-
ments on the combined effect of HIV-Tat and morphine
revealed induction in ATG protein expression and autophagy
flux until 24 h post-treatment with maximum induction
observed at 6 h post-treatment. Higher levels of ATG proteins
on combined treatment were observed at all time points tested.
Contrary to this, El-Hage et al. previously have demonstrated
decrease in autophagy on combined morphine-Tat treatment
in human microglia.”* Although Dever et al.>* also report lower
autophagy activity in neurons on M+T coexposure initially at
8 h post-treatment, increased autophagy was observed at 24 h
of combined treatment, again establishing cell-type-dependent
differences in the autophagy response.

The relationship between autophagy, cell death and cell
survival is complex. Many scenarios demonstrate where auto-
phagy inhibits apoptosis and is offered as a way to adapt to stress
and cell survival. In other cases augmented autophagy leads to
type II cell death.'®>® Tanaka et al. have earlier reported inhibi-
tion of apoptosis through interactions of MAP1LC3B with Fas-
dependent apoptotic pathways.>* Additionally, studies have
shown that activation of MAP1LC3B-I to MAP1LC3B-II results
in promoting endothelial cell survival and inhibiting apoptotic
properties.” This is in line with our findings demonstrating fur-
ther increase in the M+T-mediated apoptosis with concomitant
reduction in the proliferation of cells on inhibition of autophagy
in M+T-treated HPMEC. Alternatively, significant reduction in
M+T-mediated early apoptosis and further exacerbation in the
proliferation was observed in the stimulation of autophagy.
Furthermore, reports suggest that autophagy can modulate
unwarranted cell death by degrading the proapoptotic proteins.
Also, studies suggest autophagy induction in response to apopto-
sis as a feedback mechanism and this may lead to cell survival.”®



HIV-protein Tat, the transactivating factor of HIV-1 is
actively secreted by infected cells and is known to promote
growth and migration of endothelial cells through produc-
tion of various growth factors as well as the induction of
apoptosis of microvascular endothelial cells via caspase acti-
vation.’*”” HIV-Tat can elicit these responses by either
entry into the target cells or interacting with cell-surface
receptors such as KDR or integrins.60 Similar to Tat, mor-
phine also stimulates both proapoptotic and prosurvival
signals®' ** in various cell types via binding to its OPRM1
receptors.”> We have also found that the Tat and mor-
phine-mediated effect on autophagy involves binding to
KDR and OPRMI1 receptor, respectively. Morphine has
been shown to transactivate VEGF receptors via binding to
its OPRMI receptors.”> We have reported earlier attenua-
tion in the phosphorylation of KDR at 24 h but augmenta-
tion in its phosphorylation and total expression at 6 d
treatment with HIV-Tat and morphine. These changes in
the activation of KDR correlated with the initial apoptosis
and later hyperproliferation of pECs on chronic exposure to
both HIV-proteins and morphine.'’ Interestingly, studies
have shown that BECN1°® or ATG5% knockdown impairs
VEGF-stimulated angiogenesis. In light of these reports and
considering our previous and current findings, it may be
possible that M+T-mediated chronic stimulation of auto-
phagy lead to VEGFR stimulation and associated angiogenic
activation of the pulmonary endothelium.

A growing number of reports suggests reactive oxygen
species (ROS) as one of the important regulators of auto-
phagy.® Chen et al. have shown that ROS induces auto-
phagy independent of apoptosis in transformed and cancer
cells.*” In our previous publication we report a significant
increase in the generation of H,0, and O, in HPMECs on
the combined treatment with Tat and morphine when com-
pared to either treatment alone.'® Furthermore, pretreat-
ment of cells with antioxidants prevents the M+T-mediated
increase in initial apoptosis followed by enhanced prolifera-
tion of HPMECs.' In our current findings we demonstrate
the attenuation of M+T-mediated enhanced autophagy of
endothelial cells in the presence of antioxidants. It is likely
that initial burst in ROS generation during early treatments
of Tat and morphine induces a simultaneous increase in
both autophagy and apoptosis leading to early cell death.
However, the continuous activation of controlled autophagy
in response to chronic exposure to Tat and morphine may
prevent the accumulation of cytotoxic levels of ROS by
removal of damaged organelles, thereby aiding the cells to
adapt to chronic stress leading to cell survival. Future
studies will be focused on determining if chronic activation

Initial exposure (early)
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of autophagy mitigates the cytotoxic levels of ROS by
removal of ROS generating damaged mitochondria.

Our ex vivo data regarding significantly increased auto-
phagy protein expression in VM group of macaques com-
pared to V or M groups alone is noteworthy because in the
same VM macaque group we have earlier'® reported the
presence of significant severe pulmonary arteriopathy with
angio-obliteration due to enhanced proliferation of pECs.
Our current TEM data on the lung sections from these mac-
aques show significantly higher number of autophagic bodies
in the endothelial cells lining the vessels with medial hyper-
trophy and in the cells of fully occluding vessels. In addition
our current findings of significantly higher expression of
autophagy proteins in HIV-infected lung tissues from IV
opioids and/or cocaine abusers that we previously have
reported to have enhanced pulmonary vascular remodeling
compared to lungs from normal, HIV or IVDU alone’ fur-
ther highlights the association of autophagy with pulmonary
endothelial dysfunction and vascular remodeling. As the
vascular remodeling in these SIV-infected macaque and
HIV-infected human lungs exposed to illicit drugs also
involved smooth muscle hyperplasia, we also looked at the
status of autophagy in morphine-Tat-exposed hyperprolifer-
ative human pulmonary arterial smooth muscle cells
(HPASMCs).'* Surprisingly, we did not observe any differen-
ces in the autophagosome formation in cells exposed to
either combined or monotreatments when compared to
untreated cells (Fig. S7) both in the presence or absence of
BAF. This suggests that the involvement of dynamic process
of autophagy in protecting cells from initial morphine-Tat-
mediated apoptosis leading to cell survival is unique to
endothelial cells.

Taken together, our current and previous findings suggest a
potential link between autophagy and HIV and /or opioid-
mediated enhancement of proliferation of apoptosis-resistant
pulmonary endothelial cells. We speculate that initial exposure
of pulmonary endothelial cells to M+T, results in independent
activation of both autophagy and apoptosis, however, chronic
increase in autophagy brings down oxidative stress and apopto-
sis that allows the cells to adapt to stress leading to cell survival
and uncontrolled proliferation of pECs (Fig. 10). Autophagy
and its regulatory proteins have recently gained considerable
focus not only in the context of PAH but also in the pathogene-
sis of other chronic lung diseases in general,”” and understand-
ing which agents could further enhance it or vice versa, is
important as a preventive strategy. Further research is needed
to understand exactly the mechanism(s) involved in HIV-pro-
tein(s) or opioid-induced autophagy and associated lung injury
to develop novel therapeutic approaches in future.

Chronic exposure

M+T
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Figure 10. Schematic representation of autophagy-mediated hyperproliferation of pulmonary endothelial cells on chronic exposure to morphine and Tat.
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Materials and methods
Cell culture and treatments

Human primary pulmonary microvascular endothelial cells (Sci-
enCell Laboratories, 3000) were grown in endothelial cell basal
medium containing 5% fetal bovine serum (FBS), endothelial cell
growth supplements and penicillin-streptomycin (ScienCell Lab-
oratories, 1001). At 80% confluency, the medium was replaced
with endothelial cell medium containing 0.5% FBS. Cells were
then treated with morphine (1 wM; Sigma-Aldrich, M8777) in
the presence or absence of recombinant HIV-Tat (25 ng/ml;
ProSpec, HIV-124) daily for various time intervals. The concen-
tration of M+T was based on our previous published findings."

Western blot analysis

HPMEQC treated with morphine and/or Tat from 3 h to 9 d were
lysed using radioimmunoprecipitation assay (RIPA) lysis buffer
(Santa Cruz Biotechnology, sc-24948) and then used for western
blot analysis as described previously.”” For measurement of
autophagic flux, cells were pretreated with 10 nM of BAF
(Sigma-Aldrich, 11707) for 30 min before morphine and/or Tat
treatment followed by protein extraction after 24 h and western
blot analysis for MAP1LC3B (Cell Signaling Technology, 2775)
and SQSTM1 (EMD Millipore, MABC32) expression. Total cel-
lular extract from frozen macaque or human lung tissues was
also probed for the expression of autophagic markers by western
blot analysis. Blots were probed or reprobed with antibodies
against ULK1, BECN1, ATG5, and MAPILC3B (Cell Signaling
Technology, 8054, 3738, 2630, 2775 respectively), ATG7 (EMD
Millipore, 04-1055) or LAMP1 (Abcam, ab24170). The NIH
Image] software was used for densitometric analysis of
immunoblots.

MAP1LC3B detection by immunofluoroscence

HPMEC, pretreated with/or without BAF (10 nM) followed by
morphine and/or Tat for 24 h, were stained live with
LysoTracker® Red dye (50 nM; Invitrogen, L7528), formalde-
hyde-fixed, followed by MAP1LC3B (1:400) staining. Fixed
cells were then incubated in the appropriate Alexa Fluor 488-
goat anti-rabbit (Invitrogen, A11008) secondary antibody and
mounted with Prolong Gold antifade reagent with DAPI (Invi-
trogen, P36935). Alternatively, cells were preincubated with
antioxidant cocktail 0.2 mM L-ascorbate (Sigma, 795437),
0.5 mM glutathione and 3.5 M a-tocopherol (Santa Cruz Bio-
technology, sc-29094, sc-294383 respectively), 30 min before
Tat and morphine treatment for 6 h followed by immunostain-
ing for MAP1LC3B. Labeled cells were imaged using inverted
Nikon Eclipse E2000-U laser-scanning confocal microscope
(Nikon Inc., USA) using the linear sequential scan mode func-
tion (laser lines: diode 408, argon 488 and helium-neon 543
lines, excitation/emission filters, 450/35 nm, 515/30 nm and
605/75 nm). Maximum intensity projections of a Z stack were
generated using ECZ1 software (Nikon Corporation, Melville,
NY).

Transfection

HPMEC were transfected with 300 ng of pBABE-puro
mCherry-EGFP-LC3B plasmid (gift from Jayanta Debnath,
Addgene plasmid #22418) using GeneJuice® reagent (Novagen,
70967) in serum free ECM. The medium was changed to
complete ECM after 8 h followed by treatment after 2 d with
morphine and/or tat in the presence or absence of either BAF
(1 nM) or rapamycin (10 nM). At 24 h post-treatment, cells
were fixed with 4% paraformaldehyde and viewed using
confocal microscope as described above.

Transmission electron microscopy

Direct visualization and quantification of autophagosomes
and autolysosomes (autophagic bodies) in HPMEC treated
with or without morphine and/or Tat; and in the endothelial
cells present in the pulmonary vessels of macaque and
human lung tissues was performed using TEM. Briefly,
M+T-treated cells, or frozen macaque or human lung were
fixed in 2% glutaraldehyde in sodium cacodylate and post-
fixed in 1% osmium tetroxide. Cells and tissue samples were
dehydrated in graded series of ethanol; the samples were
infiltrated and embedded in Embed 812 resin (EMS, 14120),
sectioned at 80 nm on a Leica UC-7 Ultramicrotome (Leica
Microsystem Inc., USA), stained in uranyl acetate and lead
citrate and viewed with a J.E.O.L. JEM1400 transmission
electron microscope (JEOL USA, INC.,) at 100 kV. Autopha-
gic bodies were quantified in cells from each treatment type
as described by others.”"”?

RT-PCR

Confluent HPMEC were treated with morphine and/or Tat for
30 min, 1 h, 2 h, 3 h and 6 h followed by RNA extraction using
Trizol reagent (Life Technologies 15596026). Quantitative RT-
PCR was performed for checking the expression of ULKI,
BECNI, ATG5, ATG7 and MAPILC3B using SYBR green
reagent as mentioned in our previous publications.®

Dichlorodihydrofluorescein (DCF) assay

HPMEC were incubated with DCF (Cell Biolabs, STA-342) for
30 min followed by morphine and/or Tat treatment for 3 h in
the presence or absence of naloxone (1 M) and/or Su5416
(0.5 uM) (Sigma, N7758, S8442 respectively). Cells were then
lysed and intracellular ROS was measured by florescence quan-
tification as described previously."'

Measurement of H,0, and superoxide (O~ ) radicals

After 80% confluency, HPMEC plated on 96-well plates were
treated with morphine and or Tat in the presence or absence of
either rapamycin (10 nM) or 3-methyladenine (10 mM) for
various time intervals followed by the measurement of extracel-
lular H,0, using Amplex red assay kit (Invitrogen, A22188)
and superoxide radicals by SOD/superoxide dismutase-inhibit-
able cytochrome C reductase assay as described by us previ-
ously in detail.'"’ The generated H,O, or O, was normalized



with the respective cell count in each well using CyQUANT®
Cell Proliferation Assay Kit (Invitrogen, C7026) as per manu-
facturer’s instructions.

Apoptosis ELISA

HPMEC (1.25 x 10*/well) were pretreated with either 3-MA or
temozolomide (TMZ, 50 uM) (Sigma, M9281, T2577 respec-
tively) 20 min before morphine and/or Tat treatment for 3 d
followed by apoptosis ELISA (Roche Applied Science,
11544675001) as described previously.'® Alternatively, ELISA
was conducted on cells transfected with siRNA against ULKI
or scrambled siRNA (Ambion, 4427037) or with plasmid EX-
M0809-M02-ULK1 (Genecopoeia, M0809) using HiPerfect
(Qiagen, 301704) or GeneJuice reagent (Novagen, 70967-3)
respectively as per the manufacturers’ instructions.

MTS cell proliferation assay

HPMEC (3 x 10%/well) treated with 3-MA or TMZ or trans-
fected with ULKI siRNA or ULK1 plasmid before morphine
and/or Tat exposure as mentioned above for 6 d were analyzed
for the difference in cell proliferation using CellTiter 96®
Aqueous One Solution Cell Proliferation

Assay (Promega, G3580). We initially used 3 different con-
centrations of TMZ (10, 50 and 100 uM and found that
100 M had a toxic effect whereas the 10 uM concentration
did not show a significant difference between TMZ-treated and
untreated in case of combined M+T treatment.

Macaque lung tissues and sections

The snap-frozen archival lung tissues from SIV-infected rhesus
macaques (virus+morphine [VM] group) or uninfected maca-
ques (morphine [M] only group) exposed to morphine for up
to 59 wk and SIV-infected macaques unexposed to morphine
(virus only [V] group) were assessed for markers of autophagy
by western blot. The details about virus infection, morphine
treatment and comparison of pulmonary arteriopathy are men-
tioned in our previous publication.'® Frozen tissues were also
sectioned for analysis of autophagosomes or autolysosomes by
TEM. The paraffin-embedded lung sections were immunos-
tained for LC3B (Cell Signaling Technology, 2775) and VWF
(Dako, M0616) as described previously."

Human lung tissues and sections

We previously reported enhanced pulmonary vascular remod-
eling in HIV-infected lung tissues from IV opioids and/or
cocaine abusers.” Total lung extract from the same human fro-
zen lungs were used to analyze the expression of autophagy
proteins by western blot. These human lung tissues as reported
previously’ were obtained at the time of autopsy from HIV-
infected individuals with (HIV*" IVDU group, n = 4) or with-
out IVDU (HIV group, n = 4) and uninfected individuals with
(IVDU group, n = 3) from the Manhattan HIV Brain Bank
(R24MH59724; U01MHO083501; New York, NY). Normal unin-
fected archival controls (normal group, n = 3) were from
National Disease Research Interchange (NDRI, Philadelphia,
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PA). The clinical, demographic and pathological characteristics
of the lung samples and more details of these human subjects
are included in our previous report.” Meanwhile additional fro-
zen lung tissues from unidentified individuals within the nor-
mal, HIV, IVDU and HIV* IVDU groups (n = 2 each) were
procured from NDRI and were used for TEM analysis. These
IVDUs were also heroin and/or cocaine abusers. Paraffin
embedded lung sections were used for ACTA2 and VWF
staining.’

Statistical analysis

Statistical analysis was performed using one-way analysis of
variance with a post-hoc Bonferroni correction for multiple
comparisons. Two-sided P values were calculated for analyzing
all in vitro experiments using GraphPad Prism. The results were
judged statistically significant when the Bonferroni corrected P
values were less than 0.05. A nonparametric Wilcoxon Rank
Sum test at a significance level of 0.05 was used for western blot
and TEM quantification of autophagosomes from macaque and
human lung tissues due to limited sample size.

Abbreviations

ACTB actin 8

ACTA2 a-smooth muscle actin

ATG5 autophagy-related 5

ATG7 autophagy-related 7

BECN1 Beclin 1

ECM endothelial cell medium

FBS fetal bovine serum

GFP green fluorescent protein

HIV-1 human immunodeficiency virus

HPMECs human pulmonary microvascular endothelial
cells

HRPAH human immunodeficiency virus-related pul-
monary arterial hypertension

IVDU intravenous drug use

KDR kinase insert domain receptor

LAMP1 lysosomal associated membrane protein 1

3-MA 3-methyladenine

M group morphine group

M+T morphine and Tat

MAPILC3B  microtubule-associated protein 1 light chain 3
B

02- superoxide

PAH pulmonary arterial hypertension

pECs pulmonary endothelial cells

RIPA radioimmunoprecipitation assay

ROS reactive oxygen species

SIV simian immunodeficiency virus

SQSTM1/p62  squestosome 1

Su5416 Semaxanib

Tat HIV-transactivator of transcription

TEM transmission electron microscopy

ULK1 unc-51 like autophagy activating kinase 1

VM group virus group

VEGF vascular endothelial growth factor

VM group virus + morphine
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