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ORIGINAL ARTICLE

Human mesenchymal stromal cells decrease the
severity of acute lung injury induced by E. coli in the rat

James Devaney, " Shahd Horie,""? Claire Masterson, " Steve Elliman,® Frank Barry,?
Timothy O'Brien,? Gerard F Curley,* Daniel O'Toole,"? John G Laffey”

ABSTRACT

Background Mesenchymal stromal cells (MSCs)
demonstrate considerable promise in preclinical acute
respiratory distress syndrome models. We wished to
determine the efficacy and mechanisms of action of
human MSCs (hMSCs) in the setting of acute lung injury
induced by prolonged Escherichia coli pneumonia in the rat.
Methods Adult male Sprague Dawley rats underwent
intratracheal instillation of £. coli bacteria in all experiments.
In Series 1, animals were randomised to intravenous
administration of: (1) vehicle (phosphate buffered saline
(PBS), 300 pL); (2) 1x107 fibroblasts/kg; (3) 1x107
hMSCs/kg or (4) 2x 107 hMSCs/kg. Series 2 determined the
lowest effective hMSC dose. Series 3 compared the efficacy
of intratracheal versus intravenous hMSC administration,
while Series 4 examined the efficacy of cryopreserved hMSC.
Series 5 examined the efficacy of the hMSC secretome.
Parallel in vitro experiments further assessed the potential
for hMSCs to secrete LL-37 and modulate macrophage
phagocytosis.

Results hMSC therapy reduced the severity of rodent

E. coli pneumonia, improving survival, decreasing lung
injury, reducing lung bacterial load and suppressing
inflammation. Doses as low as 5x10° hMSCs/kg were
effective. Intratracheal hMSC therapy was as effective as
intravenous hMSC. Cryopreserved hMSCs were also
effective, while the hMSC secretome was less effective in
this model. hMSC therapy enhanced macrophage
phagocytic capacity and increased lung and systemic
concentrations of the antimicrobial peptide LL37.
Conclusions hMSC therapy decreased £. coli induced
pneumonia injury and reduced lung bacterial burden,
potentially via enhanced macrophage phagocytosis and
increased alveolar LL-37 concentrations.

INTRODUCTION

Acute respiratory distress syndrome (ARDS) consti-
tutes a spectrum of severe acute respiratory failure
characterised by an acute onset of severe hypoxia
within 1 week of a precipitating event, changes indi-
cative of widespread airspace disease on chest radio-
graph or CT, and permeability pulmonary oedema.’
When ARDS occurs in the setting of multisystem
organ failure, mortality rates over 60% have been
reported and ARDS is the leading cause of death
and disability in the critically ill.> There are no spe-
cific therapies for ARDS, and management remains
supportive. ARDS develops most commonly in the
context of severe sepsis,” particularly infection with
Gram-negative bacilli such as Escherichia coli* and
sepsis-induced ARDS has the worst outcome.’

What is the key question?

» Are human derived bone marrow mesenchymal
stromal cells (MSCs) capable of decreasing
Escherichia coli induced acute lung injury (ALI)
and how might these effects be mediated?

What is the bottom line?

» Human bone marrow MSCs decreased E. coli
induced ALI, in part by enhancing the host
antimicrobial response.

Why read on?

» This study highlights the therapeutic potential
of human MSCs (hMSCs) to decrease E. coli
induced ALI. hMSC therapy improved animal
survival, reduced lung bacterial counts,
decreased physiological and histological
evidence of injury, was effective when
administered intravenously or intratracheally,
and was effective after undergoing
cryopreservation and storage. These effects,
which were not seen with fibroblasts, may have
been mediated in part via enhancement of
macrophage function and increased
antimicrobial peptide production.

Mesenchymal stem cells /mesenchymal stromal
cells (MSCs) constitute a promising therapeutic
strategy for ARDS.® Human MSCs (hMSCs)
express low levels of human leucocyte antigen
(HLA) class T and do not express HLA class I,
allowing them to bypass T cell immune responses
and permit allotransplantation and xenotransplant-
ation.” hMSCs suppress the proliferation, inter-
feron y production and cytotoxicity of CD4+ and
CD8+ T cells, induce the generation of T regula-
tory cells, suppress B cell responses including
immunoglobulin production and impair antigen
presentation by dendritic cells. Our current under-
standing of MSC-mediated immunomodulation in
ARDS and sepsis suggests that hMSCs induce an
‘anti-inflammatory, pro-repair’ macrophage pheno-
type (M2) that appears central to its mechanism of
action.® ? Of interest, hMSCs also appear to
enhance macrophage phagocytosis and killing of
bacteria, features which are considered more
typical of the proinflammatory (M1) phenotype.'°
MSCs demonstrate beneficial effects in preclinical

BM)

Devaney J, et al. Thorax 2015;70:625-635. doi:10.1136/thoraxjnl-2015-206813

@ 625

“ybnAdoo Ag paiosloid 1senb Aq 20z ‘6 Mdy uo /woo fwig-xeloyy/.dny woy pspeojumod "STOZ AeN 8T UC £18902-GT0Z-ulXeioyy9eTT 0T Se paysiignd 1siy :xeloy |


http://dx.doi.org/10.1136/thoraxjnl-2015-206813
http://dx.doi.org/10.1136/thoraxjnl-2015-206813
http://dx.doi.org/10.1136/thoraxjnl-2015-206813
http://dx.doi.org/10.1136/thoraxjnl-2015-206813
http://dx.doi.org/10.1136/thoraxjnl-2015-207121
http://dx.doi.org/10.1136/thoraxjnl-2015-207121
http://crossmark.crossref.org/dialog/?doi=10.1136/thoraxjnl-2015-206813&domain=pdf&date_stamp=2015-05-18
http://thorax.bmj.com/
https://www.brit-thoracic.org.uk/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/
http://thorax.bmj.com/

Critical care

lung injury models including bleomycin induced acute lung
injury (ALI)," Bleomycin induced fibrosis,'*> '* abdominal
sepsis,® * 1° ventilator induced lung injury’® 7 and sterile
pneumonia,182°

Recent studies have demonstrated that human derived MSCs
(hMSCs) are effective in human lungs ex vivo®! and can reduce
mortality in murine'* and ovine®* sepsis models. A phase 1,
open label, dose escalation, multicentre clinical trial has recently
demonstrated the safety of allogeneic BM-MSCs in patients
with moderate to severe ARDS.”> We have demonstrated that
hMSCs can enhance repair and recovery of function following
ventilator induced lung injury.** We therefore wished to further
characterise the therapeutic potential of hMSCs in a relevant
preclinical model of E. coli induced ARDS. We performed a
series of studies to test the following set of hypotheses: (1) that
hMSCs would reduce E. coli induced lung injury and inflamma-
tion; (2) that a dose response would exist for hMSC therapy;
(3) that the intravenous and intratracheal routes of administra-
tion would prove similarly effective; (4) that hMSCs would
retain efficacy following storage and cryopreservation; (5) the
hMSC secretome would reduce E. coli induced injury; and (6)
that hMSC therapy would exert its beneficial effect by enhan-
cing the host antimicrobial defenses.

MATERIALS AND METHODS

All work was approved by the Animal Care Research Ethics
Committee of the National University of Ireland, Galway and
conducted under license from the Department of Health,
Ireland. Specific-pathogen-free adult male Sprague Dawley rats
(Charles River Laboratories, Kent, UK) weighing between 350 g
and 450 g were used in all experiments. A full description of
the methods is available in the online supplementary digital
content 1.

Preparation of cells and conditioned medium

The hMSCs used in these studies were provided by Orbsen
Therapeutics (Galway, Ireland). Briefly, bone marrow was har-
vested from volunteers (see online supplementary table
A, digital content 2), filtered, centrifuged, and the cell pellets
cultured as previously described.”® Adherent cells were further
expanded until 80% confluent, and then trypsinised and culture
expanded to passage 4, whereupon they were used for experi-
ments. For one series (see below) hMSCs were cryopreserved in
10% DMSO/foetal bovine serum (FBS) freezing solution in ali-
quots of 5x10° cells, and later thawed prior to use, and either
administered directly (‘Thawed hMSCs’) or first washed to
remove cyropreservative solution and administered (“Washed
hMSCs’). Primary human lung fibroblasts and the U937 mono-
cytic/macrophage cell line were purchased from American Type
Culture Collection (ATCC, Manassas, Virginia, USA).

For generation of conditioned medium (CM), hMSCs (4 x10°
cells) were washed, cultured in serum-free medium for 24 h,
then rewashed, and fed again. The serum-free CM was subse-
quently harvested at 24 h (CM-24 h) or 48 h (CM-48 h). For in
vivo experiments 15 mL of this medium was concentrated using
a 3000 Dalton centrifugal concentrating filter (Amicon,
Billerica, Massachusetts, USA) to give a final volume of 300uL.

Rodent E. coli induced injury protocol

E. coli instillation: The E. coli used in these experiments was
E5162 (serotype: O9 K30 H10) and was supplied by the
National Collection of Type Cultures, Central Public Health
Laboratory, London, UK.?® 27 Preliminary experiments were
performed to determine the bacterial load of intratracheal

E. coli required to produce a lung injury over a 48 h period.
Animals were anaesthetised by inhalational induction with iso-
flurane and intraperitoneal ketamine 40 mg/kg (Pfizer, Kent,
UK). Following confirmation of anaesthesia depth, 2x10°
E. coli in a 300 uL phosphate buffered saline (PBS) suspension
was instilled into the trachea under direct vision, and the
animals allowed to recover.?®

Assessment of lung injury: Forty-eight hours after E. coli
instillation, animals were reanaesthetised as described above
and anaesthesia maintained with Saffan (Alfaxalone 0.9% and alfa-
dolone 0.3%, Schering Plough, Welwyn Garden City, UK).
A tracheostomy tube was inserted and intra-arterial access was sited
in the carotid artery. Muscle relaxation was induced with cisa-
tracurium besylate, and the lungs were mechanically ventilated
with 30% O, in 70% N,. Systemic arterial blood pressure and
peak airway pressure were continually measured. Body tem-
perature was maintained at 36-37.5°C. Lung static compliance
and arterial blood gas analysis were measured after 20 min
and were repeated on 100% O, after 15 min.* 3° The physio-
logical assessment of lung function (oxygenation, lung compli-
ance) was performed by unblinded investigators. Animals were
then killed by exsanguination under anaesthesia.

Ex vivo analyses: Ex vivo analyses were restricted to
animals that survived the experimental protocol. Briefly, the
heart-lung block was dissected from the thorax, bronchoal-
veolar lavage (BAL) was performed, and BAL fluid differential
leucocyte counts and lung bacterial colony counts completed.
BAL fluid was centrifuged, and the supernatant was snap
frozen and stored at —80°C. BAL concentrations of interleu-
kin (IL) 6, IL-10 and keratinocyte growth factor (KGF) and
were determined using ELISA (R&D Systems, TM Abingdon,
UK) and BAL protein concentrations measured (Micro BCA
Protein 16 assay kit, Pierce, Rockford, Illinois, USA). BAL and
serum concentrations of LL-37 were determined (Cambridge
Biosciences, Cambridge, UK). The left lung was isolated and
fixed, and the extent of histological lung damage determined
using quantitative stereological techniques.>! All ex vivo ana-
lyses (BAL analyses, Wet:Dry ratios, histological analyses)
were performed by blinded investigators.

Experimental design

Series 1 examined the efficacy of hMSC therapy in attenuating
E. coli induced lung injury. Thirty minutes following intratra-
cheal instillation of E. coli bacteria, animals were randomised to
intravenous administration of: (1) vehicle (PBS, 300 uL); (2)
1x10” fibroblasts/kg; (3) 1x107 hMSCs/kg or (4) 2x107
hMSCs/kg. Series 2 evaluated the lowest effective hMSC doses,
with animals randomised to receive: (1) vehicle (PBS, 300 pL);
(2) 1x107 hMSCs/kg; (3) 5x10° hMSCs/kg or (4) 2x10°
hMSCs/kg. Series 3 compared the efficacy of intratracheal versus
intravenous hMSC administration, with animals randomised to
receive: (1) Intravenous vehicle (PBS, 300 pL); (2) Intravenous
1x10”7 hMSCs/kg; (3) Intratracheal 1x10”7 hMSCs/kg or (4)
Intratracheal vehicle (PBS, 300 puL). Series 4 examined the effi-
cacy of cryopreserved hMSCs, with animals randomised to
receive: (1) Intravenous vehicle (PBS, 300 pL); (2) Intravenous
1x107 fresh hMSCs/kg; (3) Intravenous 1x10” thawed cryopre-
served hMSCs/kg (‘Thawed hMSCs’); and (4) Intravenous
1x107 cryopreserved hMSCs/kg thawed and washed prior to
use (“Washed hMSCs’). Series 5§ examined the efficacy of the
hMSCs secretome, with animals randomised to receive: (1)
Intravenous vehicle (PBS, 300uL); (2) Intravenous 1x107
hMSCs/kg; (3) medium conditioned for 24 h with hMSCs
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Figure 1  Escherichia coli induced lung injury is decreased by 10-20 million hMSCs/kg. The 10 million hMSCs/kg and 20 million hMSCs/kg doses

enhanced animal survival (A), increased mean arterial oxygenation (B) and increased mean static lung compliance (C), 48 h following pulmonary

E. coli instillation, compared with either vehicle or fibroblast therapy. Only the higher dose decreased mean BAL protein concentrations (D), both
doses decreased neutrophil counts (E), while the higher dose reduced median lung E. coli bacterial load (F). hMSCs did not modulate mean BAL IL-6
(G), while both hMSC doses increased mean BAL IL-10 (H) and mean keratinocyte growth factor (KGF) (1), compared with vehicle or fibroblast
therapy. BAL, bronchoalveolar lavage; hMSC, human mesenchymal stromal cell; Vehicle, treatment with vehicle alone. Error bars represent SD. n=12
animals per group. *Significantly (p<0.05) different from the vehicle-treated group.

(CM-24 h); and (4) medium conditioned for 48 h with hMSCs
(CM-48 h). In all experiments, the severity of the lung injury
was assessed after 48 h.

Effect of hMSC on monocyte and macrophage phagocytosis
Peripheral blood monocytes were isolated from whole blood, from
animals that received hMSC or vehicle therapy, by Ficoll gradient
and the effect of hMSC therapy on phagocytic capacity deter-
mined. U937 cells, differentiated into macrophages via exposure
to phorbol myristate acetate 1 pg/mL for 72 h, were seeded in
six-well plates with or without hMSCs and exposed to E. coli bac-
teria for 4 h. The phagocytic potential of the rodent monocytes
and U937-derived macrophages was determined using the Vybrant
Phagocytosis Kit (Life Technologies, New York, USA).

Statistical analysis
Data was analysed using Sigma Stat (SYSTAT software,
Richmond, California, USA). The distribution of all data was

tested for normality using Kolmogorov-Smirnov tests. Animal
survival was analysed using the logrank test, with combined
hMSC treated groups compared with combined control
groups within each series. In series 1, 2 and 4, data were ana-
lysed by one-way analysis of variance (ANOVA), with post
hoc testing using Dunnett’s test, with the vehicle group as the
comparison group or by Kruskal-Wallis ANOVA on ranks with
post hoc testing using Dunn’s method for non-normally dis-
tributed data. In series 3, which examined the efficacy of dif-
ferent routes of hMSC administration, a two-way ANOVA was
used, with treatment (hMSCs vs vehicle) and route of admin-
istration (intravenous vs intratracheal) as the two factors.
Subsequent between-group analyses, where indicated, were
restricted to comparisons of hMSCs versus vehicle for each
route of administration. Underlying model assumptions were
deemed appropriate on the basis of suitable residual plots.
A two-tailed p value <0.05 was considered statistically
significant.
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Figure 2 hMSC therapy decreases the severity of structural lung
injury. hMSC therapy enhanced resolution of histological injury as
evidenced by decreased mean alveolar lung tissue and increased mean
alveolar airspace fractions (A). Representative photomicrographs of lung
from a vehicle treated (B), 20 million hMSCs/kg treated (C), 10 million
hMSCs/kg treated (D) and a fibroblast treated (E) animal demonstrate
greater resolution of lung injury with MSCs at 24 h (n=12 animals per
group). Scale bar is 200 um. hMSC, human mesenchymal stromal cell.
Error bars represent SD. *Significantly (p<0.05) different from the
vehicle-treated group.

RESULTS

Series 1: Efficacy of hMSC in E. coli induced lung injury
Forty-eight animals were entered into this experimental series,
with 12 animals allocated to each group. There were no signifi-
cant differences between the groups at baseline in terms of pre-
injury variables, or the amount of instilled E.coli bacteria. One
hundred per cent of animals treated with hMSC survived, com-
pared with 71% in the vehicle and fibroblast therapy groups
(figure 1A). Both doses of hMSC therapy reduced the severity
of physiological lung injury caused by E. coli, increasing arterial
oxygenation (figure 1B) and lung compliance (figure 1C). Of
interest, only the 20 million hMSCs dose decreased alveolar
fluid protein concentrations (figure 1D). While both hMSC
doses decreased BAL neutrophils (figure 1E) only the higher
hMSC dose reduced E. coli bacterial counts (figure 1F). hMSC
therapy had no effect on alveolar IL-6 (figure 1G), but increased
alveolar IL-10 (figure 1H) and KGF (figure 1I) concentrations.
Ten million hMSCs/kg and 20 million hMSCs/kg reduced histo-
logical injury, decreasing alveolar thickening and increasing air-
space volume compared with vehicle or fibroblast therapy
(figure 2A). Representative histological sections of lung demon-
strate the greater degree of resolution of injury and alveolar
infiltrates in the hMSC-treated animals (figure 2B-E).

Additional data for this and subsequent experimental series is
available in tables B-F in the supplemental digital content 2.

Series 2—Determination of the lowest effective hMSC dose
Sixty animals were entered into this experimental series.
Treatment with hMSCs enhanced animal survival, with survival
rates of 100% in the § million/kg (n=14/14) and 10 million/kg
(n=14/14) hMSC groups, 93% (n=13/14) in the 2 million/kg
group while only 78% (14/18) of vehicle animals survived
(figure 3A). The 10 million hMSCs/kg dose was most effective
in reducing E. coli induced lung injury. The 5 million hMSCs/kg
and 10 million hMSCs/kg doses improved arterial oxygenation
(figure 3B), with only the higher dose improving lung compli-
ance (figure 3C), while no dose significantly reduced BAL
protein concentrations (figure 3D). Ten million hMSCs/kg
decreased alveolar neutrophil counts (figure 3E). All doses of
hMSCs decreased E. coli lung bacterial burden (figure 3F) and
alveolar IL-6 concentrations (figure 3G), while only the 10
million hMSCs/kg dose increased alveolar IL-10 (figure 3H) and
KGF (figure 3I) concentrations and reduced E. coli induced
histological injury.

Series 3—Determination of optimal route of hMSC delivery
Forty-eight animals were entered into this experimental series,
with 12 animals allocated to each group. There were no signifi-
cant differences between the groups at baseline. Intravenous and
intratracheal hMSC therapy significantly enhanced animal sur-
vival (figure 3A) and were equally effective in reducing E. coli
induced lung injury. Intravenous and intratracheal hMSC
therapy increased arterial oxygenation (figure 4B) and lung
compliance (figure 4C), and decreased alveolar fluid protein
(figure 4D). Intravenous — but not intratracheal — hMSCs
decreased alveolar neutrophil counts (figure 4E). Intravenous
and intratracheal hMSCs significantly decreased E. coli lung bac-
terial burden (figure 4F), decreased alveolar IL-6 (figure 4G),
and increased alveolar IL-10 (figure 4H) and KGF (figure 4I)
concentrations. Of interest, intratracheal hMSC therapy was
more effective than intravenous hMSC in increasing alveolar
IL-10 and KGF concentrations.

Series 4—Efficacy of cryopreserved hMSC

Forty animals were entered into this experimental series, with 10
animals allocated to each group. There were no significant differ-
ences between the groups at baseline. One vehicle-treated animal
did not survive. Cryopreservation modestly decreased cell viabil-
ity from 95.1%=0.6% (fresh hMSCs) to 91.8%+0.6% (cryopre-
served hMSCs). Cryopreserved hMSCs, whether administered
directly following thawing (‘Thawed hMSCs’), or washed after
thawing to remove preservatives (“Washed hMSCs’) were simi-
larly effective in attenuating E. coli induced injury. hMSC
therapy did not alter mortality (figure SA). Fresh and thawed
hMSCs increased arterial oxygenation (figure 5B), while fresh
and washed hMSCs improved lung compliance (figure 5C).
Fresh and thawed hMSCs decreased alveolar fluid protein (figure
5D), and reduced alveolar neutrophils (figure SE). Fresh and
cryopreserved hMSCs decreased E. coli lung bacterial burden
(figure 5F). Fresh and cryopreserved hMSCs decreased alveolar
IL-6 (figure 5G), increased alveolar IL-10 (figure SH), while the
fresh and thawed hMSC groups increased alveolar and KGF
(figure 5T) concentrations.

Series 5—Efficacy of the hMSC secretome
Thirty-two animals were entered into this experimental series,
with eight animals allocated to each group. There were no
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Figure 3  Effect of 2-10 million hMSCs/kg on severity of Escherichia coli induced lung injury. hMSC therapy enhanced animal survival (A). The 10
million hMSCs/kg dose was most effective, enhancing mean arterial oxygenation (B), increasing mean static lung compliance (C), had no effect on
mean BAL protein concentrations (D), decreasing mean alveolar neutrophil counts (E), reducing median lung E. coli bacterial load (F), decreasing
mean BAL IL-6 (G), and increasing mean BAL IL-10 (H) and KGF (I) compared with vehicle. The 5 million hMSCs/kg and 2 million hMSCs/kg doses
were less effective, but did reduce lung E. coli counts, and IL-6 concentrations, while the 5 million hMSCs/kg dose increased arterial PO, compared
with vehicle. BAL, bronchoalveolar lavage; hMSC, human mesenchymal stromal cell; Vehicle, treatment with vehicle alone. Error bars represent SD.
n=14-18 animals per group. *Significantly (p<0.05) different from the vehicle-treated group.

significant differences between the groups at baseline. Both
hMSC therapy itself, and its secretome (hMSC-CM) enhanced
animal survival compared with vehicle (figure 6A). In contrast,
neither 24 h nor 48 h hMSC-CM reduced lung injury in surviv-
ing animals. hMSC-CM did not increase arterial oxygenation
(figure 6B), nor lung compliance (figure 6C), nor reduce BAL
protein (figure 6D), BAL neutrophils (figure 6E), nor reduce
alveolar E. coli counts (figure 6F). Similarly there was no effect
of the secretome on alveolar IL-6 (figure 6G), IL-10 (figure 6E)
or KGF concentrations (figure 6F).

Effect of hMSC therapy on host response to E. coli

hMSC therapy increased alveolar concentrations of the anti-
microbial peptide LL-37, whether administered via intravenous
or intratracheal routes, compared with fibroblast therapy
(figure 7). Delivery of hMSCs via the intratracheal route
resulted in higher alveolar concentrations of LL-37 compared
with delivery of the same dose intravenously (figure 7A).

hMSCs also increased plasma LL-37 concentrations compared
with fibroblast treatment, although there was no differential
effect of route of delivery (figure 7B). Exposure of hMSCs to
E. coli in vitro enhanced LL-37 production, an effect not seen
with fibroblasts (figure 7C).

hMSC therapy did not increase the absolute number of
macrophages in the lung of E. coli infected animals
(figure 8A). Monocytes isolated from the blood of hMSC
treated E. coli infected animals demonstrated enhanced bac-
terial phagocytosis (figure 8B). This effect of hMSCs
therapy on phagocytosis was further enhanced when the
monocytes were exposed to endotoxin and tumour necrosis
factor o (figure 8C). In subsequent in vitro studies,
hMSCs enhances the phagocytic capacity of U937 cell
derived macrophages exposed to increasing doses of E. coli
(figure 8D). Taken together, these studies suggest that
hMSCs enhance monocyte/macrophage phagocytosis of
bacteria.
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Figure 4 Intratracheal hMSC delivery and intravenous hMSC delivery comparably decreased Escherichia coli induced lung injury. Intravenous and

intratracheal hMSC therapy enhanced animal survival (A) IV and intratracheal (IT) hMSC therapy enhanced mean arterial oxygenation (B) and
increased mean static lung compliance (C), decreased mean BAL protein concentrations (D). IV—but not IT—hMSCs reduced mean alveolar
neutrophil counts (E) while IV and IT hMSCs reduced median lung E. coli bacterial load (F). Both hMSC delivery routes decreased mean BAL IL-6 (G),
increased mean BAL IL-10 (H) and KGF (I) compared with vehicle therapy. BAL, bronchoalveolar lavage; hMSC, human mesenchymal stromal cell; 1V,
intravenous; IT, intratracheal; Vehicle, treatment with vehicle alone. Error bars represent SD. n=12 animals per group. *Significantly (p<0.05)

different from the vehicle-treated group. tDifferent from the MSC IV group.

DISCUSSION

In these studies, we demonstrate that hMSCs, transplanted
xenogeneically into the immune competent rat reduced lung
bacterial counts, and decreased physiological and histological
evidence of E. coli induced lung injury. hMSC therapy was
comparably effective when administered intravenously or
intratracheally. We show for the first time, to our knowledge,
that therapeutic efficacy was fully maintained in hMSC fol-
lowing cryopreservation and storage. Of interest, the hMSC
secretome, while increasing animal survival, did not reduce
E. coli injury. These effects, which were not seen with human
lung fibroblast controls, may have been mediated in part via
enhancement of macrophage function and increased anti-
microbial peptide production. Taken together with our recent
finding that hMSCs can enhance repair and recovery of func-
tion following ventilator-induced lung injury,®* these data
provide important insights regarding the therapeutic potential
of human mesenchymal stem cells for ARDS.

hMSCs decreased E. coli induced ALI: hMSC therapy
enhanced animal survival and attenuated the severity of E. coli
induced ALL. hMSCs decreased physiological indices of lung
dysfunction, reducing alveolar-arterial oxygen gradient, increas-
ing lung compliance and decreasing lung permeability, as evi-
denced by decreased alveolar fluid protein concentrations.
hMSC therapy also reduced structural lung injury following
E. coli instillation. Fibroblasts did not have any therapeutic
effect, suggesting that these beneficial effects are specific to
MSCs. These data extend prior findings demonstrating the
therapeutic potential of xenogeneic hMSC therapy in murine
models of endotoxin®? and bacterial lung injury®® and in the ex
vivo human lung.?' We used a rodent E.coli model of lung
injury®® 3* in order to examine the efficacy of xenogeneic
hMSC transplantation in immune competent animals, and to
determine the effect on lung injury severity in addition
to survival and indices of inflammation. These data provide
further evidence that the beneficial effects of hMSC are not
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mesenchymal stromal cell; Vehicle, treatment with vehicle alone. Error bars represent SD. n=10 animals per group. *Significantly (p<0.05) different

from the vehicle-treated group.

major histocompatibility complex restricted, underlining the
therapeutic potential of allogeneic hMSC in humans. More gen-
erally, these results provide further support for the therapeutic
potential of hMSC therapy for sepsis.

hMSC dose response: The importance of understanding
dose-response characteristics is clear from a recent human
COPD trial, which found that a relatively low hMSC dose
(1.5 million/kg) was ineffective.>* We found that single hMSC
doses as low as 2x10° hMSCs/kg decreased lung bacterial load
and resulted in greater animal survival compared with vehicle
therapy. Overall, the best balance between efficacy and dose was
seen at 1x10”7 hMSCs/kg. The dose of 5x10° hMSCs/kg did
modestly reduce physiological injury, while the 2x10° hMSCs/
kg dose did not reduce injury severity. The highest dose studied,
2x%107 hMSCs/kg, did not demonstrate clear advantages over
the 1x10” hMSCs/kg dose. Consequently we used a dose of
1x10” hMSCs/kg in our subsequent studies. The effective

hMSC dose in our studies was similar to that used in prior
studies in endotoxin induced injury'® and was considerably less
than the hMSC dose used in murine bacterial sepsis studies.*® 3*
While it is difficult to extrapolate from rodent studies to the
dose required in humans, doses of 10 million hMSCs/kg are
feasible to generate and to administer to patients with ARDS. In
fact, this constitutes the upper dose that was successfully admi-
nistered in the recently reported phase 1, open label, dose escal-
ation, multicentre clinical trial of allogeneic BM-MSCs in
patients with moderate to severe ARDS.*?

Route of hMSC administration: hMSC therapy was compar-
ably effective when administered intravenously or intratrache-
ally, which extends our earlier findings with rodent MSC
therapy'® 7 and hMSC therapy** in the setting of repair fol-
lowing VILI. Of interest, while intratracheal administration did
increase alveolar IL-10, KGF and LL-37 concentrations, this did
not result in reduced bacterial load, decreased lung injury or
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Figure 6 Effects of the hMSC secretome. hMSC therapy and the hMSC conditioned medium (CM) enhanced survival compared with vehicle (A). In
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with vehicle alone. Error bars represent SD. n=8 animals per group. *Significantly (p<0.05) different from the vehicle-treated group.

greater survival. Given the potential risks of intratracheal hMSC
administration directly into severely injured lungs, and the
absence of clear evidence for an enhanced effect with this route
of administration, these findings suggest that the intravenous
route may be the preferred option.

Cryopreserved hMSCs: The use of hMSCs in the clinical setting
will be greatly facilitated if they can be cryopreserved and stored
prior to use, and administered as a thawed cryopreserved product.
We found that hMSCs maintained efficacy after undergoing cryo-
preservation and storage, decreasing E. coli counts, and reducing
lung injury severity. Importantly, there was no loss of efficacy
compared with the use of fresh hMSCs that had not undergone
cryopreservation. Of interest, washing the hMSCs prior to adminis-
tration, in order to remove cryopreservation agents, did not confer
any advantage over the administration of hMSCs directly post
thawing. These are important findings from a translational perspec-
tive, as they demonstrate that hMSCs can be cryopreserved
for transport to clinical sites prior to use, and thawed prior to
administration, without loss of efficacy. If confirmed, this would
greatly simplify clinical translational studies and eventual use of
hMSC:s clinically should they prove effective in clinical trials.

bhMSC  secretome: We found that the hMSC secretome
improved animal survival, but did not modulate the severity of
E. coli induced lung injury in surviving animals. We have previ-
ously demonstrated that the secretome of rodent MSCs
enhances repair following VILI, and that this reparative effect
was partly KGF mediated.'® Most recently, we have demon-
strated that the hMSC secretome enhances repair following
established VILL.** Lee et al have demonstrated that the secre-
tome from hMSCs can attenuate E. coli induced injury to the
human lung.*! They further demonstrated that human mono-
cytes expressed the KGF receptor, and that KGF decreased
monocyte apoptosis thereby increasing bacterial clearance.

While the beneficial effect of the hMSC secretome on survival
is encouraging, the mechanism underlying this beneficial effect
is unclear. The hMSC secretome did not reduce bacterial
burden and did not modulate alveolar KGF concentrations.
The lack of effect of the secretome on alveolar KGF concentra-
tions may explain the lack of effect on bacterial burden, given
the importance of KGF in enhancing macrophage phagocyt-
osis.?! 3¢ The hMSCs dose we used to generate the secretome
corresponds to the 10 million hMSCs/kg dose. Using a higher
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Figure 7 hMSCs produce the antimicrobial peptide LL-37. hMSC
therapy increased mean alveolar concentrations of the antimicrobial
peptide LL-37 compared with fibroblast therapy (A). Intratracheal (IT)
delivery of hMSCs resulted in higher mean alveolar LL-37
concentrations compared with intravenous (V) delivery (A). Intravenous
hMSC therapy and intratracheal hMSC therapy increased mean plasma
LL-37 concentrations to a comparable extent (B). Exposure of hMSCs to
Escherichia coli in vitro resulted in a dose-dependent increase in mean
LL-37 production, an effect not seen with fibroblasts (C). *Significantly
(p<0.05) different from the fibroblast-treated group. 1Different from
the intravenous-hMSC group (Panel A) or different from the hMSC
group (Panel C). hMSC, human mesenchymal stromal cell.

concentration of hMSCs to generate the hMSC-CM, or admin-
istering repeated doses, might have been more effective.
Alternatively, non-surviving vehicle-treated animals were likely
the worst injured, possibly biasing against detecting a physio-
logical effect of the secretome.

Mechanisms of action of hMSCs: The immunomodulatory
effects of hMSC therapy appear important in mediating their
effects in reducing E. coli induced lung injury. hMSC therapy
reduced alveolar neutrophil infiltration, while increasing alveolar
IL-10 concentrations, consistent with previous work using
rodent MSCs.” '® Of importance, hMSC therapy reduced lung
E. coli bacterial burden, again consistent with previous
reports.”® ** In keeping with prior studies from our group and
others,'® 2° we found that hMSC therapy increased alveolar con-
centrations of the growth factor KGF, which has been demon-
strated to be important in mediating the effects of hMSC in
bacterial injury.*!

We focused on two aspects of this antimicrobial response,
namely the potential for hMSCs to secrete antimicrobial pep-
tides, and to modulate the monocyte/macrophage response to
infection. We found that hMSCs secrete the antimicrobial
peptide LL-37, and this antimicrobial peptide is enhanced by
exposure to E. coli, while intratracheal hMSC therapy led to
higher alveolar—but not plasma—concentrations of LL-37.
These findings are consistent with prior reports suggesting that
antimicrobial peptides may be a key component of the hMSC
response to microbial infection.!* 3*

We found that hMSC therapy did not increase the absolute
number of macrophages in the lungs of E. coli infected
animals. Monocytes isolated from the blood of hMSC
treated E. coli infected animals demonstrated enhanced bac-
terial macrophage phagocytosis, and these macrophages
demonstrated further enhancement of phagocytosis
when exposed to endotoxin and tumour necrosis factor a.
In subsequent in vitro studies, hMSCs enhanced the phago-
cytic capacity of macrophages exposed to E. coli. Taken
together with our finding that hMSC therapy increases
alveolar KGF concentrations, these studies support previous
findings suggesting a role for KGF in mediating the
MSC-induced monocyte/macrophage  phagocytosis  of
bacteria.?! 3¢

Our finding that the presence of E. coli enhanced hMSC
LL-37 secretion and also enhanced the effect of hMSC on
macrophage function suggests that the hMSC response
may be modulated by changes in their microenvironment.
This may explain the finding that the hMSC—but not their
secretome alone—was effective in reducing E. coli induced
injury.

Limitations: There are a number of limitations to these
studies. First, our studies were carried out in a rodent model
and caution must be exercised in extrapolating to the clinical
situation. These studies provide important proofs of concept
with regards to hMSC efficacy, dose-response and dose-route
characteristics, and efficacy of cryopreserved hMSC rather than
providing direct information on how to perform hMSC therapy
in humans. Second, we did not provide data on the effect of
hMSCs on animals exposed to sham infection. However, we
have previously reported that hMSCs do not produce detectable
effects on protectively ventilated animals.”* Third, we used
macrophages derived from a human monocyte cell line in our in
vitro experiments, rather than primary human macrophages.
Finally, we have not examined the fate of injected cells, or per-
formed detailed mechanism of action studies. We do provide
mechanistic insights regarding the potential for hMSCs
to secrete antimicrobial peptides and modulate monocyte/
macrophage function. Previously, we found that systemically or
intratracheally injected cells accumulate in the lung in the first
24 h, and thereafter are distributed to other organs or the
reticuloendothelial system.'”
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bacterial phagocytosis (B). This effect was further enhanced when these monocytes were exposed to endotoxin and TNFa: (C). hMSCs enhanced the
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from the vehicle-treated group.

CONCLUSIONS

Xenogeneic transplantation of hMSCs decreased E. coli induced
pneumonia injury, improved animal survival and reduced lung
bacterial burden, potentially via enhanced macrophage phago-
cytosis and increased alveolar LL-37 concentrations. These
studies demonstrate the presence of a non-linear hMSC dose
response, show that the intravenous hMSC administration route
is as effective as intratracheal administrations, that cryopreserved
hMSCs retain efficacy and that the hMSC secretome was less
effective in this model. When taken together with other studies
examining the effects of hMSCs in relevant preclinical ARDS
models, these findings strongly suggest that MSCs may have
therapeutic potential for ARDS.
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MATERIALS AND METHODS

All experiments were approved by the Animal Ethics Committee at the National
University of Ireland, Galway and were performed under license from the Department of
Health and Children, Ireland. Specific-pathogen—free adult male Sprague—Dawley rats
(Charles River Laboratories, Kent, United Kingdom) weighing between 350 and 450 g

were used in these studies.
Preparation of Cells and Conditioned Medium

Cell Isolation and Culture: The human MSCs used in these studies were provided by
Orbsen Therapeutics Ltd (Galway, Ireland). Bone marrow was isolated from human, and
plated into tissue culture flasks, as previously described [1]. Adherent cells were grown
until 80% confluent and then trypsinized and culture expanded to passage 4, whereupon
they were used for experiments. MSCs were characterized according to the international
guidelines. Human fibroblasts MRC5 were used as control cells (American Type Culture
Collection (ATCC), VA USA). The U937 monocytic/macrophage cell line were also
obtained from the ATCC.

Cryopreserved MSCs: Human MSC were cultured until 80% confluent and then
cryopreserved in 10% DMSO/FBS freezing solution in 5 x10° aliquots. When thawed for
subsequent experiments, the cells were either administered immediately, in the
cryopreservation medium (‘Thawed hMSC’), or were washed twice in medium and
resuspended in PBS prior to administration (‘Washed hMSC”). The dose was adjusted for
trypan blue cell viability to ensure that all animals received the same number of viable

cells.
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Conditioned Medium: Human MSC (4 x 10°) were cultured in serum-free media for
either 24 hours (CM-24hr) or 48 hours (CM-48hr) as previously described [2]. After
replacement of the medium, the subsequently harvested serum-free medium was used as
the conditioned medium. Fifteen milliliters of this medium was centrifuged through a

3,000 kD filter (Amicon, Billerica, MA, USA) to reduce the volume to 300 pl.

Experimental model and Series Design

E. coli Instillation: The E. coli used in these experiments was originally isolated from the
urine of a female infant, labelled E5162 (serotype: O9 K30 H10) and was supplied by the
National Collection of Type Cultures, Central Public Health Laboratory, London,
England. The E. coli were stored on preservative beads (Protect, Lancashire, England) at
-80°C. Beads were placed in 3-ml vials of peptone water (Cruinn Diagnostics, Dublin,
Ireland) and incubated at 37°C for 18 hours to allow bacterial concentrations to reach a
plateau. The bacterial suspension was then centrifuged, washed in phosphate-buffered
saline, re-centrifuged, and resuspended in phosphate-buffered saline to produce the
inoculum. The bacterial load in each inoculum was determined by plating serial dilutions

on agar plates.

Animals were anesthetized by inhalational induction with isoflurane and an
intraperitoneal injection of 40 mg/kg ketamine (Pfizer, Kent, UK). Following
confirmation of anesthesia depth, 2 x 10° E.coli in a 300 ul PBS suspension was instilled

into the trachea under direct vision, and the animals allowed to recover for one hour.
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A preliminary series of experiments was performed to determine the bacterial load of
intra-tracheal E. coli required to produce a severe lung injury over a 48 hour period. An
inoculum of 2 x 10° colonies of E. coli produced a severe ALI over a 48 hour period,

compared with non-inoculated controls.

Experimental Design: Following E. coli inoculation, animals were entered into one of
the following four animal series: Series 1 determined the efficacy of hMSC therapy in
attenuating E. coli induced lung injury. Animals were randomized one hour post injury to
intravenous administration of: (i) vehicle (PBS, 300puL); (ii) 1x10’ fibroblasts/kg; (iii)
1x10" hMSCs/kg or (iv) 2x10" hMSCs/kg. Series 2 evaluated the lowest effective MSC
doses. Animals were randomized one hour post injury to intravenous administration of:
(i) vehicle (PBS, 300uL); (ii) 1x10° hMSCs/kg; (iii) 5x10° hMSCs/kg or (iv) 2x10°
hMSCs/kg. Series 3 compared the efficacy of intra-tracheal versus intra-venous hMSC
administration. Animals were randomized one hour post injury to administration of: (i)
IV vehicle (PBS, 300uL); (ii) IV 1x10" hMSCs/kg; (iii) IT 1x10" hMSCs/kg or (iv) IT
vehicle (PBS, 300uL). Series 4 examined the efficacy of cryopreserved hMSCs. Animals
were randomized one hour post injury to intravenous administration of: (i) vehicle (PBS,
300uL); (i) 1x10° fresh hMSCs/kg; (iii) 1x10’ ‘thawed” hMSCs/kg (i.e. cryopreserved
hMScs thawed and administered); and (iv) 1x10 ‘washed’ hMSCs/kg (i.e. cryopreserved
hMScs thawed and washed prior to use). Series 5 examined the efficacy of the hMSC
secretome. Animals were randomized to receive: (1) IV vehicle (PBS, 300uL); (ii) IV
1x10" hMSCs/kg; (iii) medium hMSC conditioned for 24hrs (CM-24hr); and (iv) medium

hMSC conditioned for 48hrs (CM-48hr).

Confidential



Devaney et al hMSC decrease E. coli induced acute lung injury

Injury Assessment: Animals entered into each experiment were monitored closely for
forty eight hours following E. coli and hMSC administration. Animals were caged
separately in individually ventilated cages. After 48 hours animals were re-anesthetized
with intraperitoneal 80 mg/kg ketamine and 8 mg/kg xylazine. Intravenous access was
secured via the tail vein and anesthesia maintained with repeated intravenous boli of
Alfaxin® (Alfaxadone 0.9% and alfadadolone acetate 0.3%; Schering Plough, Welwyn
Garden City, UK). A tracheostomy tube (Imm internal diameter) was inserted and intra-
arterial access (22 gauge cannulae; Becton Dickinson, Franklin Lakes, NJ, USA) was
sited in the carotid artery. Cis-atracurium besylate 0.5mg.kg™ (GlaxoSmithKline, Dublin,
Ireland) was administered intravenously and the lungs were mechanically ventilated
(Model 683; Harvard Apparatus, Holliston, MA, USA) at a respiratory rate of 90/min,
tidal volume 6 ml/kg and positive end-expiratory pressure of 2cm H,O. To minimize lung
derecruitment, a recruitment manoeuvre consisting of positive end-expiratory pressure
15cm H,O for 20 breaths was applied at the start of the protocol. All animals were
ventilated with an inspired gas mixture of FiO, = 0.3, and FiN, = 0.7, for 20 min.
Systemic arterial pressure, peak airway pressures and temperature were continuously
measured, arterial blood samples were drawn for analysis (ABL 710; Radiometer,
Copenhagen, Denmark) and static inflation lung compliance measured [3]. Animals were
then ventilated for a further 15 minutes with an inspired gas mixture of FiO, = 1.0 and

arterial blood samples were again drawn for analysis.

Ex vivo Analyses
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Ex vivo analyses were restricted to animals that survived the experimental protocol. At
the end of the protocol, Heparin (400 U/kg) was administered intravenously, and the
animals sacrificed by exsanguination under anesthesia and the heart-lung block was
dissected. Blood was centrifuged, and the serum was snap frozen for analysis.
Immediately postmortem, the heart-lung block was dissected from the thorax, and
bronchoalveolar lavage (BAL) was performed. BAL was performed by intratracheal
instillation of three aliquots (5 ml each) of normal saline and collection of the returned
fluid by free drainage. Total leukocyte numbers per ml in the BAL fluid were counted,
and differential cell counts were performed after staining with Hema-Gurr Rapid Staining
set for Hematology (BDH Laboratory Supply, Poole, UK). Samples of BAL fluid were
centrifuged, and the supernatant was snap frozen in liquid nitrogen and stored at -80°C
for cytokine analysis. The concentration of bacteria in the BAL fluid was determined by

plating serial dilutions on agar plates and performing a colony count 24 hours later.

ELISA Analyses: The concentration IL-10, KGF (R&D Systems, Abingdon, UK) and
LL37 (Hycult Biotech, Uden, The Netherlands) in the BAL was determined using ELISA.
The Micro BCA™ Protein assay kit (Pierce, Rockford, IL), was utilized to determine

total BAL protein levels [4].

In vitro LL37 assay: Human MSC were seeded on a 6 well plate and exposed for 4 hours
to an increasing number of E.coli bacteria recovered from the animal BAL. The
concentration of LL37 secreted by the MSC was determined by an LL37 ELISA kit

(Hycult Biotech).

In vivo phagocytosis: Peripheral blood monocytes (PBMC) were obtained by Ficoll-

Hypaque and Percoll gradient separation of whole blood from animals that received
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hMSC or vehicle therapy. PBMCs were suspended in 20 ml of DMEM and placed in 75-
cm? tissue culture flasks at 37 °C. After 1 hour non-adherent cells including lymphocytes
were removed by washing at least five times with DMEM. Adherent cells were then
detached by incubation for 15 min with Trypsi/EDTA/DMEM. The
monocytes/macrophages were seeded in 6 well plates overnight and their phagocytic
potential was determined using the Vybrant Phagocytosis Kit (Life Technologies, NY

USA).

In vitro phagocytosis: U937 cells, differentiated into macrophages via exposure to
phorbol myristate acetate (PMA) 1ug/ml for 72 hours, were seeded in 6 well plates with
or without human MSC and exposed to E.coli bacteria for four hours. Their phagocytic
potential was then determined using the Vybrant Phagocytosis Kit (Life Technologies,

NY USA).

Histologic Analysis: The left lung was isolated and fixed [3 5], and the extent of
histologic lung damage determined using quantitative stereological techniques [6].
Briefly, the pulmonary artery was cannulated, the left atrium was incised, and the
pulmonary circulation was perfused with normal saline at a constant hydrostatic pressure
of 35 cm H,O until the left atrial effluent was clear of blood. The left lung was then
inflated through the tracheal catheter using paraformaldehyde (4% wt/vol) in phosphate-
buffered saline (300 mOsmol) at a pressure of 25 cm H20. Paraformaldehyde was then
instilled through the pulmonary artery catheter at a pressure of 62.5 cm H,O. The left
atrium was then tied off to prevent pulmonary venous inflow into the atrium, creating a
constant distending pressure across the pulmonary vasculature, and maximally distending

the pulmonary vessels. After 30 min, the pulmonary artery and trachea were ligated, and
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the lung was stored in paraformaldehyde for 24 hours. The vertical axis of the lung was
identified, and the lung was cut perpendicular to this axis into 4-mm-thick slices with a
sharp blade beginning at a position chosen by random number within the first slice. These
tissue slices were then embedded in paraffin and sections (7 pum) from each slice

mounted on slides and stained with hematoxylin and eosin.

An image of each complete lung section was captured as previously described [3 5]. A
point-counting grid was superimposed on the image of each section to estimate its area,
and the number of randomly chosen visual fields sampled from any section was
proportionate to its area. Each field was examined under light microscopy (x 10
objective; Leica, Laboratory Instruments, Wetzlar, Germany). The images were acquired
as described and then imported into Stereology Toolbox (Morphometrix, Davis, CA,
USA) at a final magnification of x 60. The intra-acinar tissue was defined as all tissues
within the gas exchange portion of the lung, i.e., respiratory bronchioles, alveolar ducts,
alveolar sacs, and alveoli, including blood vessels contained within their walls. The intra-
acinar airspace was defined as all airspaces within the lumen of respiratory bronchioles,
alveolar ducts, alveolar sacs, and alveoli. The volume fractions of intra-acinar tissue and

intra-acinar airspace were then determined by the use of a point-counting grid [6].

Data Presentation and Analysis

Continuous responsive variables are summarized using mean (SD) and median
(interquartile range, IQR) as necessary. Animal survival was analysed using the log rank
test, with combined hMSC treated groups compared to combined control groups within

each series. There was no evidence against the normality and equal variance assumptions
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for the response variables for each time-treatment combination. In series 1, 2 and 4. Data
were analyzed by one-way ANOVA, with post hoc testing using Dunnets test, with the
vehicle group as the comparison group or by Kruskal-Waliss ANOVA on ranks with post
hoc testing using Dunn’s method for non-normally distributed data. In series 3, which
examined the efficacy of different routes of hMSC administration, a two-way ANOVA
was used, with treatment (hMSC versus Vehicle) and route of administration (I\V versus
IT) as the 2 factors. Subsequent between-group analyses, where indicated, were restricted
to comparisons of hMSC versus vehicle for each route of administration. Underlying
model assumptions were deemed appropriate on the basis of suitable residual plots. A

two-tailed P value of <0.05 was considered significant.
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Table A. Data regarding donor used to generate hMSCs for each series

Donor No. Donor Gender | Donor Age
Series 1: Efficacy of hMSC in E. coli induced H2 Female 22
lung injury
Series 2 — Determination of the lowest H5 Male 23
effective hMSC dose
Series 3 — Determination of optimal route H3 Male 20
of hMSC delivery
Series 4 — Efficacy of cryopreserved hMSC H24 Male 21
Series 5 — Efficacy of the hMSC secretome H18 Male 26




Table B. Series 1 - Efficacy of hMSC in E. coli induced lung injury

Variable Vehicle 10x106/kg hMSC 20x106/kg hMSC Fibroblast
Animal Weight pre-injury(g) 424 + 35 419 + 36 377 £27 388 +41
Final (48hr) Animal Weight (g) 382+32 377+37 338+28 341+42
Arterial pH 7.300.05 7.32£0.06 7.33+0.03 7.34+0.04
Arterial CO, tension (kPa) 5.02+0.78 485+1.0 3.91+0.5 45+0.2
Serum Bicarbonate (mmol/L) 18.2+1.2 18.0+1.3 17.2+1.0 20.0+1.8
Base Excess (mmol/I) 7417 -9.6+1.5 -76+1.1 -13+1.8
Lactate (mmol/L) 21+13 24+14 50+13 13+0.5
Mean Arterial Pressure (mmHg) 85+ 15 78 £22 81+11 75+19
Heart Rate (beats/min) 320+29 317 +15 325+ 27 338+29
Blood E. Coli Counts (counts/ml) 110 [60, 183] 50 [43, 60] 60 [30, 108] 3510, 113]

BAL IL-1p concentration (pg/ml)

1024 [677, 1880]

1194 [866, 1979]

1070 [845, 1172]

3016 [1714, 4217]

BAL TNF-a concentration (pg/ml)

122 (72, 212]

134 [83, 221]

125 [59, 197]

128 [63, 150]

BAL CINC-1 concentration (pg/ml)

1639 [858, 1885]

521 [383, 697]*

384 [303, 528]*

431 (275, 535]

Notes: Data are expressed as mean+SD or as median [Interquartile range] or as number (%).

*Signiﬁcantly different from Vehicle (P <0.05).




Table C. Series 2 — Determination of the lowest effective hMSC dose

Variable Vehicle 10x10°/kg hMSC | 5x10°/kg hMSC | 2x10°/kg hMSC
Animal Weight pre-injury(g) 356 + 29 358 +21 381+38 368 + 36
Final (48hr) Animal Weight (g) 311+32 312 +25 336+41 322+33
Arterial pH 7.35+0.04 7.40+0.07 7.39+0.05 7.39+0.07
Arterial CO, tension (kPa) 48+0.9 42+0.5 4804 48+1.0
Serum Bicarbonate (mmol/L) 21415 22.2+3.0 22.2+3.2 22.8+5.7
Base Excess (mmol/I) -3.3+x1.9 -3.9+3.7 -3.1+3.3 -42+4.1
Lactate (mmol/L) 11+04 1.8+0.7 15+11 1.8+1.8
Mean Arterial Pressure (mmHg) 85+22 78 +13 86+19 84 +12
Heart Rate (beats/min) 336+ 35 316 + 27 341 +29 338+ 16
Blood E. Coli Counts (counts/ml) 80 [10, 825] 10 [10, 18] 10[10, 130] 15 [10, 20]

BAL IL-1p concentration (pg/ml)

596 [571, 682]

542 [517, 557]*

643 [585, 723]

651 [596, 727]

BAL TNF-a concentration (pg/ml)

61[61, 64]

69 [64, 70]

69 [67, 71]

69 [67, 73]

BAL CINC-1 concentration (pg/ml)

888 [719, 1002]

810 [696, 1089]

653 [587, 875]

762 [705, 954]

Notes: Data are expressed as mean+SD or as median [Interquartile range] or as number (%).

*Signiﬁcantly different from Vehicle (P <0.05).




Table D. Series 3 — Determination of optimal

route of hMSC delivery

Variable IV Vehicle hMSC IV hMSCIT IT Vehicle
Animal Weight pre-injury(g) 372+43 387 +35 384 +52 422 + 35
Final (48hr) Animal Weight (g) 333+42 347 +35 341+54 379+34
Arterial pH 7.30£0.09 7.35+0.06 7.33+0.05 7.30+0.1
Arterial CO, tension (kPa) 53+1.0 4.7+0.8 43+0.7 55+1.3
Serum Bicarbonate (mmol/L) 15.7+2.9 19.7+2.3 184+2.4 17.0+2.7
Base Excess (mmol/I) -9.8+3.9 -5.8+3.0 -8.6+3.0 -8.1+3.3
Lactate (mmol/L) 56+23 3.8+1.6 49+09 6.7+3.8
Mean Arterial Pressure (mmHg) 82+20 85+ 14 81+14 76 £18
Heart Rate (beats/min) 332+28 309 + 29 301+44 308 + 32
Blood E. Coli Counts (counts/ml) 65 [18, 178] 65 [45, 103] 40 [30, 73] 60 [50, 80]

BAL IL-1p concentration (pg/ml)

817 [631, 1315]

1515 [883, 2325]

1636 [1086, 2043]

1107 [855, 4039]

BAL TNF-a concentration (pg/ml)

49 [21, 101]

85 [50, 205]

82 [54, 120]

265 [181, 357]

BAL CINC-1 concentration (pg/ml)

788 [402, 1334]

281223, 428]*

528 [365, 898]*

1225 [632, 2189]

Notes: Data are expressed as mean+SD or as median [Interquartile range] or as number (%).

*Signiﬁcantly different from Vehicle (P <0.05).




Table E. Series 4 — Efficacy of cryopreserved hMSC

Variable IV Vehicle Fresh hMSC Thawed hMSC Washed hMSC
Animal Weight pre-injury(g) 396 +31 398 + 28 415 + 27 408 + 33
Final (48hr) Animal Weight (g) 354 + 32 353 +28 368 + 29 366 + 38
Arterial pH 7.40 £ 0.08 7.41+0.08 7.44 £ 0.06 7.38+0.08
Arterial CO, tension (kPa) 43+04 4005 4004 4.1+0.6
Serum Bicarbonate (mmol/L) 21.7+4.0 22.1+3.8 23.4+2.0 21.4+35
Base Excess (mmol/l) -22+2.2 -3.1+25 -1.7+1.8 -23+1.2
Lactate (mmol/L) 35+13 47+15 48+1.0 41+13
Mean Arterial Pressure (mmHg) 96 +11 94 + 29 99+ 16 97+9
Heart Rate (beats/min) 313 +36 320+ 24 311+26 345 + 40
Blood E. Coli Counts (counts/ml) 80 [20, 250] 65 [13, 118] 105 [23, 223] 95 [10, 208]

BAL IL-1p concentration (pg/ml)

2307 [1547, 4038]

1262 [1116, 2702]

2272 [1383, 3250]

1374 [795, 3000]

BAL TNF-a concentration (pg/ml)

96 [45, 135]

118 [98, 150]

116 [11, 145]

136 [80, 170]

BAL CINC-1 concentration (pg/ml)

2378 [2090, 2470]

1931 [1196, 2075]*

25281735, 2658]

2605 [2268, 2666]

Notes: Data are expressed as meantSD or as median [Interquartile range] or as number (%).

*Signiﬁcantly different from Vehicle (P <0.05).




Table F. Series 5 — Efficacy of the hMSC secretome

Variable Vehicle hMSC CM-24hr CM-48hr
Animal Weight pre-injury(g) 383+14 394 +18 379+4 398 +16
Final (48hr) Animal Weight (g) 337+9 349+ 16 338+ 12 351+13
Arterial pH 7.40 £0.02 7.40+0.03 7.39+0.05 7.40+0.02
Arterial CO, tension (kPa) 4.1+0.7 42+0.3 43+0.7 43+0.6
Serum Bicarbonate (mmol/L) 21.2+2.0 224122 21.6+2.6 23.3+1.5
Base Excess (mmol/I) -46+2.8 -25+2.2 -3.9+2.5 -16+1.6
Lactate (mmol/L) 57+29 3.2+0.8 44+25 52+1.2
Mean Arterial Pressure (mmHg) 94 + 24 117 +17 99 +29 87+14
Heart Rate (beats/min) 306 + 26 331+34 318+25 321+23
Blood E. Coli Counts (counts/ml) 40 [10, 80] 50 [18, 100] 100 [55, 225] 25 [10, 58]

BAL IL-1p concentration (pg/ml)

853 [807, 921]

462 [410, 497]*

613 [563, 886]

1711 [749, 2750]

BAL TNF-a concentration (pg/ml)

145113, 173]

115 [110, 137]

138 [109, 165]

11390, 134]

BAL CINC-1 concentration (pg/ml)

404 [389, 438]

317 [266, 350]*

357 [297, 464]

481 [377, 608]

Notes: Data are expressed as meantSD or as median [Interquartile range] or as number (%).

*Signiﬁcantly different from Vehicle (P <0.05).
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