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. The increasing potential for accidental radiation exposure from either nuclear accidents or terrorist
activities has escalated the need for radiation countermeasure development. We previously
showed that a 30-day course of high-dose captopril, an ACE inhibitor, initiated 1-4 h after total
body irradiation (TBI), improved Hematopoietic Acute Radiation Syndrome (H-ARS) and increased
survival in mice. However, because of the time likely required for the deployment of a stockpiled
radiation countermeasure to a radiation mass casualty site, there is a need for therapies that can be

. administered 24-48 hours after initial exposure. Using C57BL/6 mice exposed to an LD g3 of 50Co

© TBI(7.75-7.9 Gy, 0.615 Gy/min), we show that low-dose captopril administration, initiated as late as

. 48h post-TBI and continued for 14 days, significantly enhanced overall survival similarly to high-dose,

. rapid administration. Captopril treatment did not affect radiation-induced cell cycle arrest genes or

© the immediate loss of hematopoietic precursors. Reduced mortality was associated with the recovery
of bone marrow cellularity and mature blood cell recovery at 21-30 days post-irradiation. Captopril
reduced radiation-induced cytokines EPO, G-CSF, and SAA in the plasma. Finally, delayed captopril
administration mitigated brain micro-hemorrhage at 21 days post-irradiation. These data indicate that
low dose captopril administered as late as 48 h post-TBI for only two weeks improves survival that is
associated with hematopoietic recovery and reduced inflammatory response. These data suggest that
captopril may be an ideal countermeasure to mitigate H-ARS following accidental radiation exposure.

There is currently an elevated potential for accidental radiation exposure due to increased usage of nuclear power,
. increased medical and industrial applications, and the heightened potential for nuclear terrorism or war'-*. Only
. two drugs are currently approved by the US Food and Drug Administration (FDA) for prophylactic radiopro-
: tection in clinical settings, amifostine and palifermin, and only three agents, two G-CSF preparations (filgrastim
© and pegfilgrastim) and one GM-CSF preparation (sargramostim), have been approved for protection against
* Hematopoietic Syndrome of Acute Radiation Syndrome (H-ARS)* Thus there is an urgent need to develop coun-
. termeasures to enhance survival after radiation exposure, and especially to discover agents with excellent safety
. profiles that can be easily distributed and administered.
: The hematopoietic system is uniquely sensitive to radiation damage, including the mature blood cells and
* hematopoietic stem cells in the bone marrow compartment that are critical for blood cell regeneration®®. Total
. body radiation exposure results in mortality within 30 days, typically from hematopoietic insufficiency, including
© severe anemia and leukopenia that impairs immune function, allowing life-threatening opportunistic infection,
and increased vascular permeability and hemorrhage in vital organs®”®. The sensitivity of the immune system to
radiation is not completely understood, but is believed to be due to the rapid proliferative rates and reduced DNA
repair capacity of myeloid/lymphoid hematopoietic progenitors®-'°. Compared to quiescent cells or cells with low
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proliferative rates, rapidly cycling cells display increased DNA damage from radiation, resulting in higher levels of
apoptosis and/or senescence®!2. Agents that transiently arrest the hematopoietic stem cells (HSC) in the Gy/G,
phases of the cell cycle can reduce radiation-induced genotoxicity, senescence, and stem cell pool exhaustion'>.

Elements of the renin-angiotensin system (RAS), especially angiotensin IT (Ang IT) and angiotensin convert-
ing enzyme (ACE), were demonstrated to be effective targets for mitigation of H-ARS'*-'7. The RAS plays a key
role in the regulation of blood pressure and blood volume homeostasis'$, but components of this system also
regulate the proliferation and maturation of hematopoietic cells'. Ang II directly modulates the development and
proliferation of hematopoietic progenitor cells (HPC) through Ang II receptors expressed on the cell surface!**.
Ang II also indirectly regulates hematopoiesis through the regulation of other hematopoietic cytokines such as
erythropoietin'”?#-%, Additionally, ACE, the metalloprotease required for the proteolytic activation of Ang II,
regulates other peptides with hematopoietic activities such as substance P, Ac-SDKP, and angiotensin 1-7%. Thus,
drugs that affect the RAS can have widespread effects, both directly and indirectly, on hematopoietic cell devel-
opment and proliferation.

We and others have shown that ACE inhibition can reduce the severity of H-ARS in murine models>-'7. We
previously demonstrated that captopril (110 mg/kg/day) allowed 100% survival from an LD, dose of radia-
tion in mice when administered from 1-4 h following radiation exposure through 30 days post-irradiation®.
We demonstrated that at the LD5 5, dose of radiation, captopril improved bone marrow and blood cell recov-
ery, including red blood cells, reticulocytes, and platelets. Using sublethal levels of radiation to allow sufficient
recovery of hematopoietic progenitors, we found that captopril treatment improved recovery of colony form-
ing units-granulocyte macrophage (CFU-GM) and -megakaryocyte (CFU-M), and total colony forming units.
Captopril administration was associated with transient growth arrest of hematopoietic progenitors and sup-
pression of radiation-induced EPO expression'®". In this study, we investigated a reduced dosage of captopril
and a delayed, shortened time course of administration following higher levels of acute radiation exposure. We
found that 13 mg/kg/day captopril administered from 48 h through 2 weeks post-irradiation mitigated radiation
H-ARS, as characterized by bone marrow repopulation and mature blood cell recovery. Captopril also mitigated
radiation-induced surges in cytokine expression and reduced vascular dysfunction following ionizing radiation
exposure.

Results

Delayed captopril administration improves 30-day survival following 7.9 Gy total body irra-
diation. Our previous work demonstrated that 110 mg/kg/day captopril, administered from 1 h through 30
days post-irradiation, resulted in 100% survival in C57BL/6 ] mice exposed to an LDs3, dose of “°Co total body
irradiation (TBI)®. However, rapid administration of radiation countermeasures may not be feasible following
a large-scale radiation event, due to the time required to both transport medication to a mass casualty site and
administer it to a large population. We therefore investigated the effect of delayed administration of 110 mg/kg/
day captopril on the survival of mice exposed to 7.5 Gy TBI and found that delaying the initial dose of captopril
up to 24 h post-TBI was protective from radiation-induced death (Fig. 1A). At 7.5 Gy, mice that did not receive
captopril had a 47.5% survival. In contrast, mice treated with captopril 1, 6, 12 or 24 h post-irradiation showed a
significantly increased survival rate of 100%, 90%, 95%, and 90%, respectively (Log-Rank tests, p < 0.05 compared
with radiation + vehicle). There was no statistical difference in survival rates among the captopril treated groups.
These data indicated that captopril administration as late as 24 h did not significantly reduce survival compared
to treatment 1 h post-TBL

We then investigated the effect of reducing the captopril dose on survival, using 13 mg/kg/day, to determine
whether the lower dosage of captopril would have protective effects. Additionally, the radiation exposure was
increased to 7.9 Gy to induce greater mortality to better distinguish any subtle differences between the captopril
treatment groups. Vehicle-treated mice irradiated with 7.9 Gy had 31% survival at 30 days (Fig. 1B). Mice treated
with captopril (110 or 13 mg/kg/day) starting 4 h post-TBI exhibited significant survival improvement, displaying
83% and 75% survival for high- and low-dose captopril, respectively (Log-Rank test, p < 0.05 for both groups vs
radiation + vehicle). Furthermore, there was no significant difference in survival between the groups of mice
treated with high-dose versus low-dose captopril. These data demonstrate that lower dosages of captopril are
sufficient to provide protection against acute hematopoietic injury and improve overall survival.

We next tested whether the initial administration of low-dose captopril (13 mg/kg/day) could be delayed
following TBI, as we had observed for high-dose captopril (Fig. 1C). Following 7.9 Gy TBI, mice were treated
with vehicle or 13 mg/kg/day captopril for 30 days, with the treatment initiated at various times post-irradiation
(Fig. 1C). Irradiated, vehicle-treated mice displayed 6.25% survival at 30 days. Mice treated with captopril, initi-
ated at 4, 24, or 48 h post-irradiation, displayed significant increases in survival, with 62%, 42%, and 62% survival,
respectively (Log-Rank test, p < 0.0001 radiation + vehicle vs radiation + captopril 4 h; p < 0.05 radiation + vehi-
cle vs radiation + captopril 24 h; and p < 0.0001 radiation + vehicle vs radiation 4 captopril 48 h). There was
no statistical difference among the captopril treated groups. These data show that the initial administration of
low-dose captopril could be delayed as long as 48 hours post-TBI without changing its efficacy.

We investigated whether the length of low-dose captopril administration could be reduced. Irradiated mice
were treated with vehicle or with captopril initiated at 48 h post-TBI through 14, 21 or 30 days post-irradiation
(Fig. 1D). Irradiated vehicle-treated mice displayed only 12% survival. Mice treated with captopril through 14, 21
or 30 days post-irradiation all had a significant increase in survival, with 62%, 43% and 43% survival, respectively
(Log-Rank tests, p < 0.05 for all groups vs radiation + vehicle). There was no significant difference in survival
among captopril treatment groups. Together these data suggest that low-dose captopril administration from days
2-14 post-irradiation provided protection from radiation induced hematopoietic injury equivalent to high-dose
captopril treatment initiated 1-4 h post-irradiation through 30 days post-irradiation.
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Figure 1. Kaplan-Meier Curves of the effects of reduced dosage and delayed administration of captopril on
survival from total body irradiation. C57BL/6 mice, 12-14 weeks of age, were exposed to total body **Co
irradiation (0.6 Gy/min) or sham irradiated (sham). Irradiated (Rad) mice either received vehicle (Veh) or
captopril (Cap), provided in the drinking water. For all irradiated groups, n = 16-20; for the sham irradiated
group, n= 8. The percentage of surviving mice are shown. (A) Mice were exposed to 7.5 Gy (LDs3,) total body
irradiation and were treated with either vehicle only (water) or with captopril administration (110 mg/kg/day)
beginning at various time points from 1h to 24 h postirradiation, as indicated, through 30 days postirradiation.
(B) Mice were exposed to 7.9 Gy. Mice were untreated or captopril (110 mg/kg/day or 13 mg/kg/day) was
administered 4 h through 30 days post-irradiation. (C) Mice were exposed to 7.9 Gy. Mice were untreated

or captopril (13 mg/kg/day) was initiated at either 4h, 24 h, or 48 h post-irradiation through 30 days post-
irradiation. (D) Mice were exposed to 7.9 Gy. Mice were untreated or captopril (13 mg/kg/day), administered in
the drinking water, was initiated at 48 h post-irradiation through 14, 21 or 30 days post-irradiation. *p < 0.05
compared with radiation + vehicle.

Delayed captopril administration improves peripheral blood cell recovery following 7.9 Gy irra-
diation. We previously reported that high-dose captopril treatment, initiated 1 h following TBI, mitigated
radiation ablation of some peripheral blood cell populations!®. We assessed the effects of low-dose captopril,
administered either 4h - 30 days or 48 h - 14 days post-irradiation, on the loss of peripheral blood cell popula-
tions. 7.9 Gy TBI resulted in significant decrease of all mature blood cell types as early as 4 day post-irradiation
compared to the sham-irradiated group, including red blood cells (RBC), reticulocytes, platelets and white blood
cells (WBC) (Fig. 2A-E). Nadirs in RBC (1.4 x 1064 0.1 x 10° cells/pl), hematocrit (HCT) (6.7 - 0.7%), and plate-
lets (29.5 x 10° £ 6.6 x 10° cells/pl) occurred ~21 days post-irradiation in all animals. Reticulocytes and WBC
numbers declined by post-irradiation day 4 (1.6 x 10! 4 0.3 x 10*! cells/ul, and 0.3 x 10+ 0.04 x 103 cells/pl,
respectively), with reticulocytes showing some improvement in untreated mice at day 21 post-irradiation
(52 x 10" 37 x 10! cells/pl). Because no animals survived past day 25 in the irradiated, vehicle-treated
cohort, no values were obtained after that time point. Treatment with captopril did not significantly affect
radiation-induced mature blood cell reduction for any blood cell type, and nadirs were similar for all irradi-
ated groups. We did observe a modest improvement in the hematocrit in both captopril treated groups at 14
days post-irradiation (Fig. 2C, p <0.05), but the nadirs of the hematocrits were not significantly different from
that of the vehicle-treated irradiated mice. However, by 30 days post-irradiation, both captopril treated groups
had similar levels of RBC (6.2 vs 6.9 x 10°+0.2-0.3 x 10 cells/ul), HCT (36 vs 43 & 1.5-1.6%), platelet (304 vs
363 x 10°+76-62 x 10° cells/ul), and total WBC (1.3 vs 1.2 x 10> 4 0.2-0.3 x 103 cells/pl). Furthermore, mice
that received delayed captopril administration (48 h) showed enhanced reticulocyte recovery compared to mice
treated 4 h following irradiation, and both groups showed recovery of reticulocytes above basal levels (668 vs
1414 x 10" £ 145-236 x 10*! cells/ul, for 4h - 4 weeks and 48 h - 2 weeks respectively, p <0.05) suggesting that
all captopril-treated mice were on a course of robust blood cell recovery. No direct comparison of blood cell
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Figure 2. Effect of delayed captopril treatment on mature blood cell loss and recovery after total body
irradiation. C57BL/6 mice, 12-14 weeks of age, were exposed to 7.9 Gy total body *’Co irradiation (0.6 Gy/min).
Mice received vehicle or received captopril (13 mg/kg/day), administered in the drinking water either 48 h
through 14 days post-irradiation or 4 h through 30 days post-irradiation. Blood was obtained at 3, 7, 14, 21

and 30 days post-irradiation for analysis and quantification of (A) red blood cells (RBC), (B) reticulocytes,

(C) hematocrit (HCT), (D) platelets, and (E) peripheral white blood cells (WBC). Data show means =+ standard
error of the mean, n=4-5 mice per group. *p < 0.05 for captopril treatment 4h-30 d vs radiation + vehicle;

p < 0.05 for captopril treatment 48 h-14 d vs radiation + vehicle. *indicates a significant increase for captopril
48h-14 d vs sham, p < 0.05.

recovery can be made between captopril- and vehicle-treated mice, as no vehicle-treated mice survived to the
30 day time point. Recovery of blood cells in the captopril-treated groups correlated with improved survival.

Delayed captopril administration improves bone marrow cellularity and allows recovery from
cell cycle checkpoint gene expression following 7.9 Gy total body irradiation. Our laboratory
showed that captopril, administered 1h - 30 days post-irradiation, resulted in improved bone marrow recovery,
especially colony forming units-granulocyte macrophage, macrophage, and total colony forming units'. We fur-
ther demonstrated that the recovery of these hematopoietic populations was preceded by a pause in the cell cycle
induced by captopril'®. We investigated the effect low-dose, delayed captopril administration on bone marrow
recovery. Sternabrae cellularity was assessed and scored blind by a pathologist in sham irradiated mice, or in mice
receiving 7.9 Gy TBI and either vehicle-treated or low-dose captopril-treated (Fig. 3, Table S1). Sham irradiated,
vehicle-treated mice showed 99% cellularity over the entire 30 day experimental period. Vehicle-treated mice
exposed to 7.9 Gy TBI displayed a significant decrease in cellularity in the sternabrae compared to the sham irra-
diated mice, showing <1% cellularity on days 7 and 14, which rose to ~7% on day 21, and then to ~30% at day
30 in the one surviving animal in this group. Captopril-treated mice displayed the same nadir of bone marrow
cellularity at 7-14 days post-irradiation as vehicle-treated animals. However, the bone marrow of mice treated
with captopril from 48h - 14 days post-irradiation showed ~20% cellularity at 21 days post-irradiation and ~90%
cellularity by 30 days post-TBI. These data demonstrate that low-dose captopril, administered 48 h through 14
days post-TBI displayed the capacity for almost full bone marrow recovery by 30 days post-irradiation.

Our previous studies demonstrated that TBI induced the expression of cyclin-dependent kinase inhibitors
in the bone marrow in response to DNA damage, potentially associated with cell cycle arrest in senescence®.
To determine whether delayed captopril treatment suppressed cell cycle checkpoint gene expression, bone mar-
row was obtained from sham controls or irradiated mice treated with either vehicle or low-dose captopril from
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Figure 3. Effect of delayed captopril treatment on bone marrow cellularity following total body irradiation.
C57BL/6 mice, 12-14 weeks of age, were exposed to 7.9 Gy total body *°Co irradiation (0.6 Gy/min) or sham
irradiated (sham). Mice received vehicle (7.9 Gy + vehicle) or received captopril (13 mg/kg/day, 7.9 Gy + Cap),
administered in the drinking water either 48 h through 14 days post-irradiation. (A) Sternabrae were obtained
from mice at the indicated time points and processed for H&E staining. (B) Bone marrow cellularity was scored
by a hematological pathologist blinded to the treatment groups, n =3-5 per group, except for the 30 day time
point for radiation 4 vehicle, which had only one animal (indicated by").

48h-14 days post-irradiation. RT-qPCR was performed to determine levels of Cdkn2b (p15), Cdknla (p16), and
Cdkn2a (p21) mRNA. Radiation treatment resulted in a significant increase of Cdkn2b, Cdknla, and Cdkn2a
expression over the time course of the experiment, beginning 7 days post-irradiation (Fig. 4). Captopril treatment
did not significantly suppress radiation-induced expression of any of these genes over days 7-21. A decrease in all
three genes was observed on day 30 in radiation + captopril mice compared with radiation + vehicle, but signif-
icance could not be determined as only one irradiated, vehicle-treated mouse survived until day 30 (Fig. 4). The
observed decrease in the Cdkn genes in the captopril treated animals from day 21-30 post-irradiation correlates
with the recovery of bone marrow cellularity observed at over this time with captopril (Fig. 3).

Captopril modulates radiation-mediated increase of EPO and pro-inflammatory cytokines
G-CSFand SAA. We previously demonstrated that radiation-induced loss of RBC and reduced hematocrit
was associated with the induction of hypoxia-inducible factors (HIF) in the kidney and increased expression
of EPO'*16, We also demonstrated that high-dose captopril, administered within 1-4 h post-irradiation, mit-
igated radiation-induced loss of RBC, and suppressed HIF activation and EPO expression'*!®!7. We hypothe-
sized that the suppression of radiation-induced cytokines such as EPO protects hematopoietic progenitors from
the induction of rapid cycling that can lead to stem cell pool exhaustion'®. We therefore investigated the effect
of 48 h delayed captopril administration on EPO expression following 7.9 Gy TBI. At 4 days post-irradiation,
irradiated mice with or without captopril displayed a ~10-fold increase in serum EPO (Fig. 5A). At 7 and 14
days post-irradiation, captopril reduced the radiation-induced surge in EPO levels (7 days: radiation + vehi-
cle=8.66 & 0.9 ng/ml; radiation + captopril = 0.57 & 0.7 ng/ml; 14 days radiation + vehicle = 288 + 140 ng/ml;
radiation + captopril = 140 £ 24 ng/ml). However, both irradiated groups had similarly elevated EPO at day
21 post-irradiation. Serum EPO declined sharply in captopril-treated animals by day 30 post-irradiation; no
vehicle-treated irradiated animals were alive for comparison at this time point.

Several studies have demonstrated that other hematopoietic cytokines and growth factors are dramatically
increased in response to TBI, including G-CSE, SAA, IL-6, SCE, MIP1a and 1b, MCP1, FLT-3, IL-10, IL-13, IL-2,
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Figure 4. Effect of delayed captopril treatment on senescent-associated gene expression in the bone marrow
following total body irradiation. C57BL/6 mice, 1214 weeks of age, were exposed to 7.9 Gy total body *Co
irradiation (0.6 Gy/min) or sham irradiated (sham). Mice received vehicle (7.9 Gy + vehicle) or received
captopril (13 mg/kg/day, 7.9 Gy + Cap), administered in the drinking water 48 h - 14 days post-irradiation.
Bone marrow was obtained at the indicated times and RT-qPCR was performed to quantify mRNA for the
following cell cycle genes: (A) Cdkn2b; (B) Cdknla; (C) Cdkn2a. Data show means + SEM, n = 3-5 per group,
except for the 30 day time point for radiation + vehicle, which had only one animal (indicated by ¥). *Indicates
p <0.05 between radiation + vehicle and sham; findicates p < 0.05 between radiation + captopril and sham.

KC/CXCL1%. The observed increases in specific cytokines and growth factors are believed to play a role in nat-
ural resistance to radiation damage and may be involved in hematopoietic recovery as well as inflammatory
responses after radiation?*-*. We investigated the effect of 48 h delayed administration of low-dose captopril on
these cytokines and growth factors following 7.9 Gy TBI.

We observed significant TBI-induced increase in G-CSF and SAA that was modulated by delayed captopril
treatment. Irradiation caused a ~40-fold increase in G-CSF at 7-21 days post-irradiation (Fig. 5B). Captopril
treatment significantly suppressed radiation induced G-CSF at days 7 and 14 post-irradiation (p < 0.05).
Similarly, irradiation caused a ~50-fold increase in SAA1 within 7 days of 7.9 Gy TBI (Fig. 5C). Delayed, low-dose
captopril treatment significantly attenuated radiation-induced SAA1 levels on days 7 and 14 post-irradiation
(p <0.05). Note that at 30 days post-irradiation, only one animal remained in the irradiated vehicle-treated group,
and statistical significance could not be determined.

IL-1B and IL-6 are primary regulators of SAA1 following acute injury**2. We did not detect significant ele-
vation of IL-1(3 over the time course examined (data not shown), so we examined the effect of captopril on IL-6
post-irradiation. Radiation significantly increased IL-6 levels on days 7 and 14 post-irradiation, but captopril
treatment did not significantly suppress IL-6 at any time points (Fig. 5D). These data suggest that captopril does
not suppress radiation-induced SAA1 through the regulation of either IL-13 or IL-6.

We also observed that radiation significantly increased serum levels of SCE, MIP1a, MCP1 and FLT-3, but
were not significantly affected by captopril (Fig. S1). We also did not observe significant changes in MIP-1b, IL-2,
IL-10, or KC levels in any treatment groups at the time points that we examined for this study (data not shown).
Together these data suggest that captopril has specific effects on systemic inflammation following total body
irradiation.

Delayed captopril administration mitigates radiation-induced brain micro-hemorrhage. Survival
following TBI is linked primarily to mature blood cell and bone marrow recovery, but hemorrhage due to clotting
insufficiency, potentially related to loss of platelets, and endothelial dysfunction can be a major factor for morbidity and
mortality in larger mammals and humans following radiation exposure’. We previously showed that high-dose admin-
istration of captopril from 4 h through 30 days post-irradiation reduced brain micro-hemorrhages in mice exposed
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Figure 5. Effect of delayed captopril administration on cytokine levels in peripheral blood following total body
irradiation. C57BL/6 mice, 12-14 weeks of age, were exposed to 7.9 Gy total body ®Co irradiation (0.6 Gy/min)
or sham irradiated (sham). Mice received vehicle (7.9 Gy + vehicle) or received captopril (13 mg/kg/day,

7.9 Gy + Cap), administered in the drinking water 48 h — 14 days post-irradiation. Serum was obtained at

the indicated times, and the following growth factors and cytokines were quantified by MSD or ELISA:

(A) EPO; (B) G-CSF; C. SAAL; (D) IL-6. Data show means = SEM, n = 3-5 per group, except for the 30 day
time point for radiation + vehicle, which had only one animal (indicated by °). *Indicates p < 0.05 between
radiation + vehicle and sham; indicates p < 0.05 between radiation + captopril and sham; *indicates p < 0.05
between radiation + vehicle and radiation + captopril.

to 7.5 Gy TBI'S. We therefore assessed whether delayed, low-dose captopril could similarly mitigate gross vascular or
microvascular hemorrhage at 21 days post-irradiation in brains of mice exposed to 7.9 Gy TBI. No overt brain hem-
orrhage was visible in sham-irradiated mice, but radiation induced significant brain micro-hemorrhaging (Fig. 6A).
Gross hemorrhages were also observed on the brain surfaces (Fig. S2). Histologic sections from blinded samples were
scored by a pathologist using criteria for level 1-4 hemorrhage severity to assess whether captopril treatment reduced
radiation-induced hemorrhage (Fig. 6B). Only one of four sham-irradiated brains showed any evidence of hemorrhage
(1 =0.25; scores of 0, 0, 0, and 1 for four individuals). Vehicle-treated, irradiated animals showed significant signs of
hemorrhage (ju=2.3; scores of 1, 3, and 3 for three individuals). Captopril reduced the average hemorrhage severity
(p=1.25; scores of 0, 2, 0, and 3 for four individuals), with two out of four captopril treated mice displaying no hem-
orrhage and two displaying significant hemorrhages. These data suggest a trend where delayed, low-dose captopril
treatment reduces pathologic brain hemorrhages.

Discussion

Due to the increasing potential of radiation exposure to large populations, either from nuclear accidents or ter-
rorist activities, there is a need for the development of safe, easily administered, and readily available radiation
countermeasures. The optimal timing of both the initial dosing and the overall duration of treatment for radiation
countermeasures has been a topic of debate. In the case of a mass casualty event, emergency response teams may
encounter delays in the administration of radiation countermeasures, and current guidelines from the National
Institute of Allergy and Infectious Diseases support the development of radiation countermeasures with efficacy
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Figure 6. Captopril reduces brain hemorrhage following 7.9 Gy total body irradiation at 21 days post-
irradiation. C57BL/6 mice, 12-14 weeks of age, were exposed to 7.9 Gy total body *°Co irradiation (0.6 Gy/min)
or sham irradiated (sham). Mice received vehicle (7.9 Gy + vehicle) or received captopril (13 mg/kg/day,

7.9 Gy + Cap), administered in the drinking water 48 h - 14 days post-irradiation. At 21 days days post-
irradiation, brains were obtained after euthanasia and fixed for histology. (A) Representative histological
sections of the cerebellum and hippocampus from mice. (B) Brain injury scores, performed by a pathologist
blinded to the treatment group. Bar graphs show means &= SEM, n = 3-4 per group

when administered 24 h or later following radiation exposure®**. Our current study interrogates the effective
dosages of captopril as well as the time course of administration required for mitigation of radiation injury. We
previously showed that a 30 day course of the ACE inhibitor captopril (110 mg/kg/day), first administered 1-4h
post-irradiation, mitigated H-ARS in mice!'®!’. In our current study we show that 13 mg/kg/day mitigates H-ARS
in mice to the same degree as the higher dose. Strikingly, our current data also demonstrate that captopril admin-
istration can be delayed for up to 48 h post-irradiation and that the time course of administration can be reduced
to as little as two weeks. This reduced dosage and delayed administration time mitigated H-ARS in mice by TBI
to a level similar to that obtained in our earlier studies. In this study we report robust recovery of bone marrow
cellularity and mature blood cell populations in captopril-treated animals within 30 days post-irradiation. It has
been demonstrated that mortality from H-ARS within 30 days post-irradiation is mainly due to the effects of
hematopoietic insufficiency>>”*°. Although the irradiated non-treated mice died prior to 30 days post-irradiation
making comparisons at that time point impossible, hematopoietic recovery and improved bone marrow cel-
lularity in the treated animals correlated with increased survival. Without hematopoietic recovery, survival
would not occur. In addition to blood cell recovery and bone marrow repopulation, we saw the suppression of
radiation-induced cytokine expression, and reduced radiation-induced brain hemorrhages. The ability to delay
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the initial dose to 48 hours post-irradiation, coupled with the wide availability, safety, stability, and ease of dosing
with captopril make it an ideal countermeasure to mitigate H-ARS following radiation exposure. Moreover, the
efficacy of reduced dosage and shortened time course of administration further minimize side effects of the drug.

Studies of countermeasures for H-ARS have revealed a paradox for the mechanism of action of successful
agents: improved survival has been reported for agents that induce hematopoietic progenitor proliferation as well
as for agents that induce transient growth arrest of hematopoietic progenitors'***¥. Agents that induce hemato-
poietic progenitor proliferation, such as G-CSF and GM-CSF (both FDA approved for treatment of H-ARS*) or
thrombopoietin, increase recovery rates of mature blood cell populations, and are believed to avert mortality by
reducing the time at which blood cell populations are at the nadir. This ameliorates hematopoietic insufficiency
and combats opportunistic infection, which are thought to be the primary causes of death following total body
irradiation. However, a recent report showed that while G-CSF administration reduced H-ARS, it exacerbated
long-term bone marrow injury, potentially by exhausting the proliferative capacity of the hematopoietic stem cell
pool?®,

In contrast to pro-proliferative agents, we have shown that countermeasures that induce transient growth
arrest in hematopoietic blood cell populations can reduce radiation-induced DNA damage in the bone marrow
compartment, possibly by increasing the time for DNA repair'>*. When the transient quiescence was relieved,
robust recovery was observed for the hematopoietic progenitor and mature blood cell populations'*. We
hypothesize that transient quiescence of the bone marrow, accompanied by increased cellular repair, allowed for
the subsequent bone marrow and blood cell recovery!>!¢.

The same countermeasure paradox has emerged for modulators of the RAS as radiation countermeasures,
since both Ang II peptides and inhibitors of the RAS pathway protect the hematopoietic system from H-ARS!>4041,
Ang IT acts directly on hematopoietic progenitors® and indirectly through the induction of EPO'7?>% to induce
proliferation and survival ameliorating radiation-induced hematopoietic insufficiency. In contrast, we have pre-
viously reported that the ACE inhibitor captopril induced transient growth arrest in the hematopoietic compart-
ment, ultimately resulting in improved survival and proliferation of hematopoietic progenitors'*!®!7. Our current
data show that low-dose, delayed captopril administration did not immediately enhance hematopoietic prolif-
eration and repopulation, but was associated with robust delayed recovery of both bone marrow and peripheral
blood cellularity by 30-days post-irradiation. The repopulation of the bone marrow compartment correlated with
the downregulation of radiation-induced cell cycle arrest genes. Furthermore, the recovery of peripheral blood
cell populations and bone marrow cellularity correlated with the reduction of brain micro-hemorrhage, which we
previously hypothesized was associated with the prevention of severe thrombocytopenia!®. Together these data
suggest that delayed captopril administration protected sufficient levels of hematopoietic progenitor populations
to allow bone marrow recovery leading to full peripheral blood cell recovery.

The actions of captopril may be direct, through the reduction of Ang II signaling on hematopoietic pro-
genitors, as well as indirect, through the modulation of radiation-induced cytokine production. We previously
reported that high-dose captopril induced a transient quiescence in the lin~ bone marrow progenitor cell popu-
lations; however the mechanism(s) responsible for transient quiescence of lin~ cells were not identified'. In the
current study, low-dose, delayed captopril administration mitigated radiation-induced expression of EPO, SAAL,
and G-CSE EPO and G-CSF can stimulate proliferation, survival, and the mobilization of a variety of circulating
hematopoietic progenitors*2. The observed increases in EPO and G-CSF following radiation exposure may be
the result of “demand-driven” or “emergency” gene regulation, due to the acute loss of mature granulocytes and
RBC*. Our findings suggest that the captopril-induced reduction in circulating EPO and G-CSF still allows for
repopulation of blood cells post-irradiation.

In contrast to EPO and G-CSF which are hematopoietic cytokines, SAA1 is an acute phase protein, primarily
produced by the liver, and elevated in the plasma following trauma, infection, inflammatory reactions, and can-
cer’3 SA A1 signals through a variety of receptors to regulate downstream pro-inflammatory gene expression*.
While our current study did not assess the mechanism of SAA1 suppression by captopril, we hypothesize that the
suppression may be due to either protection of the liver tissue from radiation damage or suppression of another
upstream inflammatory cytokine. Interestingly, SAA1 can induce G-CSF expression*’, so reduced SAA in cap-
topril treated mice may lead to reduced G-CSE. Further studies are required to improve understanding of the
mechanism of radiation-induced expression of inflammatory cytokines.

The development of radiation countermeasures must be performed in accordance with the Animal Rule of
the Food and Drug Administration (FDA), which provides guidance for drug development when human effi-
cacy studies are not ethical and field trials are not feasible. The effective dosage of captopril for the prevention of
H-ARS in humans is not known. Based on standard calculation methods, 110 mg/kg/day captopril is the human
equivalent dose (HED) of ~330 mg/day*®. While this is below the maximal human dose of 500 mg/day, the average
daily human dose of captopril is 37.5-75 mg/day*. Based on standard methods for HED calculations, 13 mg/kg/
day would be the HED ~39 mg/day, approaching the lowest average daily human dosage. An effective HED for
captopril would be calculated following testing in non-human primates or another species accepted by the FDA*,

The increasing possibility of accidental radiation exposure has led to an urgent need for the development of
radiation countermeasures with excellent safety profiles and with ease of distribution and administration. Our
current data show that the ACE inhibitor captopril can be administered up to 48 h post-irradiation at doses
equivalent to a normal, safe human dosage for a short time course to prevent of H-ARS in a murine model. ACE
inhibitors are used safely and extensively in the general population, and these data provide evidence that the ACE
inhibitor captopril may be an ideal candidate radiation countermeasure. Since clinical trials cannot be performed
to test the efficacy of radiation countermeasures in human patients®, studies to test captopril efficacy in amelio-
rating H-ARS in in other animal models are essential to determine efficacy this promising radiation countermeas-
ure for the prevention of H-ARS in humans.
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Gene Forward Primer Reverse Primer

p15CDkn2b | 5-AGATCCCAACGCCCTGAAC-3' 5'-CAGTTGGGTTCTGCTCCGT-3’
pl6 CDkn2a | 5-GGGTTTTCTTGGTGAAGTTCG-3 5/-TTGCCCATCATC ATCACCT-3/
p21 CDknla 5'-TCCACAGCGATATCCAGACA-3’ 5-GGACATCACCAGGATTGGAC-3'
HPRT 5'-CACAGGACTAGAACACCTGC-3’ 5-GCTGGTGAAAAGGACCTCT-3'

Table 1. Primers for gPCR.

Design and Methods

Mice. This study was performed in compliance with the recommendations in the Guide for the Care and
Use of Laboratory Animals of the National Institutes of Health. The protocol was approved by the Institutional
Animal Care and Use Committee of the Armed Forces Radiobiology Research Institute (AFRRI, Bethesda, MD,
USA)(Protocol Number: 2015-06-006). All efforts were made to minimize suffering. Female C57BL/6] mice
(The Jackson Laboratory, Bar Harbor, ME, USA) were used at 12-14 weeks of age (17.5-21.5g) at the time of
irradiation. Mice were housed four to five per cage in a facility accredited by the Association for Assessment and
Accreditation of Laboratory Animal Care International. Animal rooms were maintained at 21 +2 C, 50% £ 10%
humidity, and 12-h light/dark cycle. Commercial rodent ration (Harlan Teklad Rodent Diet 8604) and acidified
water (pH =2.5-3.0) to control opportunistic infections® were freely available.

Mice received total body irradiation (TBI), at a 0.615 Gy/min dose rate in a bilateral gamma radiation field at
AFRRI’s ®Co facility as previously described®. Sham irradiated mice were placed in jigs for the same time periods
as mice that were irradiated, but did not receive radiation. For survival studies, statistical studies have demon-
strated that n = 16-20 per group is sufficient for statistical analysis®'. Captopril, 0.55g/L or 0.065 g/L (USP grade,
Sigma-Aldrich, St. Louis, MO, USA), was dissolved in acidified water. A previous study established captopril
stability in acidified water®. Captopril consumption was calculated based on volume of water consumed daily and
body weights over the time course of the experiment; water intake is reduced in days 0-4 post-irradiation and is
maximal at 22-30 days post-irradiation’®. Captopril at 0.55g/L in the water was calculated to result in maximal
delivery of 58-110/kg/day, and captopril at 0.065 g/L was calculated to result in maximal delivery of 6.8-13 mg/
kg/day. Vehicle treated animals received acidified water with no drug added. Mice were anesthetized with pento-
barbital and blood was obtained by cardiocentisis, as previously described". Complete blood counts (CBC) with
differentials were obtained using a Baker Advia 2120 Hematology Analyzer (Siemens, Tarrytown, NY, USA).
Separate mice were used at each time point (n=>5-6).

Histology and pathology scoring. Sternabrae and brains were removed after euthanasia. Sternabrae
included small portions of rib segments and placed in 10% formalin overnight. Samples were moved to 70%
ethanol and transferred to Histoserv, Inc. (Germantown, MD, USA) for decalcification, paraffin embedding, and
staining with H&E and Masson’s. Sternabrae sections were scored by a pathologist in a blinded fashion to deter-
mine cellularity®.

Brains were fixed in formalin for 48 h, washed in PBS and trimmed rostro-caudally into 5 blocks of tissue.
Blocks approximately 2 mm thick starting from +2.22 mm Bregma to —7.5 mm were stored in 50% ethanol and
sent to Histoserv, Inc. for processing and embedding in paraffin. 5 um thick paraffin sections were stained for
H&E (Histoserv, Inc.) and scored by a pathologist in a blinded fashion using criteria for level 1-4 hemorrhage
severity®*. One section per block was imaged on a Nikon eclipse Ti microscope, using a Nikon Ds-Ri2 camera and
NIS-elements AR 4.4 software. Hemorrhages in the brain were counted (n =4-5 per group) and the areas of the
hemorrhages were quantified using the NIS-elements software.

Gene expression analysis. Bone marrow was harvested by aspiration of femurs after euthanasia and placed
in RNAlater (Qiagen, Valencia, CA, USA). Samples were homogenized further by filtering through QIAshredder
mini columns (Qiagen) for 3 min at 16,000 x g. RNA was isolated from 350 pl filtrate using the RNeasy kit
according to the manufacturer’s protocol (Qiagen). Genomic DNA was removed using the RNase-Free DNAse
Set (Qiagen). RNA was quantified spectroscopically (ND-1000 Spectrophotometer, NanoDrop Technologies,
Wilmington, DE, USA). For cDNA, 1.0 pg of RNA was reverse transcribed using iScript cDNA Syntehsis Kit
according to the manufacturer’s protocol (BioRad, Hercules, CA, USA). Quantitative real-time polymerase chain
reactions (QRT-PCR) used cDNA (diluted 1:10 in 20 pl). Primer pairs and product lengths are provided in Table 1.
qRT-PCR was performed in duplicate. For a 10 ul qPCR reaction, 2.5 ul of cDNA was used as a template, after
diluting cDNA synthesis reaction to 100 pl, with 1 uM of each primer and 5 pl of iTaq universal SybrGreen PCR
supermix (Bio-Rad). PCR reaction conditions were: 95 C for 3 min followed by 40 cycles of 95°C for 10 sec
and 55 °C for 30sec. Absence of non-specific amplification was confirmed by melting curve analysis. The com-
parative threshold cycle (Ct) method was used to assess relative changes in mRNA levels using endogenous
hypoxanthine-guanine phosphoribosyltransferase (HPRT) as an internal reference. Data were collected from 4
to 6 replicates unless indicated.

Serum cytokine levels. Mouse serum samples were obtained by cardiocentesis following euthanasia.
Samples were aliquoted and frozen at —80 °C until analysis. Mouse serum was assayed in technical duplicates
with minimum of three biological repeats using either standard ELISAs (R&D Systems, Minneapolis, MN, USA)
or using the electrochemiluminescent MesoScale Discovery (MSD) UPlex (MesoScale Discovery, Gaithersburg,
MD, USA). ELISAs were performed according to the manufacturer’s instructions with technical duplicates and
standard controls for murine FMS-like tyrosine kinase 3 (FLT-3) ligand, granulocyte colony-stimulating factor
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(G-CSF), stem cell factor (SCF), and serum amyloid A1 (SAA1). MSD Uplex plates were used to quantitatively
measure 9 cytokines, including murine erythropoietin (EPO), interleukin (IL)-13, IL-2, IL-6, IL-10, keratinocyte
chemoattractant/chemokine (C-X-C motif) ligand 1 (KC/CXCL1), monocyte chemoattractant protein 1 (MCP1),
and macrophage inflammatory protein (MIP) 1a and 1b. All assays were performed according to the manufac-
turer’s instructions with standard controls. The data were acquired on the MSD QuickPlex SQ120 plate reader
and analyzed using the Discovery Workbench 3.0 software (MSD). The standard curves for each cytokine were
generated using the premixed lyophilized standards provided in the kits. Serial 4-fold dilutions of the standards
were run to generate a 7-standard concentration set, and the diluent alone was used as a blank. The cytokine con-
centrations were determined from the standard curve using a 4-parameter logistic fit curve to transform the mean
light intensities into concentrations. The lower limit and upper limit of quantification was determined for each
cytokine and all but one sample values fell within the detection ranges of the assays. Those within the detection
ranges showed <10% Calc. Conc. CVs.

Statistical analysis. Kaplan-Meier plots were analyzed using Fisher Exact Tests to assess the differences in
survival between the groups after irradiation (GraphPad Prism v7.1, LaJolla, CA, USA). P values lower than 0.05
were considered to be statistically significant. Plasma cytokine levels, hematology results, and gene expression
changes were analyzed using two way ANOVA followed by Holm-Sidak or Tukey postanalysis (GraphPad Prism
v7.1). A value of p <0.05 (two-tailed) was considered statistically significant.

References

1. Pandey, B. N, Kumar, A., Tiwari, P. & Mishra, K. P. Radiobiological basis in management of accidental radiation exposure. Int |
Radiat Biol. 86, 613-635 (2010).

2. Dainiak, N. Medical management of acute radiation syndrome and associated infections in a high-casualty incident. ] Radiat Res.
59, ii54-ii64 (2018).

3. Singh, V. K., Romaine, P. L., Newman, V. L. & Seed, T. M. Medical countermeasures for unwanted CBRN exposures: part II
radiological and nuclear threats with review of recent countermeasure patents. Expert Opin Ther Pat. 26, 1399-1408 (2016).

4. US. Food & Drug Administration. Radiological and nuclear emergency preparedness information from FDA, https://www.fda.gov/
EmergencyPreparedness/Counterterrorism/Medical Countermeasures/MCMIssues/ucm602102.htm?utm_campaign=20180329%
20MCMi&utm_medium=email&utm_source=Eloqua#mcms (2018).

5. Meder, J. & Michalowski, A. Changes in cellularity and/or weight of mouse hemopoietic tissues as a measure of acute radiation
effects. Arch Immunol Ther Exp (Warsz). 28, 9-18 (1980).

6. Shao, L., Luo, Y. & Zhou, D. Hematopoietic stem cell injury induced by ionizing radiation. Antioxid Redox Signal. 20, 1447-1462
(2014).

7. Kennedy, A. R., Maity, A. & Sanzari, J. K. A review of radiation-induced coagulopathy and new findings to support potential
prevention strategies and treatments. Radiat Res. 186, 121-140 (2016).

8. Wagemaker, G. Heterogeneity of radiation sensitivity of hemopoietic stem cell subsets. Stem Cells. 13(Suppl 1), 257-260 (1995).

9. So, E. Y. & Ouchi, T. Decreased DNA repair activity in bone marrow due to low expression of DNA damage repair proteins. Cancer
Biol & Ther. 15, 906-910 (2014).

10. Heylmann, D., Rodel, E, Kindler, T. & Kaina, B. Radiation sensitivity of human and murine peripheral blood lymphocytes, stem and
progenitor cells. Biochim Biophys Acta. 1846, 121-129 (2014).

11. Tamulevicius, P., Wang, M. & Iliakis, G. Homology-directed repair is required for the development of radioresistance during S
phase: interplay between double-strand break repair and checkpoint response. Radiat Res. 167, 1-11 (2007).

12. Greenberger, J. S. & Epperly, M. Bone marrow-derived stem cells and radiation response. Sermin Radiat Oncol. 19, 133-139 (2009).

13. Davis, T. A., Mungunsukh, O,, Zins, S., Day, R. M. & Landauer, M. R. Genistein induces radioprotection by hematopoietic stem cell
quiescence. Int ] Radiat Biol. 84, 713-726 (2008).

14. Day, R. M. et al. Enhanced hematopoietic protection from radiation by the combination of genistein and captopril. Int
Immunopharm. 15, 348-356 (2013).

15. Charrier, S. et al. Inhibition of angiotensin I-converting enzyme induces radioprotection by preserving murine hematopoietic short-
term reconstituting cells. Blood. 104, 978-985 (2004).

16. Davis, T. A. et al. Timing of captopril administration determines radiation protection or radiation sensitization in a murine model
of total body irradiation. Exp Hematol. 38, 270-281 (2010).

17. Barshishat-Kupper, M. et al. Captopril modulates hypoxia-inducible factors and erythropoietin responses in a murine model of total
body irradiation. Exp Hematol. 39, 293-304 (2011).

18. Stroth, U. & Unger, T. The renin-angiotensin system and its receptors. ] Cardiovasc Pharmacol. 33(Suppl 1), S21-28; discussion
$41-23 (1999).

19. Kim, S. et al. Angiotensin II Regulation of Proliferation, Differentiation, and Engraftment of Hematopoietic Stem Cells.
Hypertension. 67, 574-584 (2016).

20. Rodgers, K., Xiong, S., Steer, R. & DiZerega, G. Effect of angiotensin II on hematopoietic progenitor cell proliferation. Sterm Cells. 18,
287-294 (2000).

21. Zambidis, E. T. et al. Expression of angiotensin-converting enzyme (CD143) identifies and regulates primitive hemangioblasts
derived from human pluripotent stem cells. Blood. 112, 3601-3614 (2008).

22. Bahlmann, E. H. et al. Stimulation of endothelial progenitor cells: a new putative therapeutic effect of angiotensin II receptor
antagonists. Hypertension. 45, 526-529 (2005).

23. Chisi, J. E., Wdzieczak-Bakala, J., Thierry, J., Briscoe, C. V. & Riches, A. C. Captopril inhibits the proliferation of hematopoietic stem
and progenitor cells in murine long-term bone marrow cultures. Stem Cells. 17, 339-344 (1999).

24. Pratt, M. C. et al. Effect of angiotensin converting enzyme inhibitors on erythropoietin concentrations in healthy volunteers. Br J
Clin Pharmacol. 34, 363-365 (1992).

25. Kim, Y. C., Mungunsukh, O. & Day, R. M. Erythropoietin Regulation by Angiotensin II. Vitam Horm. 105, 57-77 (2017).

26. Kim, Y. C. et al. Mechanism of erythropoietin regulation by angiotensin II. Mol Pharmacol. 85, 898-908 (2014).

27. Shen, X. Z. & Bernstein, K. E. The peptide network regulated by angiotensin converting enzyme (ACE) in hematopoiesis. Cell Cycle.
10, 1363-1369 (2011).

28. Ossetrova, N. I et al. Early-response biomarkers for assessment of radiation exposure in a mouse total-body irradiation model.
Health Phys. 106, 772-786 (2014).

29. Ossetrova, N. I, Sandgren, D. J. & Blakely, W. E. Protein biomarkers for enhancement of radiation dose and injury assessment in
nonhuman primate total-body irradiation model. Radiat Prot Dosimetry. 159, 61-76 (2014).

SCIENTIFIC REPORTS |

(2019) 9:2198 | https://doi.org/10.1038/s41598-019-38651-2 11


https://doi.org/10.1038/s41598-019-38651-2

www.nature.com/scientificreports/

30. Ossetrova, N. I. et al. Non-human primate total-body irradiation model with limited and full medical supportive care including
filgrastim for biodosimetry and injury assessment. Radiat Prot Dosimetry. 172, 174-191 (2016).

31. De Buck, M. et al. Structure and expression of different serum amyloid A (SAA) variants and their concentration-dependent
functions during host insults. Curr Med Chem. 23, 1725-1755 (2016).

32. De Buck, M., Gouwy, M., Struyf, S., Opdenakker, G. & Van Damme, J. The ectoenzyme-side of matrix metalloproteinases (MMPs)
makes inflammation by serum amyloid A (SAA) and chemokines go round. Immunol Lett. (2018).

33. Hafer, N., Maidment, B. W. & Hatchett, R. J. The NIAID radiation countermeasures program business model. Biosecur Bioterror. 8,
357-363 (2010).

34. National Institute of Allergy and Infectious Diseases, National Institutes of Health. Radiation Countermeasure Focused Product
Development, https://www.niaid.nih.gov/research/radiation-countermeasure-product-development (2017).

35. Mauch, P. et al. Hematopoietic stem cell compartment: acute and late effects of radiation therapy and chemotherapy. Int ] Radiat
Oncol Biol Phys. 31,1319-1339 (1995).

36. Yamaguchi, M. et al. The thrombopoietin mimetic romiplostim leads to the complete rescue of mice exposed to lethal ionizing
radiation. Sci Rep. 8, 10659 (2018).

37. Singh, V. K,, Romaine, P. L. & Seed, T. M. Medical countermeasures for radiation exposure and related injuries: characterization of
medicines, FDA-approval status and inclusion into the strategic national stockpile. Health Phys. 108, 607-630 (2015).

38. Li, C. et al. Granulocyte colony-stimulating factor exacerbates hematopoietic stem cell injury after irradiation. Cell & Biosci. 5, 65
(2015).

39. Davis, T. A,, Clarke, T. K., Mog, S. R. & Landauer, M. R. Subcutaneous administration of genistein prior to lethal irradiation supports
multilineage, hematopoietic progenitor cell recovery and survival. Int ] Radiat Biol. 83, 141-151 (2007).

40. Rodgers, K. E., Xiong, S. & diZerega, G. S. Accelerated recovery from irradiation injury by angiotensin peptides. Cancer Chemother
Pharmacol. 49, 403-411 (2002).

41. Rousseau-Plasse, A. et al. Lisinopril, an angiotensin I-converting enzyme inhibitor, prevents entry of murine hematopoietic stem
cells into the cell cycle after irradiation in vivo. Exp Hematol. 26, 1074-1079 (1998).

42. Panopoulos, A. D. & Watowich, S. S. Granulocyte colony-stimulating factor: molecular mechanisms of action during steady state
and ‘emergency” hematopoiesis. Cytokine. 42, 277-288 (2008).

43. Villapol, S. et al. Hepatic expression of serum amyloid A1 is induced by traumatic brain injury and modulated by telmisartan. Am J
Pathol. 185, 2641-2652 (2015).

44. Ye, R. D. & Sun, L. Emerging functions of serum amyloid A in inflammation. J Leukoc Biol. 98, 923-929 (2015).

45. He, R. L. et al. Serum amyloid A induces G-CSF expression and neutrophilia via Toll-like receptor 2. Blood. 113, 429-437 (2009).

46. Nair, A. B. & Jacob, S. A simple practice guide for dose conversion between animals and human. J Basic Clin Pharmacol. 7, 27-31
(2016).

47. Nur, A. O. & Zhang, J. S. Recent progress in sustained/controlled oral delivery of captopril: an overview. International journal of
pharmaceutics. 194, 139-146 (2000).

48. U.S. Food & Drug Administration. http://www.accessdata.fda.gov/scripts/cdrh/cfdocs/cfcfr/CFRSearch.cfm?CFRPart=314&showFR=
1&subpartNode=21:5.0.1.1.4.9, (2013).

49. Aebersold, P. FDA Experience with medical countermeasures under the Animal Rule. Advances in preventive medicine. 2012, 507571
(2012).

50. McPherson, C. W. Reduction of Psuedomonas aeruginosa and coliform bacteria in mouse drinking water following treatment with
hyrdochloric acid and chlorine. Lab Animal Care. 13, 737-744 (1963).

51. Wooding, W. M. Planning Pharmaceutical Clinical Trials: Basic Statistical Principles. (John Wiley & Sons, Inc., 1994).

52. Escribano, G., Torrado, D. & Torrado, D. Stability study of an aqueous formulation of captopril at 1 mg/ml (Spanish). Farm Hosp. 29,
30-36 (2005).

53. Hartsock, R. J., Smith, E. B. & Petty, C. S. Normal variations with aging of the amount of hematopoietic tissue in bone marrow from
the anterior iliac crest. a study made from 177 cases of sudden death examined by necropsy. Am J Clin Pathol. 43, 326-331 (1965).

54. Gorbunov, N. V. & Kiang, J. G. Ghrelin therapy decreases incidents of intracranial hemorrhage in mice after whole-body ionizing
irradiation combined with burn trauma. Int ] Mol Sci. 18 (2017).

Acknowledgements

We thank Drs. Robert Kortum, Andrew Snow, Seth Corey, Frank Shewmaker, and Roxane Bouten for critical
reading of the manuscript. Some of the authors are employees of the U.S. Government. This work was prepared as
part of their official duties. Title 17 U.S.C. §105 provides that ‘Copyright protection under this title is not available
for any work of the United States Government. Title 17 U.S.C §101 defines a U.S. Government work as a work
prepared by a military service member or employees of the U.S. Government as part of that person’s official duties.
The views in this article are those of the authors and do not necessarily reflect the views, official policy, or position
of the Uniformed Services University of the Health Sciences, the Armed Forces Radiobiology Research Institute,
Department of the Navy, Department of Defense or the U.S. Federal Government. This work was supported by
Defense Medical Research and Development Program and a Leukemia & Lymphoma Society grant to RMD.
There are no financial or non-financial conflicts of interest for any of the authors.

Author Contributions

R.M.D. designed the research wrote the final version of the manuscript, analyzed all data and prepared all the
figures. E.A.M., Y.H.L., ].]., O.M., W.B.R. performed experiments, analyzed data and participated in writing.
T.A.S. and .M. performed pathology analysis of specimens and participated in writing the manuscript. All
authors read and approved the full manuscript.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-019-38651-2.

Competing Interests: The authors declare no competing interests.

Publisher’s note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

SCIENTIFIC REPORTS |

(2019) 9:2198 | https://doi.org/10.1038/s41598-019-38651-2 12


https://doi.org/10.1038/s41598-019-38651-2
https://www.niaid.nih.gov/research/radiation-countermeasure-product-development
https://doi.org/10.1038/s41598-019-38651-2

www.nature.com/scientificreports/

Open Access This article is licensed under a Creative Commons Attribution 4.0 International
CE | jcense, which permits use, sharing, adaptation, distribution and reproduction in any medium or

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2019

SCIENTIFIC REPORTS |

(2019) 9:2198 | https://doi.org/10.1038/s41598-019-38651-2 13


https://doi.org/10.1038/s41598-019-38651-2
http://creativecommons.org/licenses/by/4.0/

	Delayed Captopril Administration Mitigates Hematopoietic Injury in a Murine Model of Total Body Irradiation

	Results

	Delayed captopril administration improves 30-day survival following 7.9 Gy total body irradiation. 
	Delayed captopril administration improves peripheral blood cell recovery following 7.9 Gy irradiation. 
	Delayed captopril administration improves bone marrow cellularity and allows recovery from cell cycle checkpoint gene expre ...
	Captopril modulates radiation-mediated increase of EPO and pro-inflammatory cytokines G-CSF and SAA. 
	Delayed captopril administration mitigates radiation-induced brain micro-hemorrhage. 

	Discussion

	Design and Methods

	Mice. 
	Histology and pathology scoring. 
	Gene expression analysis. 
	Serum cytokine levels. 
	Statistical analysis. 

	Acknowledgements

	Figure 1 Kaplan-Meier Curves of the effects of reduced dosage and delayed administration of captopril on survival from total body irradiation.
	Figure 2 Effect of delayed captopril treatment on mature blood cell loss and recovery after total body irradiation.
	Figure 3 Effect of delayed captopril treatment on bone marrow cellularity following total body irradiation.
	Figure 4 Effect of delayed captopril treatment on senescent-associated gene expression in the bone marrow following total body irradiation.
	Figure 5 Effect of delayed captopril administration on cytokine levels in peripheral blood following total body irradiation.
	Figure 6 Captopril reduces brain hemorrhage following 7.
	Table 1 Primers for qPCR.




