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Abstract
We tested several classes of antioxidant manganese compounds for radioprotective effects using
human lymphoblastoid cells: six porphyrins, three salens and two cyclic polyamines.
Radioprotection was evaluated by seven assays: XTT; Annexin V and propidium iodide flow
cytometry analysis; γ-H2AX immunofluorescence; the neutral comet assay; dichlorofluorescein
and dihydroethidium staining; resazurin and colony survival assay. Two compounds were most
effective in protecting wildtype, and A-T cells, against radiation-induced damage: MnMx-2-PyP-
Calbio (a mixture of differently N-methylated MnT-2-PyP+ from Calbiochem) and MnTnHex-2-
PyP. MnTnHex-2-PyP protected WT cells against radiation-induced apoptosis by 58% (p=0.04) in
WT by XTT and 39% (p=0.01) in A-T by Annexin V and propidium iodide staining. MnTnHex-2-
PyP protected WT cells against DNA damage by 57% (p=0.005) by Gamma H2AX
immunofluorescence and by 30% (p<0.01) by neutral comet assay. MnTnHex-2-PyP is more
lipophilic than MnMx-2-PyP-Calbio and is also >10-fold more SOD-active; consequently it is
>50-fold more potent as a radioprotectant, as supported by six of the tests employed in this study.
Thus, lipophilicity and antioxidant potency correlated with the magnitude of the beneficial
radioprotectant effects observed. Our results identify a new class of porphyrinic radioprotectants
for the general and radiosensitive populations and may also provide a new option for treating A-T
patients.
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Introduction
Currently, no efficient radioprotectant is clinically available. Amifostine, approved by the
US Food and Drug Administration in 1999, is still used in radiation oncology clinics but
with low potency due to the stoichiometric nature of its action and very low bioavailibility
[1,2]. Toxicity, severe nausea, allergy and acute hypotension have prompted a continuing
search for better radioprotective compounds [2,3].

The ability of a compound to act as an antioxidant by quenching reactive oxygen species
(ROS) is linked to its potential as a radioprotectant. This is not surprising given that the
production of ROS is one indirect effect of radiation that can irrevocably damage DNA and
lead to cell death in dividing cells. A number of radioprotective compounds have been
identified that are antioxidants, such as Tempol (4-hydroxy-2,3,6,6-teramethyl piperidine-1-
oxyl), vitamin E, and melatonin [2]. Tempol has been shown to protect against radiation-
induced damage presumably due to its ability to abrogate ROS-mediated damage [4-7]. Pre-
treatment of mice with Tempol prevented radiation-induced salivary gland function
impairment [2,5,8].

Mn porphyrins are water-soluble, cell-permeable, and stable catalytic antioxidants [9-14].
Their protective effects have been associated with their ability to mimic superoxide
dismutase (SOD) which reduces and oxidizes the superoxide radical; this produces hydrogen
peroxide, which is then converted by catalase to H2O and O2

.−. Compounds from this class
were effective in several models of oxidative stress, such as small bowel ischemia/
reperfusion, lung fibrosis, diabetes, and cancer [15-18]. Mn salen compounds possess
SOD-like activity; however, this is abolished in the presence of EDTA, indicating that the
low stability of such complexes may limit their antioxidant potency in vivo [19,20]. Both
Mn porphyrins and Mn salen compounds also provide radioprotective effects [19,21-26].
Mn cyclic polyamines are potent SOD mimics in comparison to other classes of mimics, yet
of fairly low metal/ligand stability which limits their in vivo utility [27,28].

Manganese SOD is a major component of the mitochondrial antioxidant defense system.
Several animal models have been developed to investigate the role of Mn SOD in oxidative
stress, neurodegenerative diseases and aging. MnSOD2 deficient mice on a CD1 background
have a foreshortened lifespan and display a multi-faceted phenotype including lipid
accumulation in liver and skeletal muscle, a marked decrease in both succinate
dehydrogenase and aconitase in the heart as well as metabolic acidosis and ketosis [29]. In
addition, wildtype mice and murine cells treated with MnSOD gene therapy showed
increased survival after radiation exposure compared to untreated mice and cells and
reduced radiation-induced skin injury in mice [30,31]. Finally, studies have shown that
heparin-SOD conjugate inhibits lung fibrosis after bleomycin exposure and EUK-189
increases survival of irradiated mice [32,33].

Synthetic antioxidants that would target mitochondria have been actively sought. Among
compounds studied herein, MnTE-2-PyP was shown to distribute into mouse heart
mitochondria after 10 mg/kg ip injection at levels high enough to protect it against
peroxynitrite-mediated damage [34,35]. Work is in progress to prove our hypothesis that,
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given its same antioxidant potency but higher lipophilicity, MnTnHex-2-PyP would
distribute into mitochondria at an even higher level.

All SOD mimics employed in this study are Mn complexes and can release Mn to some
degree, particularly when cycling between Mn(III) and Mn(II) during the dismutation
process. Mn in its own right can dismute O2

.− [11,20]; thus, MnCl2 was used throughout as a
control to account for possible SOD effects due to Mn release.

Individuals with Ataxia-Telangiectasia (A-T) comprise a group of patients that could benefit
from both radioprotectants and antioxidants [36]. A-T is a rare neurodegenerative disorder
with underlying immunodeficiency. These patients are also cancer-prone. Thus, they are
frequently candidates for radiation therapy. However, because they are also sensitive to
ionizing radiation, many adverse responses to radiation therapy have been reported over the
past 40 years, including cases of mortality following standard radiation therapy [37-40]. The
protein missing in A-T, Ataxia-Telangiectasia Mutated (ATM), is responsible for
phosphorylating and, thereby, activating >900 DNA repair-related or cell cycle checkpoint
proteins (i.e. p53, Chk2, SMC1, H2AX, Brca1 and Nbs1) following DNA damage [41-43].
In addition to radiation hypersensitivity, responses to oxidative stress are impaired. A-T
patients have significantly decreased levels of total antioxidant capacity [44]. Studies
performed in ATM-deficient mice reveal increased levels of nitric oxide-mediated damage,
increased reactive oxygen species (ROS), and reduced catalase activity in neural cells [45].
Lymphoblastoid cells derived from A-T patients also display radiosensitivity, increased
ROS and impaired mitochondrial function [46], making them a good laboratory model for
identifying new radioprotectant compounds.

This is the first study where three different types of SOD mimics were compared for
radioprotective effects. We compared the radioprotective effects of Mn porphyrins, Mn
salen compounds, and Mn cyclic polyamines in human lymphoblastoid cells from both
normals (wildtype) and A-T patients. Based on the 6 parameters studied, two of the Mn
porphyrins (MnMx-2-PyP-Calbio and MnTnHex-2-PyP) provided the most significant
radioprotective effects.

MATERIALS AND METHODS
Cell culture and cell lines

Wildtype (WT) (derived from normal healthy individuals) and A-T lymphoblastoid cells
were cultured in RPMI 1640 (Invitrogen) supplemented with 15% fetal bovine serum and
1% penicillin-streptomycin-glutamine at 37° C in a 5% CO2 humidified chamber. All
experiments were conducted in this medium unless otherwise indicated. A-T cells used
varied from one experiment to another and included: for XTT, AT7LA, AT119LA, and
AT224LA; for Annexin V/PI, AT119LA, AT223LA, and AT229LA; for neutral comet,
AT227LA and AT229LA; for DCF and DHE, AT227LA, AT229LA, and AT234LA; and
for resazurin, AT214LA and AT215LA.

Compounds/SOD Mimics
MnMx-2-PyP-Calbio, purchased from Calbiochem (Batch# D00028286) as MnTM-2-PyP,
was analyzed by thin-layer chromatography (TLC), uv/vis spectroscopy, cyclic voltammetry
and ESI-MS; all indicated that it was not the compound originally claimed by Calbiochem.
(The same was observed with a few batches of MnTE-2-PyP from the same source [47]).
TLC indicated that it was a mixture of five different compounds (5 spots of similar intensity)
of different hydrophilicities that correspond to nonmethylated and mono- to tetra-methylated
compounds that are present in the mixture in similar amounts. All other analyses including
mass spectroscopy and were in agreement with TLC data. Detailed analyses are described in
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reference 47. The Mn porphyrins were synthesized and characterized as described [9,12]:
MnTM-2-PyP [9,12]; MnTE-2-PyP [12,14]; MnTnHex-2-PyP [12]; MnTTEG-2-PyP [13]
MnBr8TSPP [11]. MnCl2 (Fisher) was used as a control for all compounds. The Eukaryon
compounds: (EUK-8, EUK-134 and EUK-189) were obtained from Eukarion (Proteome
Systems). The cyclic polyamines (M40403 and M40404) were synthesized as described
previously [48].

MnCl2 was used throughout the study as a control. Mn compounds, such as Mn salens and
cyclic polyamines, can lose Mn in vivo either while redox-cycling with ROS and RNS when
in a Mn+2 oxidation state or due to their low metal/ligand stability in both +2 and +3
oxidation states. Mn itself is known to be able to dismute superoxide [11,20,49,50].
MnBr8TSPP was recently proposed to protect SOD-deficient E. coli, based on its ability to
transfer Mn to appropriate locations within the cell [11]. M40404 was reported as SOD-
inactive and was used herein as a control for M40403 [27,48].

Assessment of the lipophilicity of the Mn compounds
Thin layer chromatography (TLC) was carried out on aluminum silica-gel sheets with
fluorescent indicator (EMD Chemicals, Inc, 60 F254) and eluted with a saturated KNO3(aq)-
H2O-MeCN (1:1:8, v/v/v) mixture in a capped 1 L chamber. Typically, 1 μL of ~1 mM
samples were applied at ~ 1cm of the strip border and the solvent front was allowed to run
~12 cm.

Irradiation
Cells were irradiated with a Mark I Cs37 irradiator at a dose rate of 5 Gy/min at room
temperature. Radiation doses for each assay were determined by prior optimization.

Cytotoxicity: XTT
XTT, a tetrazolium salt, was used to measure cell viability after irradiation exposure. XTT is
reduced by viable mitochondria to formazan, which causes a colorimetric change that can be
measured at 450 nm. Approximately 5×104 cells were seeded per well in 96-well plates and
incubated for 18 hours in fresh medium along with the compound at the final concentration
indicated (3 replicates each). One set of plates was used as an unirradiated control and the
other set was irradiated with 5 Gy. Five Gy was the optimal dose for observing efficient
cytotoxicity within 48 hours. An XTT cell proliferation kit (Roche) was used to measure this
cytotoxicity. All assays were performed in triplicate and the absorbance was read on a
Spectramax plate reader.

Cytotoxicity: Annexin V/Propidium Iodide
Annexin V and propidium iodide staining were used as a second method to measure
radiation-induced cytotoxicity. Cells were incubated in fresh medium along with the
compounds at the final concentrations indicated. One set of samples was irradiated (5 Gy) to
efficiently induce apoptosis within 48 hours. An annexin V/propidium iodide kit
(BioVision) was used to detect apoptotic cells. The annexin V was labeled with fluorescein
isothiocyanate (FITC) to detect phospholipid phosphatidylserine (PS) on the outer
membrane of apoptotic cells; propidium iodide (PI) was used to detect necrotic cells. The
assay was performed according to the manufacturer’s instructions. Briefly, approximately
5×105 cells were washed in PBS, resuspended in annexin V and PI staining solution for 15
min at room temperature and analyzed immediately by flow cytometry (Flow Cytometry
Core, UCLA).
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DNA Damage : Gamma H2AX immunofluorescence
Radiation-induced DNA damage recognition was measured by γ-H2AX
immunofluorescence. Wildtype (WT) cells were propagated in fresh medium with the
compounds at specified concentrations. Only WT cells were used for this assay since
irradiation does not induce formation of γ-H2AX foci in ATM-deficient cells [51]. WT cells
were collected at log phase of their growth cycle, after an 18-hour incubation with the
indicated compounds. After treatment, the cells were irradiated with 2 Gy and assessed at 15
minutes. These conditions maximized the yield of DNA damaged cells while minimizing
cytotoxicity (Supplemental Figure 1). The cells were dropped onto coverslips and fixed with
4% paraformaldehyde, semi-permeabilized with 0.5% Triton-X 100 and washed with PBS.
Cells were incubated with 1:400 dilution of mouse monoclonal antibody to γ-H2AX
(Upstate Biotechnology), followed by 1:200 dilution of goat anti-mouse IgG antibody
labeled with FITC (Jackson Immunochemicals) in PBS containing 10% FBS for 1.5 and 1 h,
respectively. Slides were analyzed for γ-H2AX nuclear foci formation with FISH analysis
software (Vysis) on a Leica DM RXA automated microscope equipped with Photometrix
SenSyn. All slides were coded by one person and read blindly by another.

DNA Damage: Neutral comet assay
Neutral comet assay was used as another assessment of DNA damage. After an 18-hour
incubation with the indicated compounds, human lymphoblastoid cells were irradiated with
10 Gy, then diluted 1:10 in 200 μl of 1% low melting point (LMP) agarose at 37°C .
Aliquots (20 μl) of this mixture were cast into three replicate molds affixed to a Gelbond
film (FMC Bioproducts, Rockport, ME) which was precoated with 1% normal melting point
agarose in Tris-Borate-EDTA (TBE). Ten Gy was the lowest radiation dose that yielded
consistently scorable neutral comets with our protocol (Supplemental Figure 2). The
Gelbond films were incubated in lysis solution (2.5 M NaCl, 10 mM Tris, 100 mM
Na2EDTA, pH 10.0, with 1% v/v Triton X-100 and 10% DMSO added fresh) at the post-IR
time points indicated, at 4°C overnight. The next day, the Gelbond films were removed from
the lysis buffer, briefly rinsed with distilled water and then incubated in fresh, chilled
electrophoresis buffer (300 mM NaOH and 1 mM EDTA, pH 13). After 2 hours at room
temperature, to allow the DNA to unwind, electrophoresis was performed in TBE at 40V at
4°C for 2 hours. After electrophoresis the Gelbond film was washed three times at 4°C for 5
min each with neutralizing buffer (400 mM Tris-HCl, pH 7.5) before staining with SYBR
Gold (1/10,000 dilution of stock solution from Molecular Probes, 495 nm excitation, 537 nm
emission). The Gelbond film was rinsed with distilled water, incubated for 1 hour in ethanol,
air dried overnight, and visualized using a Leica DM RXA automated microscope equipped
with Photometrix SenSyn. Comets were measured with the Comet Score (TriTek Corp.)
image analysis system.

ROS Assays
Intracellular ROS were measured using two probes: 2′-7′-dichlorofluorescein diacetate
(DCFH-DA) (Invitrogen) and dihydroethidium (DHE) (Invitrogen). DCF was used as a
general probe for ROS; DHE was used as a specific probe for superoxide [49]. DCFH-DA
enters the cell and is easily hydrolysed by intracellular esterases to the non-fluorescent form
DCFH which is rapidly converted to fluorescent DCF in the presence of a variety of ROS
[52,53]. Upon oxidation by ROS, especially superoxide, DHE is converted to fluorescent
ethidium bromide. For both assays, cells were plated in triplicate, pretreated overnight with
the indicated compounds and incubated for 1 hour in PBS at 37°C with 10 μM of the
indicated ROS probe. After incubation, the cells were rinsed briefly in PBS and the
fluorescence intensity was measured by a Spectramax spectrophotometer. Irradiated samples
were read by the spectrophotometer within 5 minutes after 10 Gy. Ten Gy was chosen due to
the sensitivity of the assay (Supplemental Figures 3 and 4).
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Mitochondrial Respiration Assay
The resazurin assay measures mitochondrial respiration [46]. Respiring mitochondria reduce
resazurin to produce fluorescent resorufin. After an 18 hour incubation in the compounds
indicated, 105 cells were plated in fresh medium along with resazurin at a final concentration
of 3 μM. Each experiment was done in triplicate. Resazurin fluorescence was read at each
hour for 3 hours on a Spectramax spectrophotometer.

Colony Survival Assay
The colony survival assay (CSA) was used to measure the effects of MnMx-2-PyP-Calbio
and MnTnHex-2-PyP on radiation-induced mitotic cell death. The CSA used in our lab has
been designed to determine the in vitro radiosensitivity of patient cell lines in order to help
diagnose potentially radiosensitive patients [54].During their logarithmic growth phase (1 ×
106 cells/mL), cells were counted, treated with indicated compound overnight and plated at
two cell concentrations (100 or 50 cells per well) in flat bottom 96-well plates in fresh media
and split into two groups, irradiation and no irradiation. After plating, the irradiation plates
were irradiated at the indicated radiation doses, then the plates were returned to the
incubator for 10-13 days to grow. Finally, the cells were stained with a 0.1% solution in PBS
of MTT dye (Sigma, St Louis, Mo) for at least 4 hours and the wells were counted under
microscope. Wells with a colony of at least 32 cells were counted as positive wells. Colony-
forming efficiency (CFE) was calculated as follows, CFE=(-ln F)/W, where F is the fraction
of wells without colonies of 32 or more cells and W is the initial number of cells seeded per
well. The resulting survival fraction (SF) after radiation exposure is calculated according to
this formula, SF= 100 × (CFE of the irradiated plate)/(CFE of control 0 Gy plate). This
assay was performed twice.

Statistics
Statistical analysis of all data was performed using Excel. P-values were determined using
the Student’s two-tailed T Test.

RESULTS
Radiation protection was evaluated by a reduction in radiation-induced cell death, apoptosis
and/or DNA damage. We measured these three parameters to establish the radioprotectant
potential of three classes of SOD mimics in WT and A-T cells in parallel to determine
whether 1) any radioprotectant effects are dependent on ATM-related pathways, and 2) the
compound(s) might have potential therapeutic benefits for radiosensitive patients. We noted
radioprotective effects in 2 of the 11 compounds tested: MnMx-2-PyP-Calbio and
MnTnHex-2-PyP. Also, we noted possible ATM-dependent effects with three of the assays.

MnMx-2-PyP and MnTnHex-2-PyP Increased Viability After Radiation Exposure
XTT was used to assess both the toxicity of the compounds and the effect of each compound
on IR-induced cytotoxicity. All cells were pre-treated with the indicated compound two
hours prior to being irradiated with 5 Gy and were assayed for viability 48 hours post-
radiation. Three of the eleven tested compounds reduced IR-induced cytotoxicity in WT
cells: MnMx-2-PyP-Calbio, MnTnHex-2-PyP and MnCl2 (Table 1). MnTnHex-2-PyP (1
μM) showed the most significant reduction in IR-induced cytotoxicity in WT cells, as
compared to untreated irradiated WT cells: 58% (p=0.04). MnMx-2-PyP-Calbio (56 μM)
significantly reduced IR-induced cytotoxicity by 25% (p= 6×10−4) in WT cells. MnCl2 (1
μM) was used as a control and reduced IR-induced cell death by 31% (p=2 × 10−5) in WT
cells. None of the compounds exhibited any statistically significant reduction in IR-induced
cytotoxicity in A-T cells.
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MnMx-2-PyP-Calbio, MnTnHex-2-PyP and EUK-134 Reduced IR-Induced Apoptosis
Annexin V and propidium iodide staining were used to measure post-radiation apoptosis.
Three of the eleven compounds tested showed mild reduction in the percentage of apoptotic
cells after radiation exposure: MnMx-2-PyP, MnTnHex-2-PyP, and EUK-134 (Table 1).
MnMx-2-PyP-Calbio (56 μM) reduced IR-induced apoptosis by 11% (p=0.03) in WT cells.
In A-T cells, MnTnHex-2-PyP (1 μM) reduced IR-induced apoptosis by 39% (p=0.01) and
EUK-134 (10 μM) provided an 8% (p=0.03) protection against IR-induced apoptosis. The
rest of the compounds showed no protection against IR-induced apoptosis. MnCl2 showed
no protection in either cell type.

MnTnHex-2-PyP Reduced IR-Induced γ-H2AX Immunofluorescence
DNA damage was measured by using immunofluorescence to detect the DNA double strand
break (DSB) marker γ-H2AX. Three of the eleven chemicals reduced IR-induced γ-H2AX
immunofluorescent nuclear foci (IRIFs). Unirradiated cells treated with MnTnHex-2-PyP
showed evidence of slight toxicity at all doses; these cells were approximately 25% positive
for IRIFs between 0.05 and 1 μM. Following irradiation (2 Gy), MnTnHex-2-PyP
significantly reduced IRIFs in a dose dependent manner (Figure 2 A and B). Irradiated cells
treated with vehicle alone were 72% positive for IRIFs. We observed a dose-dependent
reduction with increasing concentrations, with the maximal effect at a final concentration of
1 μM (a 57% proportional decrease in IRIFs (p=5 × 10−3)). Similarly, EUK-134 (10 μM)
caused a 52% proportional decrease in IRIF formation (p=0.06). The control, MnCl2 (1
μM), showed no reduction in IRIFs. IRIF formation could not be studied in A-T cells.

MnMx-2-PyP-Calbio and EUK-8 Reduced DNA Comet Tail Lengths in WT and A-T Cells
Irradiation-induced DNA damage and repair kinetics of DSBs were measured with the
neutral comet assay. All cells were incubated with the compound indicated for 18 hours
before being irradiated with 10 Gy. Lower IR doses failed to produce a sufficient amount of
DNA damage that would allow any measureable effects. Thus, the 10 Gy was not intended
as a clinically relevant perturbation but rather as a laboratory model for damaging DNA and
following repair with or without the presence of radioprotective agents. In WT cells, repair
of damage (indicated by the shortening of comets to pre-irradiation lengths) was completed
by 2.5 hours post irradiation, while in A-T cells this was delayed for at least one hour longer
(Figure 3.).

Ten of the eleven compounds reduced DNA comet tail lengths of WT cells. Treatment with
both EUK-8 (10 μM) and MnMx-2-PyP-Calbio (56 μM) significantly reduced comet tail
length 20 minutes post–IR (10 Gy) by 30% (p=1.9 ×10−9) and 20% (p=5.7 ×10−5),
respectively, in WT cells. Using A-T cells, only three compounds reduced comet tail lengths
at 20 minutes post-IR: M40404 (20 μM) (28% reduction, p=8.6×10−3); MnTnHex-2-PyP (1
μM) (15 % reduction, p=7.3×10−3); and EUK-8 (20 μM) (16% reduction, p=2.4×10−4)
(Table 1).

A-T Cells Exhibited Higher Levels of ROS than Wildtype and MnTnHex-2-PyP and MnMx-2-
PyP-Calbio Reduced IR-Induced ROS

DCF fluorescence was used to measure a variety of ROS, such as hydrogen peroxide and the
hydroxyl radical (Figure 4). Unirradiated A-T cells showed a higher baseline level of ROS
compared to unirradiated WT cells (p=0.001) (Figure 4A). Irradiated WT cells showed a
slight increase in DCF fluorescence of 20% (p=0.02) 5 minutes after 10 Gy irradiation
(Figure 4A). A-T cells did not show any significant increase in DCF fluorescence after
radiation. Irradiated WT cells treated with the SOD mimics showed no significant decrease
in ROS levels (Figure 4B). In contrast, treatment with MnTnHex-2-PyP (1 μM) and
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MnMx-2-PyP-Calbio (56 μM) significantly reduced ROS in irradiated A-T cells by 21%
(p=6.1 ×10−9) and 8% (p=2.0×10−3), respectively (Figure 4C).

Superoxide radical formation was measured by DHE fluorescence (Figure 5). A-T cells
showed an increased constitutive DHE fluorescence compared to WT cells (p=1×10−3)
(Figure 5A). We noted a slight increase in DHE fluorescence after irradiation in WT cells
(p=5 ×10 −2). Treatment with MnTnHex-2-PyP (1 μM) and MnMx-2-PyP-Calbio (56 μM)
reduced DHE fluorescence after radiation exposure (10 Gy) for both cell types (Figure 5B
and 5C). In irradiated WT cells, MnTnHex-2-PyP (1 μM) and MnMx-2-PyP-Calbio (56
μM) reduced DHE fluorescence 5 minutes after radiation exposure by 14% (p=1.6 ×10−3)
and 69% (p=1.4 ×10−13), respectively. For irradiated A-T cells, MnTnHex-2-PyP (1 μM)
and MnMx-2-PyP-Calbio (56 μM) reduced DHE fluorescence by 24% (p=1.5 ×10−7) and
47% (p=2.2 −10−12), respectively. Since these compounds are SOD mimics, we expected to
see a reduction in superoxide formation after compound treatment and this was observed in
both cell types. This was in contrast to the absence of antioxidant effects by these
compounds on WT cells when assessed by DCF which is a general probe for multiple forms
of ROS.

MnMx-2-PyP-Calbio Treatment Improved Mitochondrial Respiration Rate of A -T Cells
A-T cells typically show a lower respiration rate than WT cells and this was noted in our
experiments (p=3.2×10−2) [46]. When A-T cells were treated with 56 μM MnMx-2-PyP-
Calbio, mitochondrial respiration was improved (Figure 6). In fact, MnMx-2-PyP-Calbio-
treated A-T cells showed an increased metabolism of resazurin by 21.46 % which made
treated A-T cells’ resazurin profile nearly identical to that of WT cells (p=9.7×10−2).
MnTnHex-2-PyP and EUK-8 were also tested for effects on mitochondrial respiration; we
noted no effect.

MnMx-2-PyP-Calbio nor MnTnHex-2-PyP Showed Any Protection Against Radiation-
Induced Mitotic Cell Death

Cells were preconditioned with porphyrinic antioxidant to protect them in part against
primary radiation insult. Two of the most protective compounds in the other assays,
MnMx-2-PyP-Calbio and MnTnHex-2-PyP, were used in the colony survival assay (CSA) to
assess whether or not they could be used to reduce radiation-induced mitotic cell death. This
assay addresses both the viability of a cell and its ability to remain functionally active and
create colonies or clones. However, no statistically significant protection was conferred by
either compound for both WT and A-T cells (Supplemental Data). No data is shown for WT
cells treated with MnMx-2-PyP-Calbio since this group of cells repeatedly failed to grow
sufficient enough colonies to count. The lack of protection observed by the CSA is not
surprising given that the other results seen in the other assays were noted within minutes to
hours of radiation exposure, while CSA detects a long term effect. Also, for our CSA setup,
the cells were only exposed to the indicated compounds from 12-18 hours and then placed in
fresh media for 2 weeks. The compounds only had this 12-18 hour time frame to uptake the
compound in order to create an effect on long-term colony formation. It is possible that had
the compounds been continually replenished over the 2-week colony formation period, a
statistically significant difference could have been observed. On the other hand, we noted
quite the contrary; MnTnHex-2-PyP was mildly cytotoxic to W-T cells, but neither
compound was cytotoxic to A-T cells (see Supplemental Figure 5).

Briefly summarized, we identified two SOD mimics that showed radioprotective effects in
six of our assays: MnMx-2-PyP-Calbio and MnTnHex-2-PyP. MnTnHex-2-PyP was
approximately 50-fold more effective than MnMx-2-PyP-Calbio overall. All compounds
showed some beneficial effects in general DNA repair observed with the neutral comet
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assay, including MnCl2, suggesting that these SOD mimics all have the ability to inhibit
indirect DNA damage. Although our XTT data showed 2 of the mimics being protective in
WT cells exclusively, it is possible that this assay which requires mitochondrial break down
of tetrazolium salt might not be well-suited for A-T cells which have been shown previously
to exhibit a slower respiration rate [46]. This idea is supported by the fact that MnTnHex-2-
PyP showed protection by XTT in WT, but not in A-T, yet showed protective effects in A-T
but not WT cells in the Annexin V/PI assay, and the same compound was protective in both
cell types by neutral comet assay. Additional studies will be necessary to clarify the exact
role(s) of ATM in achieving the radioprotection measured by our assays.

DISCUSSION
We evaluated the effects of three classes of compounds on radiation-induced DNA damage
and cytotoxicity, ROS formation and mitochondrial respiration. Our hypothesis was that a
potential radioprotectant should be able to reduce radiation-induced DNA damage and
subsequent cell death. The efficacy of the radioprotectant is likely mediated by its ability to
act as an antioxidant; therefore, we sought to explore the effects of our compounds on ROS
formation and mitochondrial respiration. Finally, we aimed to study whether these effects
may be ATM-dependent.

This study is the first to compare different types of synthetic antioxidants. Six different Mn
porphyrins were assayed for their ability to protect against radiation-induced cell damage
and death in WT and radiosensitive A-T human lymphoblastoid cell lines. Based on
radioprotective effects previously reported [22,24,25], we anticipated that Mn porphyrins
would be very effective in protecting A-T cells.

We also studied the Mn salen compounds (i.e. EUK compounds) from Eukarion, Inc
(Proteome Systems). The Mn salens have been used as cytoprotective and neuroprotective
agents in rat models and in mice cardiac models [19,21,26]. They have also been used in a
lung radioprotection study [23].

A third class of SOD mimics comprise the cyclic polyamine-based SOD mimics. M40403
has been shown to reverse endothelial function in apolipoprotein(E)-deficient mice and it
has been shown to reduce hyperalgesia and inflammation in rats [27,28]. M40404 was
reported not to possess the superoxide dimuting ability and was included in this study as a
control [27].

Our results indicate that A-T cells appear to suffer from a dysregulation of oxidative stress,
as suggested by many previous reports [41,44,45]. This can be potentially attributed to the
impaired mitochondrial function leading to increased superoxide levels (Figures 5A, 5B and
6) [46]. Two of the SOD mimics, MnTnHex-2-PyP and MnMx-2-PyP-Calbio, were able to
significantly decrease levels of ROS both in the presence and absence of irradiation (Figures
4B, 5B and 5C). Also, MnMx-2-PyP-Calbio, was able to increase the mitochondrial
respiration of A-T cells to a rate similar to that of WT cells (Figure 6). This ability of the
SOD mimics to abrogate ROS is highly relevant because the high levels of ROS in A-T
patients have been implicated in the neurodegenerative phenotype [44,45,55-57].

In addition to our observation of increased ROS in A-T cells, we saw evidence for delayed
DNA double-strand break repair that could only be abrogated to a limited extent by SOD
mimic exposure (Figure 3A, 3B and Table 1). The important role of ATM in activating
many DNA double-strand break repair proteins and cell cycle checkpoints during the first
hour following DNA damage, provides a plausible mechanism for the hour-long lag in DNA
repair observed in A-T cells compared to WT cells (Figures 3A and 3B).
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MnMx-2-PyP-Calbio and MnTnHex-2-PyP were able to reduce both IR-induced cell death
and apoptosis. However, no such protective effect was observed by either compound in our
CSA assay. Immediately upon irradiation, cells start to upregulate antiapoptotic
inflammatory pathways which perpetuate primary oxidative damage. Our pre-IR drug
incubation treatment of our cells for CSA perhaps did not allow them to fight secondary
oxidative stress as a result of continuous upregulation of cellular transcriptional activity. We
have recently observed the same effect in a stroke experiment where a continuous, but not
single treatment, with Mn porphyrin was essential for a long-lasting protective effect [58].
Our rat pulmonary radiation experiments also suggest that in addition to primary oxidative
stress, secondary stress accounts greatly for a resulting lung damage [59] thus a long-term
presence of an antioxidant is critical. However, the scarcity of the MnMx-2-PyP-Calbio
compound due to Calbiochem’s discontinuation of the product rendered it impossible to
carry out further CSA experiments with both drugs under different conditions. The
Calbiochem compound was only peripherally protective in our study and is practically
difficult to reproduce its composition in our laboratories as it contained differently
methylated porphyrins. Thus the effects of the continuous treatment of A-T cells before,
during and after radiation with MnTnHex-2-PyP will be addressed in a subsequent study.

Across nearly all of the parameters studied MnMx-2-PyP-Calbio and MnTnHex-2-PyP were
the most effective radioprotectants. We tried to elucidate some of the mechanisms that might
contribute to their efficacy. We assessed the lipophilicity of the Mn compounds studied. We
employed thin-layer chromatography as a lipophilicity measure (Table 2). The most
lipophilic compound (with highest Rf value) among Mn porphyrins was MnTnHex-2-PyP.
The MnMx-2-PyP-Calbio is fairly lipophilic also, and much more lipophilic than authentic
MnTM-2-PyP and its ethyl analogue MnTE-2-PyP. Yet MnMx-2-PyP-Calbio is a mixture of
5 different compounds which are present in similar amounts, non-methylated and mono to
tetra-methylated. The presence of methyl groups affords thermodynamic and electrostatic
facilitation of O2

.− dismutation; thus, lack of methyl groups appears to decrease SOD-like
potency. It could be anticipated, therefore, that MnMx-2-PyP-Calbio is at least 10-fold less
potent than MnTnHex-2-PyP (Table 3) [60]. This, along with the lower lipophilicity,
contributes to its approximately 50-fold lesser efficacy than MnTnHex-2-PyP. In other
words, at 56 μM, MnMx-2-PyP-Calbio is still significantly less potent than 1 μM of
MnTnHex-2-PyP. MnTM-2-PyP and MnTE-2-PyP are poor performers despite being as
equally SOD-active as MnTnHex-2-PyP and they are significantly less lipophilic. Other
compounds, although very lipophilic (e.g.Table 2) were ineffective in all assays other than
in the neutral comet assay. Since MnCl2 also speeds repair in the neutral comet assay, even
at 1 μM level (20- or 56-times less than other compounds), it may be that some of the
beneficial effects observed were due to Mn release from the fairly unstable Mn salens and
Mn cyclic polyamines. Alternatively, the positive charge of the Mn porphyrin compounds
may facilitate their localization to the mitochondria. If this localization is important, then the
Mn salen and Mn cyclic polyamines, which do not bear strong positive charge, would be
expected to be less effective even though their lipophilic nature allowed them to enter the
cell. The importance of both positive charge and lipophilicity for mitochondrial
accumulation has been nicely described and engineered by M. Murphy with MitoQ series of
prospective drugs [61].

It is important to note that MnTnHex-2-PyP was chosen for this study based on its
remarkable efficacy in other in vivo models of oxidative stress injuries where it was up to
120-fold more efficacious than MnTE-2-PyP. In rat pulmonary radioprotection it was
protective in the range of 0.05 to 0.6 mg/kg [25]. It was further fully protective in SOD-
specific model of aerobic growth of SOD-deficient E. coli at submicromolar levels [62] and
in renal ischemia/reperfusion at 0.05 mg/kg [63]. Recently, MnTnHex-2-PyP was shown to
nearly fully inhibit chronic morphine tolerance at 0.1 mg/kg [64]. Its increased efficacy
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when compared to MnTE-2-PyP is predominantly due to its increased lipophilicity (Table 2)
as they are otherwise of nearly identical SOD-like activity (Table 3). We were able to
recently quantify the lipophilicity of Mn porphyrins with respect to their partition between
n-octanol and water (POW) (which is a common measure of drug lipophilicity) and show that
POW values are proportional to Rf values listed in Table 3 [65]. The toxicity of the hexyl
compound was tested in mice via subcutaneous route. Toxicity was seen within few seconds
of administering the dose to be tested, with severe shivers and hypotonia in the mice. The
methodology used to estimate the TD50 (median toxic dose) was an up-down sequential
allocation technique as described by Dixon and Massey [66] and resulting in an extremely
accurate estimate of the median dose tested using discrete variable experiments. The TD50
dose was found to be 12.5 mg (+/− 2.8)/kg, which is up to 250-fold above the effective dose
and allows thus a wide therapeutic window of this drug.

In conclusion, it appears that both SOD-like potency and lipophilicity contribute to the
radioprotective effects seen. The effects observed with A-T cells give hope that perhaps
these and other Mn porphyrins might be useful for reducing the neurodegenerative effects
seen in A-T. In addition, once pharmacologically optimized, this class of compounds could
be considered for the treatment of pulmonary failure [18], which accounts for roughly one-
third of deaths in these patients [36]. SOD mimics may also confer radioprotection for A-T
patients before they undergo radiation therapy or standard diagnostic radiologic procedures
like computed tomography (CT).
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Abbreviations

A-T Ataxia-telangiectasia

WT wildtype

SOD superoxide dismutase

IR ionizing radiation

DSB double strand break

IRIF irradiation-induced immunofluorescent nuclear foci

MnTM-2-PyP5+ manganese(III) tetrakis(N-methylpyridinium-2-yl) porphyrin
(AEOL10112)

MnMx-2-PyPz+-
Calbio

a mixture of differently N-methylated ortho isomers of MnTM-2-
PyP+ where the number of methyl groups, x, is 0-4 and the total
charge of the molecule, z, is x+1

MnTE-2-PyP5+ Mn(III) tetrakis (N-ethylpyridinium-2-yl) porphyrin (AEOL10113)

MnTnHex-2-PyP5+ Mn (III) tetrakis(N-n-hexylpyridinium-2-yl) porphyrin

Pollard et al. Page 11

Free Radic Biol Med. Author manuscript; available in PMC 2013 March 08.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



MnTTEG-2-PyP5+ Mn (III) 5,10,15,20-tetrakis(N-(1-(2-(2(-2-
methoxyethoxy)ethoxy)ethyl)pyridinium-2-yl) porphyrin

MnBr8TSPP3- Mn (III) beta-octabromo-meso-tetrakis (4-
sulfonatophenyl)porphyrin

EUK Eukarion

DCF dichlorofluorescein

DHE dihydroethidium

XTT 2,3-bis(2-methoxy-4-nitro-5-sulfophenyl)-S-
[(phenylamino)carbonyl]-2H-tetrazolium hydroxide. (In text,
charges on compounds have been omitted for simplicity.)
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Figure 1.
Structures of Mn compounds
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Figure 2.
Gamma-H2AX immunofluorescence foci formation in WT cells. WT cells were incubated
in MnTnHex-2-PyP for 18 hours, were irradiated with 2 Gy and fixed with
paraformaldehyde onto coverslips. After permeabilization with 0.5% Triton-X 100, cells
were stained for γ-H2AX and cells were scored for presence of IRIF nuclear foci. (A) IRIF
results for WT cells treated with MnTnHex-2-PyP. Note reduction in IRIF-positive cells
with increasing concentrations of MnTnHex-2-PyP. (B) Quantitation of the IRIF results.
Solid line: unirradiated WT cells; dashed line: 15 minutes post-2 Gy WT cells. The dotted
guideline indicates the percentage of irradiated WT cells positive for IRIFs, in the absence
of any compound; the dashed arrow indicates the maximal reduction in IRIF-positive cells
after exposure to 1 μM MnTnHex-2-PyP. Error bars represent the standard error. All slides
were coded by one individual and read blindly by another. The results shown here are the
average results for 3 experiments.
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Figure 3.
Delayed DNA double strand break repair in A-T cells assessed by the neutral comet assay.
Note return to baseline (i.e. no comets) of WT at 2.5 hrs. Some comets remained at 3.5
hours for A-T cells. (A) The representative comet tails for each time point, in WT and A-T
cells, post-10 Gy IR. (B) The quantitation of comet tail length for WT (white column) and
A-T cells (gray column). Each data point refers to the average for at least 50 comets and the
error bars represent standard errors.

Pollard et al. Page 18

Free Radic Biol Med. Author manuscript; available in PMC 2013 March 08.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Figure 4.
ROS levels in WT and A-T cells using dichlorofluorescein (DCF) fluorescence. Cells were
incubated in 100 μM DCF for 1 hour in PBS at 37°C. Averaged results for 4 separate
experiments; error bars represent the standard error. (A) DCF fluorescence 5 minutes after
radiation exposure (10 Gy) of WT and A-T cells. Results were normalized to that of
unirradiated WT cells. Note increased ROS baseline of A-T cells. (B) Effect of compounds
on DCF fluorescence of irradiated (10 Gy) WT cells. Results were normalized to that of
irradiated WT cells. (C) Effect of compounds on DCF fluorescence of irradiated (10 Gy) A-
T cells. Results were normalized to that of irradiated WT cells. Note antioxidant effects of
MnTnHex-2-PyP and MnMx-2-PyP-Calbio.
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Figure 5.
Superoxide radical formation was detected using dihydroethidium (DHE) fluorescence.
Results shown are the averages of for 4 experiments; error bars represent standard errors.
(A) DHE fluorescence 5 minutes after 10 Gy in WT and A-T cells. Results were normalized
to that of unirradiated WT cells. (B) Effect of compounds on DHE fluorescence in irradiated
(10 Gy) WT cells. Results were normalized to that of unirradiated WT cells. (C) Effect of
compounds treatment on DHE fluorescence in irradiated (10 Gy) A-T cells. Results were
normalized to that of unirradiated A-T cells. Note antioxidant effects for MnTnHex-2-PyP
and MnMx-2-PyP-Calbio on both WT and A-T cells.
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Figure 6.
Mitochondrial respiration measured by resazurin fluorescence. A-T cells exposed to
MnMx-2-Pyp-Calbio show signs of improved mitochondrial function compared to untreated
A-T cells. Whereas, A-T cells treated with MnTnHex-2-PyP or EUK-8 showed no effect.
Each experiment was done in triplicate. These results are representative of 2 separate
experiments and the error bars represent the standard deviations. Note improvement of
mitochondrial respiration in A-T cells at 3 hours after addition of resazurin dye.
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Table 3

Superoxide dismutase activity (log kcat) of the Mn compounds studied

Class Compound log kcat (M−1 s−1) Reference

Mn porphyrins MnMx-2-PyP-Calbio <6.5.a [60]

MnTM-2-PyP 7.79 [12]

MnTE-2-PyP 7.76 [12]

MnTnHex-2-PyP 7.48 [12]

MnTTEG-2-PyP 8.11 [13]

MnBr8TSPP 5.56 [11]

Mn salens EUK-8 5.78 [20]

EUK-134 5.78 [19]

EUK-189 5.78 [19]

Mn cyclic polyamines M40403 7.08,6.55 [48,67]

M40404 Inactive [48]

Control Mn2+ 6.1 – 7.7 [20]

a
This is not a single compound, but a mixture of several differently N-methylated Mn porphyrins that are present in a mixture in approximately

same amounts(see text). Thus, the log kcat is likely lower than 6.5 M−1 s−1 based on the data for tri- (log kcat = 6.63) and di-methylated species

(log kcat = 6.52) [60].
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