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Abstract

Very low doses of ionizing radiation, 5 to 100 mGy, can induce adaptive responses characterized
by elevation in cell survival and reduction in micronuclei formation. Utilizing these end points,
RKO human colon carcinoma and transformed mouse embryo fibroblasts (MEF), wild-type or
knockout cells missing TNF receptors 1 and 2 (TNFR17R27), and C57BL/6 and TNFR1™R2~
knockout mice, we demonstrate that intact TNF signaling is required for induction of elevated
manganese superoxide dismutase (SOD2) activity (£< 0.001) and the subsequent expression of
these SOD2-mediated adaptive responses when cells are challenged at a later time with 2 Gy. In
contrast, amifostine’s free thiol form WR1065 can directly activate NF-xB giving rise to elevated
SOD?2 activity 24 h later and induce an adaptive response in both MEF wild-type and TNF
signaling defective TNFR1™R2™ cells. Transfection of cells with SODZ2 siRNA completely
abolishes both the elevation in SOD2 activity and expression of the adaptive responses. These
results were confirmed /n vivo using a micronucleus assay in splenocytes derived from C57BL/6
and TNFR1™R2~ knockout mice that were exposed to 100 mGy or 400 mg/kg amifostine 24 h
prior to exposure to a 2 Gy whole-body dose. A dose of 100 mGy also conferred enhanced
protection to C57BL/6 mice exposed 24 h later to 100 mg/kg of N-Ethyl-N-nitrosourea (ENU).
While very low radiation doses require an intact TNF signaling process to induce a SOD2-
mediated adaptive response, amifostine can induce a similar adaptive response in both TNF
receptor competent and knockout cells, respectively.

INTRODUCTION

The adaptive response, defined as the ability of cells or organisms exposed to a very low
dose of ionizing radiation in the range of 0.1-100 mGy to confer enhanced resistance to a
subsequent exposure to a much larger dose of radiation, was initially observed in the context
of elevating the inherent resistance of human lymphocytes against the toxicity of high doses
of ionizing radiation and chemical mutagens (1). This phenomenon has recently garnered
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extensive interest given the expanding use of computerized axial tomography (CAT) as an
essential and pervasive tool for rapid and highly sensitive analysis of both diagnostic- and
therapeutic-associated medical issues (2, 3). The very low-dose radiation-induced adaptive
response is not a universal phenomenon with responses differing or lacking in different cell
types or even the same cell type in different individuals. These variable results suggest that
the underlying mechanism(s) leading to adaptive responses are modifiable and may be
present or absent in the same cell type as a function of extra- and intracellular signaling
pathways and their temporal responses to the initial very low-dose exposures. An important
pathway that has been found to be implicated in this adaptive response is controlled by
tumor necrosis factor (TNF) signaling (4-6). Also implicated in this process are nuclear
factor xB (NF-xB) activation and subsequent manganese superoxide dismutase (SOD2)
gene expression and enzymatic activity (7-10). Each of these components of the molecular
pathway by virtue of the robustness of their respective response and temporal association
can modify the initiation, subsequent duration and magnitude of an adaptive response.
Utilizing a human colon carcinoma cell line and two transformed mouse embryo fibroblast
(MEF) cell systems along with two mouse models, we have evaluated and characterized two
different adaptive responses potentially capable of affecting survival and genomic instability
outcomes in both normal and malignant cells after their subsequent exposure to 2 Gy
radiation or to the alkylating agent N-ethyl-N-nitrosourea (ENU).

MATERIALS AND METHODS

Cells and Culture Conditions

A subclone of RKO colorectal carcinoma cells designated RKO36 was used in selected
experiments (10). Mouse embryo fibroblasts were isolated from either 14- to 16-day-old
pregnant female C57BL/6 WT or TNFR1™R2™ C57BL/6 knockout mice. Mice were
euthanized, and the uterus was removed and placed in a culture dish containing sterile PBS.
Organs, tail, limbs and head were removed for genotyping. Carcasses were placed in PBS
with 0.25% trypsin and finely minced with scissors. Minced tissues were incubated for 15
min at 37°C and pipetted to dissociate the tissue. This process was repeated 2—3 times after
which supernatants were collected and centrifuged. Cells were re-suspended in culture
medium containing (1:1) DMEM:F12 (Invitrogen, Carlshad, CA), 10% fetal bovine serum
(Atlantic Biologicals, Lawrenceville, GA) and 100 units/ml penicillin and 100 mg/ml
streptomycin and were plated in 60 mm dishes at a density of 10° cells/ dish. Cell cultures
were maintained at 37°C in a humidified environment containing 5% CO,.

All MEF used in this study were derived from both wild-type and TNFR1™R2~ knockout
mice and then transformed with c-myc and H-Ras. Generation of transformed MEF cell
lines was as follows: the pLXSN vector for co-expression of c-myc and H-RasVal12 with an
internal ribosomal entry site (a gift from A. Gudkov) was co-transfected with packaging
plasmids in 293T cells using ProFection Mammalian Transfection calcium phosphate
system (Promega, Madison, WI). Culture supernatants containing infectious retrovirus were
harvested 48 h post-transfection. Virus-containing supernatants were pooled and filtered
through a 0.45-um membrane and exponentially growing MEFs were transfected. RKO and
MEF cells were grown in Dulbecco’s modified Eagle’s medium. In all experiments cells
were grown to confluence and then re-fed with fresh medium and maintained for an
additional 3 days. Cultures were again re-fed with fresh medium 1 day prior to each
experiment.

Animal Models

Female C57BL/6 mice 6-8 weeks of age were purchased from Harlan Laboratories
(Indianapolis, IN). Breeding pairs of TNF receptor 1/2 deficient mice (p55 and p75
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deficient) B6:129S-Tnfrsfla™2 I™X and Tnfrsflbt™1 ImX/3 were purchased from The Jackson
Laboratory (Bar Harbor, ME). The care and treatment of experimental animals was in
accordance with Institutional Guidelines and adherence to the NIH Guide for the Care and
Use of Laboratory Animals.

Irradiation Conditions

RKO36 cells and MEF wild-type and TNFR1™R2™ cells that were nontransfected or
transfected with SODZsiRNA as well as C57BL/6 wild-type and TNFR1™R2™ knockout
mice were irradiated at room temperature using a Philips X-ray generator operating at 250
kVp and 15 mA at a dose rate of 0.368 Gy/min to deliver a dose of 100 mGy or 1.65 Gy/min
to deliver a dose of 2 Gy. For doses ranging from 5-100 mGy, the X-ray source was run at
10 mA and a dose rate of 0.0441 Gy/min.

Drug Treatment

Amifostine and WR1065 (2-[(aminopropyl)amino]ethanethiol), the active form of
amifostine were supplied by the Drug Synthesis and Chemistry Branch, Division of Cancer
Treatment, National Cancer Institute. For /n vivo studies, amifostine was dissolved in
phosphate-buffered saline (PBS; Invitrogen Life Technologies) and administered to C57BL/
6 wild-type and TNFR1™R2™~ knockout mice intraperitoneally (i.p.) as a single dose of 400
mg/kg. For in vitro studies WR1065 is weighed and immediately before use dissolved in
PBS at a working concentration of 1 M and then sterilized by passing through a 0.2-pm
syringe filter. Cells were exposed to a final concentration of 40 wM. At this concentration
the drug is rapidly taken up and is undetectable in the growth medium (11).

N-Ethyl-N-nitrosourea (ENU) was obtained from Sigma-Aldrich and was diluted in citrate
phosphate buffer and filter sterilized just prior to use. ENU was administered i.p. to mice
weighing 18 g in a 0.1 ml volume to give a final dose of 100 mg/kg. Approximately 3 h after
ENU administration, animals were sacrificed and their spleens removed for determination of
micronuclei formation.

Cell Survival Assay

RKO36, MEF wild-type and TNFR1™R2™ knockout cells were irradiated with 5, 20, 50 or
100 mGy X rays, or treated with WR1065 24 h prior to irradiation with 2 Gy. Unirradiated
cells and cells exposed only to WR1065 served as controls. Immediately after exposure to 2
Gy, cells were counted, diluted to specific cell concentrations, and known numbers were
seeded into 60 mm dishes to yield from 25-100 colonies after 10-14 days of growth.

Micronucleus Assay

To assess the effects of various treatments on chromosomal integrity as it relates to the
adaptive response, the frequencies of micronuclei formation using a standard cytokinesis
block assay was used as described in detail elsewhere (12). For cultured RKO and MEF
cells, 10% sham- or drug/radiation-treated cells were grown in T-25 culture flasks in the
presence of 1.5 pg/ml cytochalasin B and incubated for 48 h at 37°C. At this concentration
cytochalasin B was not toxic to either cell type. For spleen cells, spleens were aseptically
removed and teased using a 22 g syringe and 3 ml of serum-free RPMI 1640 media
(Invitrogen Life Technologies). Cells were passed through a #200 steel screen mesh,
centrifuged at 1,000 rpm for 5 min, resulting pellet was disrupted into a single cell
suspension and then layered onto room-temperature histopaque (Ficoll, Sigma Aldrich, St.
Louis, MO) and centrifuged at 200¢g for 35 min at room temperature. The buffy coat was
removed and washed with PBS three times after which the cells were placed in complete
RPMI 1640 medium containing 10% fetal bovine serum (Atlanta Biologicals, Atlanta, GA),
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5 mg/ml Concanavalin-A (Sigma-Aldrich), 10,000 U/ml interleukin-2 (Sigma-Aldrich), 0.05
M B-mercaptoethanol (Sigma-Aldrich) and 1% penicillin/streptomycin (Invitrogen Life
Technologies). Cells in complete medium were then grown for 48 h to allow for stimulation
into cell cycle. Afterward cells were removed, centrifuged at 1,000 rpm for 5 min at 4°C and
then exposed to 1 pg/ml cytochalasin B (Sigma-Aldrich) and fixed following the procedure
used for cultured cells.

All cells were harvested and fixed with cold methanol:acetic acid (3:1) and stored at —20°C.
Slides were prepared and stained with acridine orange (0.01% in PBS) and examined under
a fluorescence microscope (60x, dual-band filter). At least 1,000 binucleated cells with well-
defined cytoplasm were scored for the presence of micronuclei. The frequency of
micronucleus formation was calculated as the ratio of the number of binucleate cells
containing micronuclei relative to the total number of binucleate cells scored.

SOD2 siRNA Transfection

The method of SOD2 siRNA transfection is described in detail elsewhere according to both
the manufacturer’s instructions in the Lipofectamine Kit and previously published work
(13). Briefly, MEF cells were grown to confluence and were transfected with 100 nM, final
concentration, SODZ2 or negative control (NC) short interfering RNA (siRNA, Applied
Biosystems/Ambion, Foster City, CA). The RNA sequence was 5-
AAGGAACAACAGGCCTTATTC-3". Lipofectamine 2000 reagent (Invitrogen Life
Technologies) was used for transfection with siRNA oligomer in serum free medium. The
siRNA-Lipofectamine 2000 complexes were added to culture dishes and were gently mixed
to allow for a uniform distribution. Cells were incubated with transfection complexes for 24
h under normal growth conditions. Cells were then washed with PBS at 37°C and fresh
growth medium was added.

SOD2 Enzyme Activity Assay

SOD?2 activity was measured using the Superoxide Dismutase Assay Kit from Trevigen
(Gaithersburg, MD) following the manufacturer’s instructions, and as described in detail
elsewhere (8, 13). MEF cells were grown to confluence and harvested by scraping on ice
and lysed with 350 .l lysis solution. Protein concentrations were determined following the
standard Bradford assay and adjusted to 5 pg/l with lysis buffer. The spectrophotometric
SOD activity assay is a competitive inhibition assay, where the SOD enzyme inhibits the
reaction of NBT with superoxide to form blue formazan, using the catalytic conversion of
xanthine to uric acid by xanthine oxidase as a source of superoxide. Activity was measured
using 50-500 g of total cellular protein in the presence of 5 mA/sodium cyanide (Sigma-
Aldrich) to inhibit CuzZnSOD (SOD1) activity. The percentage inhibition was calculated and
plotted as a function of protein concentration for each treatment condition. The highest
maximum percentage inhibition for each group of sample curves to be compared was
determined and used to calculate the amount of protein that inhibited NBT reduction by 50%
of this maximum value. SOD2 activities in U/mg protein were then calculated.

Statistical Analysis

Means and standard errors were calculated for all data points from three independent
experiments. Pairwise comparisons of SOD2 activity, micronuclei frequency and survival
between each of the experimental conditions were performed using Student’s two-tailed ¢
test.
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Very Low-Dose Range Induction of the Adaptive Response

Figure 1A and B present demonstrations of the effectiveness of very low radiation doses that
can induce adaptive responses in both human (RKO36 colon carcinoma cells) and mouse
embryo fibroblast (MEF) cells. When cells are challenged with a 2 Gy dose of radiation 24 h
after exposure to radiation doses ranging from 5-100 mGy, cell survival was found to be
significantly enhanced in the range from 5-20%.

Treatment Effects on SOD2 Activity

SOD2 is known to play an important role in the adaptive response (7-10, 13). Figure 2
shows data that describe the inductive effects of 100 mGy very low-dose radiation and the
free thiol metabolite of amifostine, WR1065, on SOD?2 activity as a function of TNF
signaling and SODZ siRNA transfection. Exposure to 100 mGy irradiation or 40 M
WR1065 induces a robust elevation in SOD2 activity in MEF WT 24 h after exposure and
transfection of cells and to with SODZ2 siRNA inhibits this increase to background levels
(Fig. 2A). The negative control (NC) siRNA containing scrambled sequences of bases was
also used in transfection studies as a transfection control. It had no significant effect on
SOD?2 activity measured after either very low-dose irradiation or thiol exposure in both cell
systems (Fig. 2). MEF TNFR1™R2™ cells deficient in both receptors required for TNF
signaling exhibited no elevation in SOD2 activity 24 h after irradiation with 100 mGy (Fig.
2B). However, WR1065 treatment induced a robust elevation in SOD2 activity in these cells
consistent with the magnitude of elevation seen in MEF WT cells. Transfection with SOD2
SIRNA resulted in a diminution of this elevated SOD2 activity in MEF TNFR1™R2™ to
background levels.

Very Low-Dose Radiation-Induced Adaptive Response

The effects of very low-dose irradiation on adaptive responses was measured using two end
points, cell survival and micronuclei formation, as a function of TNF signaling capability
and transfection with SODZ2 siRNA. As described in Fig. 3A and C, MEF wild-type
irradiated with 100 mGy exhibited a robust adaptive response 24 h later when challenged
with a 2 Gy dose as characterized by a highly significant increase in survival (P< 0.001) and
a reduction in micronuclei formation (P < 0.001), respectively. Transfection of MEF wild-
type cells with SOD?2 siRNA significantly inhibited the adaptive response demonstrating the
importance of elevated SOD2 enzymatic activity to the demonstration of this adaptive
response regardless of the two end points measured.

MEF TNFR1™R2" cells did not exhibit an adaptive response for either end point when
exposed to 100 mGy followed 24 h later by a 2 Gy challenge dose (Fig. 3B and D).
Transfection of these cells with SODZ2 siRNA likewise had no effect on either of these end
points.

WR1065 Thiol-Induced Adaptive Response

Both MEF wild-type and TNFR1™R2™ cells exhibit adaptive responses when they are
exposed to WR1065 24 h prior to being given a 2 Gy challenge dose of radiation (Fig. 4).
Cell survival for both cell systems was significantly elevated after thiol exposure (Fig. 4A
and B) as was reduction in micronuclei formation (Fig. 4C and D) compared to cells
irradiated with 2 Gy, but not previously exposed to WR1065. Transfection of both cell
systems with SODZ2 siRNA resulted in either a complete inhibition of the adaptive responses
(Fig. 4B and D) or a significant reduction in the magnitude of the responses (Fig. 4A and C)
indicating that elevations in SOD2 enzymatic activity induced by WR1065 is independent of
the TNF signaling pathway and that it is an important factor in the adaptive response.
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Effect of High-Dose Irradiation on SOD2 Activity

SOD?2 activity was significantly elevated over background levels 24 h following either
exposure to 100 mGy or 40 w M WR1065 (Fig. 2). Figure 5 describes the effects of a 2 Gy
dose on SOD2 activity in MEF wild-type as a function of time after radiation exposure.
Immediately following radiation exposure and for at least 15 min thereafter, SOD2 activity
levels fell to approximately unirradiated control levels and then raised to pre-2 Gy
irradiation levels by 30 min. The results demonstrated that SOD?2 activity can be affected
quickly following oxidative stress caused by an exposure to 2 Gy.

Demonstration of an Adaptive Response in Animal Systems

Micronuclei formation was chosen as the end point for the characterization of the adaptive
response in our mouse models due to its ease of use and the demonstration of its
effectiveness under /n vitro conditions as being a meaningful end point. Figure 6 describes
the relative effects of very low-dose irradiation and amifostine on inducing adaptive
responses in wild-type C57BL/6 and TNFR1™R2™ knockout mice. C57BL/6 mice exhibited
significant adaptive responses (P < 0.001) after either very low-dose radiation or thiol drug
treatment 24 h prior to challenge with 2 Gy. Under /n vivo conditions amifostine was
observed to be a more potent inducer of this protective response (Fig. 6A). Amifostine
works independently of TNF signaling in activating NF-xB and subsequent SODZ2 gene
expression. This may, in part, account for this more robust response. Consistent with /n vitro
results using MEF TNFR1™R2~ knockout cells, very low-dose irradiation failed to induce a
significant adaptive response (P = 0.083) as robust as amifostine (P < 0.001) (Fig. 6B).

To determine whether the adaptive response could be extended to other deleterious agents
other than ionizing radiation, C57BL/6 mice were exposed to the alkylating agent ENU, 100
mg/kg, 24 h after their exposure to 100 mGy (Fig. 7). ENU induced micronuclei formation
was significantly reduced (P= 0.013) in splenocytes derived from wild-type mice previously
exposed to 100 mGy compared to nonirradiated mice.

DISCUSSION

The very low-dose radiation-induced adaptive response has been investigated over the years
as a phenomenon of general interest to the radiation research community. With the expanded
development and implementation of CAT in both diagnostic and therapeutic applications as
well as the use of thiol containing agents such as amifostine during cancer therapy, the
potential effects of inducible adaptive responses in the context of factors capable of
mitigating therapeutic outcomes requires more study. Recently we reported that murine BFS
fibrosarcoma cells defective in both TNFR1 and R2 could not be induced by a 100 mGy
exposure to exhibit an adaptive response to a subsequent 2 Gy challenge dose (13). Cells
defective in only TNFR1 were able to exhibit a very low dose initiated adaptive response
while a thiol containing drug like amifostine could induce this response in cells regardless of
their TNFR status. As described in Fig. 1, the very low-dose-induced adaptive response can
be induced by a range of doses in both human and animal tumor models. The underlying
mechanism of action that is proposed to describe this phenomenon is the ability of very low
radiation doses to initiate a TNF signaling pathway (4-6) that can activate NF-xB. Exposure
of cells to thiols can bypass TNF signaling and directly activate NF-xB (7, 14, 15).
Activation of NF-xB then can lead to induction of SODZ2 gene expression (16). The
subsequent kinetics of SOD2 protein increase has been characterized in a number of human
and rodent cell lines. Consistent with each experimental system tested in our laboratory, the
level of SOD2 activity begins to increase at 4 h, peaks at about 24 h after exposure to TNF
or thiols and then decays back to background levels in about 48 h (8-10, 13). The effects of
very low-dose radiation and thiol exposure on the induction of adaptive processes using both
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wild-type and engineered TNFR1™R2™ mouse embryo fibroblasts are in agreement with
those observed with similarly modified BFS fibrosarcoma wild-type and TNFR1™R2™
knockout cells (13). WR1065, the free thiol form of amifostine, because of its ability to
directly activate NF-xB and subsequent SODZ gene expression (7-9, 13-15) was used as a
positive control to specifically affect and thus identify the importance of elevated SOD2
activity in this adaptive response. Data presented in Fig. 2A and B demonstrate that very
low-dose irradiation induces a robust elevation of SOD2 activity 24 h later in wild-type cells
only. In contrast, WR1065 can induce a similar response 24 h later in both wild-type and
TNFR17R2" cells. Transfection of these cells with SODZ2 siRNA significantly inhibited the
induction of SOD?2 activity. These results served as the basis for interpreting the adaptive
response end points of elevated survival and reduced micronuclei formation as a function of
the various treatment regimens.

Previous studies describing the kinetics of SOD2 changes in both protein level and activity
after exposure to 100 mGy, TNF-a, or thiols indicate that maximum SOD?2 activity occurs
approximately 24 h later in both murine and human cells in culture (8-10, 13). Data in Fig. 3
shows adaptive responses, reflected by enhanced cell survival and reduced micronuclei
formation in TNF wild-type, but absent in TNFR1™2~ knockout cells at 24 h are consistent
with this kinetic pattern of changes in SOD2 activity. The importance of elevated SOD2
activity in these adaptive responses is also supported by the profound inhibitory
effectiveness of transfection with SODZ2 siRNA and the lack of an effect exhibited after
transfection with NC s/iRNA.

NF-xB activation is known to play an important role in SODZ2 gene expression. It is
activated through TNF signaling (4—6) and direct exposure to thiol-containing drugs such as
N-acetyl-cysteine, oltipraz, mesna, captopril, and WR1065 (7, 14-16). Thiols activate NF-
kB through the reduction of disulfide bonds in cysteine residues in its p50 and p65 subunits
(7, 17), and its activation affects an intronic binding element in the SODZ2 gene that has been
identified as being essential for the rapid activation of the gene to stress-inducing agents
such as ionizing radiation and TNF-a (16). The data in Fig. 4 support this model of TNF
independent, thiol mediated activation of NF-xB and subsequent elevation of SOD2 activity
as evidenced by the adaptive responses observed in both the wild-type and TNFR1™R2™
knockout MEFs. Transfection with SODZ2 siRNA also prevented thiol-induced adaptive
responses in both cell types (Fig. 4). Regardless of the inducing agent, the expression of
these adaptive responses is directly correlated to elevated levels of SOD2 activity at the time
of exposure to high doses of radiation. This activity is significantly but transiently reduced
as a result of oxidative challenge as demonstrated in Fig. 5. The rapid inactivation of SOD2
has been attributed to a process of biological protein nitration induced by oxidative damage
(18). This is a very dynamic process in which nitration, denitration, and renitration can occur
within minutes within the mitochondria following oxidative stress. Mitochondria can
completely eliminate 3-nitrotyrosyl adducts during 20 min of hypoxia-anoxia induced stress
(19).

The inverse correlation between effects on cell survival and micronuclei formation as end
points for describing the extent of the adaptive responses induced by very low-dose
irradiation allow for the use of micronuclei formation as a relatively easily implemented
biomarker to assess the presence of an adaptive response in human and animal models. As
described in Fig. 6 and consistent with the /n vitro data, a radiation dose of 100 mGy
significantly induced an adaptive response in C57BL/6 wild-type mice, but not in the
TNFR1™R2™ knockout mice. Amifostine, consistent with /in vitro data, was equally effective
in reducing the frequency of micronuclei formation in both mouse models. The ability of
very low-dose irradiation to induce an adaptive response was also demonstrated for C57BL/
6 mice exposed to the alkylating agent ENU (Fig. 7) demonstrating the usefulness of the
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micronuclei end point for assessing the expression of adaptive responses under /n vivo
conditions where cell survival assays are not easily applicable.

SOD?2 activity has been reported to be elevated in a transplantable murine tumor 24 h after
administration of 400 mg/kg of amifostine to the host animals resulting in an increased
resistance to ionizing radiation (20). Using a mouse sarcoma /1 vitro model, daily or every
other day administration with WR1065 was found to induce an elevated SOD2 activity level
that was accompanied by an enhanced resistance to radiation-induced cell killing, and this
effect could be maintained for at least 14 days (21). The potential clinical relevance of these
observations is that thiol containing drugs and very low-dose ionizing radiation, consistent
with doses in the range delivered by CAT, are capable of inducing adaptive responses in
tumor cells. The timing of CAT procedures in relationship to administration of therapeutic
treatments can become an important parameter to minimize these potential adverse adaptive
responses due to elevated SOD?2 activity. Depending on the timing and frequency of very
low radiation doses delivered as a result of therapy coupled imaging procedures, increases in
cell survival as low as 5-10% after each imaging procedure through a multi-treatment
course of radiotherapy could impact overall anticipated tumor response.
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FIG. 1.

The effects of very low doses of ionizing radiation on the induction of an adaptive response
following an exposure to a 2 Gy challenge dose as evidenced by an elevation in cell survival
compared to cells irradiated with only 2 Gy. Panel A: The adaptive response in RKO36
human colon carcinoma cells. Panel B: The adaptive response in wild-type transformed
mouse embryo fibroblasts (MEF WT). Pvalues above the bar compare treatment groups
with the corresponding 2 Gy only control. Each experiment was performed two times and
error bars represent the standard error of the mean (SEM).
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The effects of 100 mGy irradiation and 40 M WR1065 (WR) on the subsequent elevation
of SOD2 activity 24 h later in (panel A) wild-type and (panel B) TNFR1"R2™ MEF as a

function of NC siRNA and SODZ2 siRNA transfection. SOD2 activity was measured in
immediately following or 24 h later. NC siRNA represents negative control siRNA. Each

untreated control cells and was measured in 100 mGy and WR1065-exposed cells either
experiment was repeated at least two times and error bars represent the SEM. Pvalues

comparing cells exposed to 100 mGy or 40 .M WR1065 to their respective untreated

controls are presented.
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FIG. 3.

formation. Panels A and B describe the survival response of MEF wild-type (WT) cells and

knockout cells, respectively. Panels C and D describe micronuclei formation as

an end point in MEF WT and TNFR1™R2" cells, respectively. Experiments were repeated at
least three times and error bars represent the SEM. Pvalues were obtained for comparisons
between cells exposed to 100 mGy without or with transfection with NC siRNA or SOD2

“R2-

TNFR1

SiRNA and cells exposed to 2 Gy only. Adaptive responses for cell survival and micronuclei

formation were found to be highly significant only in MEF WT cells.
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FIG. 6.

Effects of 100 mGy whole-body irradiation and 400 mg/kg amifostine i.p. treatment, each
administered 24 h prior to a whole-body challenge dose of 2 Gy, on micronuclei formation
in splenocytes from C57BL/6 wild-type (panel A) and corresponding TNFR1™R2™ knockout
mice (panel B). Each experiment was repeated twice and error bars represent the SEM. P
values were obtained by comparing 100 mGy and 400 mg/kg amifostine pre-treatments with
their corresponding 2 Gy only radiation groups.
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FIG. 7.

The effects of 100 mGy whole-body irradiation, 100 mg/kg ENU treatment, and 100 mGy
irradiation followed 24 h later with exposure to 100 mg/kg ENU on micronuclei formation
in splenocytes in C57BL/6 mice. The experiment was repeated twice and error bars
represent the SEM. Pvalue was obtained by comparing the percentage of micronuclei
formation in the 100 mGy 24 h +100 mg/kg ENU group to the ENU only group.
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