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Abstract

lonizing radiation (IR) generates reactive oxygen species (ROS) which leads to oxidative stress and often
leads to inflammatory responses in organisms. Trianthema portulacastrum L., a plant commonly growing
in India, is rich in antioxidant phytochemicals which is responsible for scavenging free radicals, and may
provide radio-protective and anti-inflammatory effects in response to ionizing radiation. The effect of T.
portulacastrum extracts was studied in hepatic cells, which are susceptible to radiation-induced damage,
and in macrophages which are the primary inflammatory cells of the body. 7. portulacastrum stem
extracts showed efficient free radical scavenging activity in hepatocytes and reduction of radiation-
induced lipid peroxidation in cell and mitochondrial membranes. Treatment of irradiated cells with 7.
portulacastrum stem extracts enhanced cell viability, although at higher concentrations there was
reduction in cell viability. Treatment with low concentration of T. portulacastrum stem extract also
reduced cellular ROS generation and increased cellular concentration of the anti-oxidant glutathione. T.
portulacastrum extracts also showed a marked anti-inflammatory effect in macrophages activated by the
inflammatory agonist bacterial lipopolysaccharide (LPS) by reducing inflammatory gene expression and
nitric oxide (NO) production, and increasing glutathione content. LPS treatment lowered expression of
Nrf2, a transcription factor involved in regulation of multiple anti-oxidant genes, while treatment with low
concentration of T. portulacastrum stem extract significantly restored it. Together, these observations
demonstrated a potential radioprotective role of 7. portulacastrum extract mediated by both its
antioxidant activity on hepatic epithelial cells and its anti-inflammatory activity on immune cells

Introduction

Exposure to ionizing radiation (IR) causes cellular damage either by direct impairment of biomolecules or
indirectly by generation of free radicals. Water radiolysis leads to generation of reactive oxygen species
(ROS) which causes lipid peroxidation in membrane, DNA strand breaks and oxidation of cellular protein
(Wang et al. 2018). Radiation not only affects the irradiated cells but also non-irradiated cells and tissues
undesirably due to bystander effect through the activation of inflammatory responses (Shemetun and
Pilins’ka 2007). IR sensitizes lymphocytes, macrophages, monocytes and other immune cell (Carvalho
and Villar 2018). Radiation exposure shows immune-modulatory properties through the production of
reactive oxygen and nitrogen species (RONS), and release of inflammatory cytokines such as tumor
necrosis factor-alpha (TNF-a), tumor growth factor-beta (TGF-B), interleukins, nucleoside, high mobility
group box-1 molecule (HMGB1) and heat shock proteins (HSPs) (Carvalho and Villar 2018). As ionizing
radiation is a mainstay of therapy in many cancers, methods of protection against radiation-induced
damage are an important requisite for cancer radiotherapy.

Radioprotectors may be naturally occurring antioxidants that can protect normal cells and tissues from
radiation-induced damage. Sulfhydryl agents such as glutathione, cysteine, cystamine and other
antioxidants have shown protective activity against the lethal effect of radiation and also increased the
survival rate of irradiated mice (Obrador et al. 2020). Sulfhydryl group containing erdosteine protect rats
against gamma radiation through antioxidants and anti-inflammatory properties (Elkady and Ibrahim
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2016). Sulfhydryl compounds protect cellular DNA through a combination of free radical scavenging,
modulation of repair process, and hydrogen donation ability (Kumar et al. 2002).

Natural products are rich in antioxidants and are possible sources of various dietary supplements with
therapeutic importance. Phenolic compounds present in plant-based natural products have significant
pharmacological properties. They are reported as antioxidants observed by metal chelation and free
radicals scavenging activities (Godlewska-Zytkiewicz et al. 2020) and have significant anti-inflammatory
properties (Farhood et al. 2019). Curcumin and epigallocatechin-3-gallate, are well-known natural
compounds having both radioprotective as well as anti-inflammatory properties (Azab et al. 2016;
Farhood et al. 2019). However, depending on several factors, an antioxidant may act as prooxidants in a
concentration-dependent manner. This possibly involves the reduction of transition metal ions from Fe3*
and Cu?* to Fe?* and Cu* respectively and inducing Fenton reaction (Maurya and Devasagayam 2010).
Therefore, further exploration of naturally occurring compounds in plants with antioxidant properties is
warranted.

Trianthema porulacastrum L., a well-known medicinal plant from the family of Aizoaceae, is a natural
source of antioxidant and phytochemicals and has been used for treatment of humerous disease
conditions in Indian and African traditional medicine (Shivhare et al. 2012; Das et al. 2020). T.
portulacastrum is also well-known for its hepatoprotective activity against chemical-induced toxicity such
as carbon tetrachloride (CCl,) (Sarkar et al. 1999), paracetamol and thioacetamide (Kumar et al. 2004).
The hepatoprotective activity of T. portulacastrum was marked by enhancement of antioxidant enzymes,
suggesting that the protection of liver cells from oxidative damage may be a mode of hepatoprotection
by T. portulacastrum extract. However, no studies have been performed on the anti-inflammatory role of 7.
portulacastrum, although inflammatory responses are known to be a major contributor to hepatic
damage. Therefore, the objective of this study was to evaluate the radioprotective activity of 7.
portulacastrum in hepatocytes and its anti-inflammatory effects using murine macrophages.

Materials And Methods

Chemicals

2,2-diphenyl-1-picrylhydrazyl (DPPH), 2’,7-dichlorofluorescin diacetate (H,DCFDA), 2,2'-azino-bis(3-
ethylbenzothiazoline-6-sulfonicacid) (ABTS), monochlorobimane (MCB), Lipopolysaccharides (LPS) and
primers from Sigma; DMEM and Fetal bovine serum (FBS) from HiMedia; FBS from Invitrogen; RPMI-
1640, L-Glutamine, oligo-(dT) primer, M-MLYV reverse transcriptase from Thermo Fisher Scientific and all
other chemicals of AR grade were procured from SRL India Ltd and Merck India LTD.

Plant materials

T. portulacastrum L. plants were collected from fields in Kalyani, Dist. Nadia, West Bengal, India and were
authenticated from the Department of Botany, University of Kalyani, Kalyani, Nadia (Voucher No. UD-101).
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Preparation of TP extracts: Dried powder of different parts of T. portulacastrum such as leaves, stem and
whole plant (100 g) was extracted with 500 ml petroleum ether for 24 h with constant shaking and
filtered. This process was repeated twice. Ethyl acetate, acetone and ethanol solvent were used twice
sequentially followed by petroleum ether. All the solvents were evaporated and dried. Further studies were
carried out with ethanolic fractions.

Antioxidant capacity study

Antioxidant capacity of the different extracts of the TP was measured using 2,2'-azino-bis(3-
ethylbenzothiazoline-6-sulfonic acid) (ABTS™*) (Maurya and Devasagayam 2010) and 2,2-diphenyl-1-
picrylhydrazyl (DPPH) (Maurya and Devasagayam 2010) radical scavenging assays, whereas metal
reducing power was evaluated using ferric reducing power assay (FRPA) (Maurya and Devasagayam
2010) and molybdenum reduction assay (MRA) (Saxena et al. 2016).

Cell Lines:

Human hepatic cells (WRL 68) were cultured in Dulbecco's modified Eagle's Medium (DMEM) and RAW
264.7 cells in RPMI-1640 medium with L-Glutamine. For culturing both the cell line media were
supplemented with 10% FBS (Thermo Fisher Scientific, 10500064) and 1% Pen-Strep (Thermo Fisher
Scientific, 15140-122).

Evaluation of radioprotective property of 7. portulacastrum extract

Radioprotective property of T. portulacastrum extract was evaluated using sub-cellular and cellular model
systems. For sub-cellular assay, we have used murine mitochondrial membrane whereas for cellular
assay we have employed human hepatic cells (WRL 68) as a model system.

Evaluation IR-induced lipid peroxidation

For evaluation of lipid peroxidation mouse mitochondrial membrane and human hepatic cells were used.
Mitochondrial membrane fractions were isolated from the liver of male Swiss mice as described (Checker
et al. 2010). Damage to the mitochondrial membrane fraction after radiation exposure was assessed in
terms of lipid peroxidation (Maurya and Devasagayam 2010). Mitochondrial membrane fraction (a
protein equivalent of 300 pg) was suspended in 300 pl of 10 mM potassium phosphate buffer, pH 7.4,
and exposed to 50 Gy radiations in the absence and presence of different concentrations of TP extracts
(pre-treated for 30 min at 37°C). After treatment, 900 pl TBA reagent (0.375% TBA, 0.25 M HCI, 15%

trichloroacetic acid (TCA) and 6 mM Na,-EDTA) was added. The reaction mixture was incubated at 95°C
for 20 min, cooled to ambient temperature and centrifuged at 12,000 g for 5 min at 25°C.
Malondialdehyde (MDA) equivalents in the supernatant were estimated by measuring the fluorescence
(as fluorescence provide more sensitivity) with excitation at 530 nm and emission at 590 nm using a
microplate reader.
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WRL 68 (2x10°) cells were collected and treated with different T. portulacastrum extracts for 1 h at 37°C
for IR-induced cellular lipid peroxidation study inhuman hepatic cells. Subsequently cells were exposed to
8 Gy of IR. IR-induced cell membrane damage was assessed in terms of lipid peroxidation as described
above [(Maurya and Devasagayam 2010).

MTT assay

To study the cytotoxicity and proliferation of cells after IR exposure, MTT assay (3-[4,5-dimethylthiazol-2-

yl]-2,5-difenyl-tetrazolium bromide) was used. In brief, 15x103 WRL 68 cells were seeded in 96-well plate
one day prior to addition of extract. Next day cells were treated with different concentration of the
extracts and incubated for 1 h. These extract treated cells were exposed to 4 Gy of IR. After completion of
incubation period, MTT assay was performed by adding 10 yl MTT solution (10 mg/ml) to each well.
Formazan crystals formed inside the cells were dissolved by adding 100 pl of solubilizing buffer (0.01 N
HCl in 10% SDS) and incubated for overnight at 37°C. The absorbance was measured at 570 nm using
Synergy Bio-Tek (USA) microplate reader (Maurya et al. 2011).

Clonogenic assay

The clonogenic assay was used to evaluate the radioprotective efficiency of TP extract using WRL 68

cells. In brief, 2x10° exponentially growing cells were plated in a 6-well plate for overnight. Next day, cells
were treated with different concentration of 7. portulacastrum extracts 1h before 4 Gy IR-exposure. After
irradiation, cells were cultured for 12 days at 37°C in CO, incubator for the development of macroscopic

colonies. The colonies were fixed with methanol, stained with 0.5% crystal violet and counted using a
colony counter (Oxford Optronix, UK) (Jayakumar et al. 2015).

Evaluation Of The Cellular Redox Status

To study the mechanism of the T. portulacastrum extracts for radioprotection, cellular redox study was
carried out. For this cellular ROS and intracellular thiol (GSH) levels were monitored using H,DCFDA and

monochlorobimane (MCB) fluorescence dye respectively.
Measurement of cellular ROS level

2',7-dichlorofluorescin diacetate (H,DCFDA) is a fluorogenic dye that measures hydroxyl, peroxyl and
other reactive oxygen species (ROS) activity within the cell. 4x10% WRL-68 cells were incubated with 10
UM H,DCFDA in serum-free medium by incubating at 37°C for 45 min. After incubation, cells were
washed to remove the excess dye and suspended in the phosphate-buffered saline (PBS, pH=7.4). For
studying inhibition of radiation-induced ROS formation, cells were exposed to IR in presence of different

concentrations of the T. portulacastrum extracts and incubated at 37°C for 1 h. The fluorescence intensity
of the oxidized probe was read using a microplate reader (excitation/emission wavelength, 485/ 520 nm)
(Maurya and Devasagayam 2010).
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Intracellular GSH

Monochlorobimane (MCB) is a fluorescence dye which has a high affinity for GSH. In this study, MCB was
used to measure cellular thiol (GSH) levels. WRL-68 cells were incubated with the different concentrations
of T. portulacastrum extracts for 1 h at 37°C. Monochlorobimane (40 pM, 30 min at 37°C) was used to
measure the level of the GSH in these cells. Fluorescence emission (excitation/emission wavelength,
380/460) from cellular sulfhydryl-reacted monochlorobimane was measured using a microplate reader
(Checker et al. 2010).

Evaluation Of Anti-inflammatory Property Of Tp Extract

The anti-inflammatory effects of T. portulacastrum extract in LPS-stimulated RAW 264.7 macrophages
were evaluated by nitric oxide (NO) assays and quantitative real-time reverse transcription-polymerase
chain reaction analysis of expression of inflammatory genes. For studying the cytotoxicity in RAW 264.7
activated with LPS and treated with the T. portulacastrum extract, MTT assay was performed as
described previously. GSH concentration was measured through Ellman'’s reagent and calculated from
standard curve using pure GSH (Moron et al. 1979).

Nitric oxide (NO) assay

RAW 264.7 cells (0.5x10° cells/well) were seeded into 96 well plates for 24 h. Next day, cells were pre-
incubated with different concentrations of T. portulacastrum extracts (0, 31.25, 62.5, 125 pyg/ml) for 1 h
and further stimulated with 500 ng/ml of LPS. The culture supernatants were collected 24 h after the LPS
stimulation, and the concentrations of NO were measured using Griess reagent. 100 pl of culture
supernatant was mixed with 100 pl of Griess reagent (sulfanilamide 1%, 2% phosphoric acid and 0.1%
NEDD in water) and the mixture was incubated at room temperature for 10 min before measuring the
absorbance at 550 nm. In all experiments, fresh culture medium was used as the blank and sodium nitrite
was used as the standard (Kacem et al. 2015).

Semi-quantitative PCR: For semi-quantitative PCR, RAW 264.7 cells were pretreated with T.
portulacastrum extract for 1 h followed by LPS treatment. Total cellular RNA was extracted using Trizol
following manufacturer's protocol. cDNA was synthesized from RNA using oligo-(dT) primer by M-MLV
reverse transcriptase (Thermo Fisher, 28025-013). Specific primers for TNF-q, Nrf- 2 and iNOS were used
for PCR reactions and then run on 1.5% Agarose gel. GAPDH primers were used for normalization of
mRNA quantity respectively (Ahuja et al. 2016). The following primers were used for semi-quantitative
PCR: iNOS (forward 50-TTCTTCCAGCTCAAGAGCCAGAAA-3; reverse 58-GGGATTGCATTTCGCTGTCT-3[),
Nrf2 (forward 58-CCCGAATTACAGTGTCTTAATACCG-3I; reverse 5i- AGGTGGGATTTGAGTCTAAGGA-3M),
TNF-a (forward 58-ATGGCCTCCCTCTCATCAGTTC-3K; reverse 5i-GGGAGTAGACAAGGTACAACCC-3[),
GAPDH (forward 58-TGATGACATCAAGAAGGTGGTGAAG-3K; reverse 58-TCCTTGGAGGCCATGTGGGCCAT-
30).
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Statistical analysis

All experiments with T. portulacastrum extracts were performed in triplicate and mean + standard error
(SE) of each triplicate result was considered for statistical analysis. Analysis of results was performed
using the Statistical Package for Social Science, version 23 (SPSS, Chicago, lllinois) software. Significant
differences were assessed through the one-way analysis of variance (ANOVA), followed by the Tukey test
for individual differences. A value of P <0.05 was used to evaluate statistical significance.

Results

T. portulacastrum extracts show antioxidant activities by free radical scavenging and transient metal
reduction

The major form of oxidants in cells are oxidative free radicals such as hydroxyl and peroxide and
transition metal ions such as Fe?* and Cu*, both of which oxidize a variety of biomolecules and cellular
components and cause oxidative damage. Therefore, we investigated the free radical scavenging and
transition metal ion reducing activities of T. portulacastrum extracts. Extracts of leaf, stem and whole
plant of T. portulacastrum exhibited concentration-dependent scavenging activity in model free radicals
such as DPPH and ABTS radicals (ABTS™), in free radical scavenging assays (Fig. 1). The half inhibition
concentration [IC5] of stem extract (SE) was found to be the lowest (245.04 and 290.79 in the ABTS and
DPPH assays respectively) in free radical scavenging activity (Table 1). We also determined the transition
metal ion reducing activity of these extracts by FRPA and MRA assays based on reduction of iron and
molybdenum ions respectively. All the T. portulacastrum extracts showed reducing capacity in a dose-
dependent manner, with the highest activity being shown by leaf extracts (LE) (Fig. 1). Together, these
observations showed significant antioxidant capacity of T. portulacastrum, with different parts of the
plant contributing to the same. Further assays were therefore carried out with stem extracts (SE).

Table 1
IC 50 values of different parts of T. portulacastrum depending on scavenging
property
IC 50 (ug/ml) Leaf Ethanol (LE) Stem Ethanol (SE)  Plant Ethanol (PE)
ABTS 279.62 245.04 307.84
DPPH 326.15 290.79 392.78

T. portulacastrum stem extracts protect against lipid peroxidation and cell death consequent to radiation
exposure

Radiation exposure is known to damage the structure of cell membranes through degradation of lipids,
mainly mediated via lipid peroxidation (LPO) of WRL68 hepatocyte cell and mouse mitochondrial
membranes were observed after exposure to 8 Gy and 50 Gy radiation respectively which increased the
formation of malondialdehyde (MDA). In both cases, addition of T. portulacastrum stem extracts (SE)
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mitigated the radiation-induced lipid peroxidation in a dose-dependent manner, showing the protective
activity against radiation-induced membrane lipid peroxidation (Fig. 2).

For further evaluation of radioprotective activity of the extract, cell viability of irradiated cells, untreated or
treated with T. portulacastrum stem extracts, was estimated using MTT and clonogenic assays. Exposure
to 12 Gy radiation significantly reduced cell viability after 72 h and cells treated with T. portulacastrum
extract showed enhanced cell viability compared to irradiated cells in the MTT assay (Fig. 3a). However,
only 31.25 pug/ml concentration of the extract demonstrated significant enhancement of cell viability and
increased concentrations of the extracts did not show significant difference in cell viability in comparison
to the irradiated cells.

In the clonogenic assay, exposure to 4 Gy radiation resulted in a 66% reduction in colony-forming ability
of the cells (Fig. 3b). Treatment with high concentrations (to125 pg/ml) of T. portulacastrum extracts
alone did not show any reduction in colony formation (Fig. 3c). However, on addition of T. portulacastrum
stem extracts to irradiated cells, significant rescue in colony formation was only observed in cells treated
with 31.25 pg/ml extract (Fig. 3d). Together these observations suggest a radioprotective activity of T.
portulacastrum stem extract, although at a higher concentration the level of protection may decrease due
to the presence of compounds with non-specific toxic effect on radiation-induce damaged cells.

T. portulacastrum stem extracts reduces cellular ROS and enhances GSH

To explore the mechanism of radioprotection by T. portulacastrum stem extract, we evaluated the cellular
redox status by measuring reactive oxygen species (ROS) and reduced Glutathione (GSH) which are
important markers of the redox status of cells. Determination of cellular ROS level by DCFDA
fluorescence intensity showed that 4 Gy of radiation increased the cellular ROS level by nearly 2-fold,
whereas, pretreatment with the T. portulacastrum stem extract reduced the ROS level in a dose-dependent
manner (Fig. 4a). Similarly, exposure to 4 Gy of radiation significantly reduced the concentration of GSH,
one of the most important cellular antioxidant molecules, whereas treatment with the lowest
concentration of T. portulacastrum stem extract significantly upregulated the GSH content (Fig. 4b).
Higher concentrations of T. portulacastrum extract failed to significantly enhance the GSH content, most
likely by inhibition of GSH biosynthesis by high concentration of some non-specific molecules. Thus,
these observations demonstrated that the observed radioprotection by T. portulacastrum extract is due to
modification of cellular redox status.

T. portulacastrum stem extract exerts anti-inflammatory effects on LPS-activated macrophages

Another arm of the radiation induced tissue damage is mediated by secondary inflammatory responses,
caused by the activation of inflammatory cells such as neutrophils and macrophages. Therefore, we also
investigated the effect of T. portulacastrum stem extract in mitigating the inflammatory response by
evaluating its effect on mouse macrophage cells (RAW264.7) activated by the inflammatory agonist LPS.
RAW264.7 cells were stimulated with 500 ng/ml LPS with and without 1 h pretreatment with T.
portulacastrum extracts. T. portulacastrum stem extract did not show any autonomous cytotoxicity in
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RAW264.7 cells at the highest concentration (125 pg/ml). However, MTT assays showed that treatment
with TP stem extract reduced the LPS-stimulated proliferation of RAW 264.7 cells in a dose-dependent
manner (Fig. 5a).

One of the major inflammatory mediators released by macrophages after LPS stimulation is nitric oxide
(NO) generated by upregulation of inducible nitric oxide synthase (iNOS). We therefore determined NO
generation by LPS-stimulated RAW264.7 cells in presence and absence of treatment with T.
portulacastrum stem extract. LPS stimulation increased the secreted NO level by 4.6 fold while treatment
with T. portulacastrum stem extract dose-dependently reduced the secreted NO level (Fig. 5b). LPS
induced activation of macrophages not only elevates NO level but also downregulated GSH
concentration. Treatment with T. portulacastrum stem extract also enhanced GSH level in LPS-treated
RAW264.7 cells, but the highest enhancement was observed at the lowest concentration of T.
portulacastrum stem extract as in the case of hepatocytes (Fig. 5c).

We then investigated the expression of some of the genes responsible for the synthesis of the major
inflammatory mediators in LPS stimulated macrophages in presence and absence of treatment with T.
portulacastrum extract. LPS stimulation increased the mRNA level of iINOS, the enzyme responsible for
NO synthesis, by 1.5 fold while treatment with T. portulacastrum stem extract brought down the iNOS
mMRNA to basal level of expression (Fig. 6a). iNOS expression is mediated through activation of TNF-q, a
pro-inflammatory cytokine. TNF-a mRNA level was increased significantly after 24 h of LPS treatment
and while treatment with T. portulacastrum stem extract also significantly decreased the TNF-a level in a
dose-dependent manner (Fig. 6b).

We also checked the level of Nrf2 mRNA as Nrf2 is a well-known transcription factor which regulates a
number of antioxidant genes in cells, including GSH, and is involved in protection against oxidative stress
and inflammation. Treatment of the cells with LPS lowers the Nrf2 mRNA level while treatment with T.
portulacastrum stem extract significantly restored it although the mRNA level reduced with increasing
concentration of the T. portulacastrum extract (Fig. 6¢), reflecting the effect on GSH level as observed
before.

Together, these observations demonstrate a potential radioprotective role of T. portulacastrum extract
mediated by both its antioxidant activity on epithelial cells and its anti-inflammatory activity on immune
cells.

Discussion

Exposure of cells to ionizing radiation induces reactive oxygen species (ROS) and nitrogen species (RNS)
together with alteration in cellular antioxidant status and resulting cell damage (Reisz et al. 2014).
Supplements of antioxidants during radiotherapy have been shown to decrease the damaging effects
(Singh et al. 2018). Plants are one of the main natural sources of antioxidants. Radioprotective activity
has been observed from plant antioxidants such as shigoka extract, green tea polyphenols and

curcumins (Seong et al. 2015; Clarke et al. 2016; Shirazi et al. 2012). T. portulacastrum has been shown
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to exhibit hepatoprotective activity against chemical-induced toxicity (Yamaki et al. 2016). Therefore, in
this study we have demonstrated the radioprotective role of TP extract on hepatocytes, mediated via its
activity of reducing oxidative damage to cells. Moreover, we have demonstrated an anti-inflammatory role
of T. portulacastrum extract in the case of activated macrophages, which is likely to enhance its
radioprotective function by mitigating the inflammatory response induced by radiation damage.

A major mode of antioxidant function is via scavenging of oxidative free radicals. Radical scavenging
capacity of an antioxidant lies on its proton donating or accepting ability (Singha et al. 2020). T.
portulacastrum extracts showed efficient free radical scavenging activity in both DPPH and ABTS™*
assays which are based on electron transfer ability used to measure antioxidant capacity. Moreover, T.
portulacastrum extracts showed efficient reducing ability to reduce Mo (VI) to Mo (V) and Fe (lll) to Fe (Il)
which is a marker of its antioxidant activity.

Exposure to radiation causes damage to different biomolecules such as lipids, proteins and nucleic acids.
Cellular membranes are one of the major targets of the oxidative free radicals, generated due to radiation
exposure. Damage of the lipids present in the cell membranes changes its fluidity status and also
activates several critical signaling pathways (Nicolson and Ash 2014). ROS is responsible for thiol
oxidation which initiates lipid peroxidation. Radiation induced free radicals react with macromolecules
and damage membranes of intracellular organelles (Singha and Das 2015). It has been reported that 50
Gy of gamma radiation impairs mitochondrial membrane function by damaging complex | (NADH
dehydrogenase) and Il (cytochrome c reductase) (Pearce et al. 2001). In our study T. portulacastrum
stem extract showed efficient protection against lipid peroxidation by ionizing radiation in a MDA
formation assay, further substantiating its role in radioprotection.

The final effect to check in case of radioprotection is the reduction of cell death in response to radiation
exposure. Treatment with T. portulacastrum extract showed a survival advantage of irradiated cells in
both short term (MTT) and long term (colony formation) cell viability assays. As it has been reported that
lower radiation dose gives false-positive result in MTT as high formazan is deposited in irradiated cells
compared to control (Rai et al. 2018), the clonogenic assay is a good measure to study the ability of T.
portulacastrum extract to protect against radiation-induced cell damage. However, interestingly, higher
concentration of T. portulacastrum extract failed to show this survival advantage and whether this is due
to a pro-oxidant activity demonstrated at a higher concentration as reported for other natural products
(Banerjee et al. 2008; Sotler wt al. 2019) or due to an unknown effect of other compounds present in the
extract remains to be investigated. A similar concentration-dependent effect was observed in the case of
the effect of T. portulacastrum extract on GSH concentration of cells, which suggests that this effect
might be mediated by the influence of T. portulacastrum extract on the level of GSH, one of the primary
anti-oxidant molecules in the cell.

Radiation-induced cellular damage is not only due to the alteration of the redox and antioxidant balance
but also due to the activation of inflammatory responses (Sachaue and McBrid 2015). lonizing radiation-
induced activation of the immune system results in inflammation through enhancing the release of
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growth factors and pro-inflammatory cytokines (Mun et al. 2018). Changes in the cellular oxidative stress
level play a pivotal role in inflammation (Han et al. 2019). However, the effect of natural products on
radiation-induced inflammation has not been explored sufficiently. Therefore, we investigated the effect
of TP extract on the inflammatory response in LPS-treated macrophages, one of the major immune cells
involved in radiation-induced inflammation. Treatment with T. portulacastrum extract was able to reduce
the secretion of NO from these cells, as well as reduce the expression, of inducible nitric oxide synthase
(INOS) gene, which are important mediators of the inflammatory response (Cao et al. 2019). Excess NO
induces inflammation and nitrosative stress (Calabrese et al. 2004). These results showed that T.
portulacastrum extract may protect from radiation damage by modulating the inflammatory response in
the body.

In cells LPS binds with Toll-like receptor 4 (TLR-4) which further activates pro-inflammatory cytokines like
tumor necrosis factor alpha (TNF-a) and interleukin (IL)-6 and IL-18 which further activates an
inflammatory signaling mechanism (Cao et al. 2019). In our study, LPS stimulation up regulated the level
of TNF-a but TP extract downregulated the TNF-a expression level and thus reduced the TNF-a mediated
inflammatory signaling cascade.

The nuclear factor erythroid 2-related factor (Nrf2) is a potent antioxidant marker responsible for the
reduction of oxidative stress (Han et al. 2019). Nrf2 protects cell from oxidative stress after dissociation
from Keap1 and binds with antioxidant-response elements (AREs) which ultimately promotes the
expression of several genes including GSH and GSH dependent antioxidant enzymes (Harvey et al. 2009;
Smith et al. 2016). GSH, a well-known antioxidant regulates redox status and signaling, death and cell
proliferation (Harvey et al. 2009). LPS stimulation of macrophages decreased the Nrf2 mRNA level as
well as the concentration of GSH but treatment with 7. portulacastrum extract markedly upregulated the
MRNA expression of Nrf2 and GSH concentration, suggesting a molecular mechanism for upregulation of
GSH in cells treated with TP extract. Interestingly, the same effect of higher dose of T. portulacastrum
extract failing to enhance Nrf2 expression and GSH concentration was noted, reflecting the similarity with
radiation induced GSH concentration, and cell viability in hepatocytes. This warrants further investigation
into the concentration dependent effect of 7. portulacastrum extract, and its bioactive molecules, on
regulation of expression of anti-oxidant genes in cells.

Conclusion

This study for the first time shows a radioprotective activity of extracts from the plant Trianthema
portulacastrum, mediated via its dual effect in modifying the redox status of irradiated cells and the
inflammatory response of immune cells activated by the inflammatory agonist LPS. Both these effects
together may strongly support the role of 7. portulacastrum extract as a natural product with significant
radioprotective ability.
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Scavenging properties of T. portulacastrum Free radical scavenging activity and antioxidant capacity
from different T. portulacastrum extracts through absorption measurement using a) ABTS+- radical
scavenging assay at 734nm, b) DPPH radical scavenging assay at 517nm, c) Molybdenum reducing
assay at 695nm, and d) Ferric reducing power assay at 700nm. The values are mean + standard error

(SE) of three independent experiments.
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Figure 2

Radioprotective activity of T. portulacastrum in cellular and subcellular system T. portulacastrum extract
showed protection against lipid peroxidation: LPO activity non-irradiated and irradiated cells treated with
increasing concentration of stem extract of T. portulacastrum measured using TBA assay a) in WRL 68
cell, b) in mitochondrial membrane. Values are Mean * standard error (SE) of three independent
experiments. Level of significance: *P<0.05 against control, #P<0.05 against stem extract in ethanol (SE)
125 pg/ml, SP<0.05 against radiation, @P<0.05 against SE 31.25 pg/ml + radiation
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Figure 3

Validation of Radioprotective activity Radioprotective property of T. portulacastrum extract in WRL 68 cell
system: a) MTT assay of non-irradiated and irradiated cells treated with increasing concentrations of
stem extract of T. portulacastrum. OD was read at 595 nm. Clonogenic assay was performed 12 days
post irradiation where cells were allowed to form colonies and then counted by crystal violet staining. b)
control groups c) different concentration of T. portulacastrum extracts in presence of radiation and e)
graphical representation of CFUs from three independent experiments. Values are Mean * standard error
(SE). Level of significance: *P<0.05 against control, #P<0.05 against stem ethanol (SE) 125 ug/ml,
SP<0.05 against radiation, @P<0.05 against SE 31.25 pg/ml + radiation
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Figure 4

Effect of T. portulacastrum in cellular redox balance Modulation of the cellular redox status by T.
portulacastrum extract: a) ROS level of non-irradiated and irradiated cells treated with increasing
concentrations of stem extract was measured using DCFDA assay, b) GSH content of non-irradiated and
irradiated cells treated with increasing concentrations of stem extract of T. portulacastrum through
fluorescent spectra of Monochlorobimane (MCB) at 380/460 excitation/emission wavelength. Values are
Mean + standard error (SE). Level of significance: *P<0.05 against control, #P<0.05 against stem ethanol
(SE) 125 pg/ml, SP<0.05 against radiation, @P<0.05 against SE 31.25 pg/ml + radiation, &P<0.05 against
SE 62.5 pg/ml + radiation
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Figure 5

Anti-inflammatory properties of T. portulacastrum Anti-inflammatory properties of T. portulacastrum
extract upon LPS induced activation of RAW 264.7 cells: a) MTT assay of cells treated with and without
LPS in combination of increasing concentrations of stem extract of TP. OD was taken at 595nm. b) NO
content of cells treated with and without LPS in combination of increasing concentrations of stem extract
using Griess assay. c) GSH content of cells treated with and without LPS in combination of increasing
concentrations of stem extract using Ellman’s assay. Values are Mean * standard error (SE). Level of
significance: *P<0.05 against control, #P<0.05 against stem ethanol (SE) 125 pg/ml, SP<0.05 against
LPS, @P<0.05 against SE 31.25 pg/ml + LPS
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Figure 6

Mode of action of T. portulacastrum as anti-inflammatory agent Mode of action of T. portulacastrum
extract at molecular level. Semi-quantitative PCR of the total RNA from the cells treated with and without
LPS in combination with increasing concentrations of stem extract of T. portulacastrum using a) iNOS
primer b) TNF-a and c) Nrf-2. GAPDH was used as internal control. Values are Mean + standard error (SE).
Level of significance: *P<0.05 against control, #P<0.05 against stem ethanol (SE) 125 ug/ml, SP<0.05
against LPS, @P<0.05 against SE 31.25 pg/ml + LPS, &P<0.05 against SE 62.5 pg/ml + LPS
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Schematic representation of radioprotective and anti-inflammatory effect of T. portulacastrum extract
Mode of action of T. portulacastrum extracts exerting radioprotective and anti-inflammatory activity:
Proposed model showing protective effect of stem extract of T. portulacastrum on hepatocytes and
macrophages in response to radiation and inflammatory stimulus. Red arrow indicates the effects of
radiation and LPS; Blue arrow indicates the effects of T. portulacastrum extracts.
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