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substances, and various types of machine exhaust (7). 
Free radical reactions are implicated in many degenerative 
diseases, including atherosclerosis, cancer, inflammatory joint 
disease, asthma, diabetes, senile dementia, and degenerative 
eye disease, by damaging genetic material within cells (8, 9). 
	 Thus, many living organisms have evolved with certain 
molecules or enzyme systems that largely counteract the 
damage arising from free radicals. Nevertheless, naturally 
occurring compounds in our diet called antioxidants also 
play a role in neutralizing the free radicals (10). Antioxidant 
molecules either directly neutralize free radicals at the source 
by donating an electron through an ionic bond or by indirectly 
activating antioxidant enzymes that can neutralize free radical 
reactions (11), thereby protecting the biological molecules. 
	 Antioxidant molecules vary in their neutralizing 
properties to counteract free radicals. vitamin E is well-
known as an effective antioxidant against free radicals and 
one of the most abundant and significant lipophilic radical-
scavenging antioxidant in vivo that forms a-tocopheroxyl 
radicals as the intermediate in its free radical scavenging 
reaction (12, 13). Recent studies demonstrate phytochemical 
ingredient molecules like Sulforaphane, richly found 
in cruciferous vegetables such as broccoli, brussels 
sprouts, and cabbage, can be cytoprotective and act as 
an antioxidant molecule, acting through the activation of 
various antioxidant enzymes in response to free radical 
stress (14). However, the relative effectiveness of various 
antioxidant molecules against free radicals is not known. 
	 The model of action through which antioxidants 
neutralize free radicals differs in cellular systems (3). The 
antioxidant molecule vitamin E neutralizes free radicals at the 
source by donating an electron through an ionic bond (15), 
whereas sulforaphane has been shown to activate a cascade 
of antioxidant enzymes in response to free radical stress in 
the cellular system (14). However, both actions help protect 
biological molecules. These differences in the mode of 
antioxidant action between sulforaphane and vitamin E could 
be a reason for the observed differences in their effectiveness 
in counteracting free radical effects on germinating radish 
seeds. However, the mechanisms of action of antioxidants 
need further investigation to explore the reasons for the 
relative differences in their effectiveness as an antioxidant.
	 Our study aims to investigate the relative effectiveness 
of sulforaphane as an antioxidant molecule to counteract the 
effects of free radicals generated by 1% H2O2 in comparison 
with another known antioxidant, vitamin E (16, 17). We 
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SUMMARY
	 Free radical chain reactions result when atoms 
containing unpaired electrons bind with biomolecules 
and alter their biological functions, contributing to 
the progression of diseases such as atherosclerosis, 
cancer, and diabetes. Antioxidants, such as vitamin 
E and sulforaphane, are effective neutralizers of 
free radicals and prevent cellular damage. This 
present study is conducted to determine the relative 
effectiveness of sulforaphane against free radicals 
generated by hydrogen peroxide (H2O2) compared with 
the known antioxidant vitamin E. In this experiment, 
H2O2 is a source of free radicals and germinating 
radish seeds are models to test the protective effects 
of antioxidants against free radicals. Generally, H2O2 
diffuses into the cell and dissociates to form hydroxyl 
radicals through Fenton reactions. Based on current 
literature, the hypothesis is that sulforaphane is more 
effective than vitamin E in inhibiting free radicals 
from 1% H2O2 on germinating radish seeds due to its 
activation of different antioxidant pathways compared 
to vitamin E’s direct neutralization of free radicals. The 
1% H2O2-treated radish seeds show lower germination 
rates than seeds treated with sulforaphane and vitamin 
E with 1% H2O2. Furthermore, the germination rate is 
higher in sulforaphane with 1% H2O2-treated seeds 
compared to vitamin E and 1% H2O2 treated seeds. In 
summary, these experiments show sulforaphane is 
more effective than vitamin E in neutralizing the free 
radical effects of H2O2 on radish seed germination. 
These results point to sulforaphane’s potential use as 
a dietary supplement to counteract free radical effects 
on cellular levels, helping to prevent the progression 
of certain diseases.

INTRODUCTION
	 Free radicals are atoms or molecules that are hazardous 
to cell health and are the root cause of several degenerative 
diseases (1, 2). Free radicals have an unpaired electron in their 
outer shell configuration that makes them highly reactive (3, 
4). To achieve a stable electron configuration, the free radicals 
attracting electrons from biomolecules such as proteins, 
lipids, or nucleic acids in the cell (5). Because of the removal 
of an electron, the biomolecules thus become unstable. As a 
result, this instability results in a cascade of chain reactions 
that alter their biological function, eventually leading to either 
cell degeneration or death (6). Some sources of free radicals 
in our system come from burned or smoked food, alcohol, 
pre-manufactured goods, ionizing radiation, radioactive 
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hypothesize sulforaphane is more effective than vitamin E 
in inhibiting the effects of free radicals on the germinating 
radish seeds treated with 1% H2O2 based on existing 
research suggesting that vitamin E upregulates antioxidant 
defenses as an exogenous antioxidant while sulforaphane 
activates endogenous defenses instead to neutralize free 
radicals (18). Specifically, evidence shows sulforaphane 
controls the expression of genes involved in the neutralization 
and elimination of reactive oxidants via the activation of 
nuclear factor erythroid 2-related factor 2 (NRF2) pathway, 
although the sulforaphane’s mechanisms are not completely 
understood at this time (19). In this experiment, H2O2 is used 
as a source of free radicals and the germinating radish seeds 
are used as models to test the protective effects of antioxidants 
in neutralizing free radicals. Previously, H2O2 was determined 
to be detrimental to the seed germination process as a toxic 
molecule and this observation is consistent with the results 
of this experiment; however, H2O2 in very small amounts can 
be conducive to seed germination as a signaling molecule   
(20). In the current study, H2O2 is used at concentrations 
that negatively affect the seed germination process.

RESULTS
	 After three days of incubating radish seeds in the presence 
of 1% H2O2 with or without antioxidants, seed germination 
rates are recorded and analyzed. A representative picture of 
germinating radish seeds with different treatments is shown 
in Figure 1. Table 1 displays the summary of the radish seed 
germination results obtained with four different individual 
experiments. In all, the experiment derived significant results 
based on a one-way ANOVA test with p<0.05.

	 H2O2 is used as a source of free radical generation in 
this study. An optimum concentration of H2O2 for the seed 
germination experiments is initially determined by testing 
the seed germination rate using different concentrations 
of H2O2. 1% H2O2 concentration is found to be an optimum 

concentration for the germination experiments as the rate of 
radish seed germination was definitely 0% when used at a 
concentration of 3%. The rate of germination of radish seeds 
is about 12% when H2O2 is used at a concentration of 1%, 
which is sufficient to vastly inhibit seed germination.
	 The radish seeds from the control group show an average 
germination rate of 97.5% (Figure 1; Table 1). However, the 
seeds treated with 1% H2O2 had a 12.5% germination rate, 
which is the lowest of all the treatments and point towards the 
strong inhibition of H2O2 on seed germination. Furthermore, 
the treatment of radish seeds with either sulforaphane or 
vitamin E did not have significant effects on seed germination, 
resulting in a germination rate of 90% and 97.5% respectively 
when compared to the seeds treated with water alone (Table 
1; Figure 2). 

	 The seeds group treated with vitamin E plus 1% H2O2 
display   an average seed germination rate of 52.5%, and 
the germination rate was significantly   lower when compared 
to the control group with p <0.05. The radish seeds treated 
with sulforaphane and 1% H2O2 yielded a seed germination 
rate of 87.5%, which is higher compared to the rate of 
germination of seeds in the presence of vitamin E with 1% 
H2O2 but not significant (p-value>0.05) when compared to 
the control group (Table 1; Figure 2). The vitamin E with 
1% H2O2 group is thus significantly different from the control 

Figure 1. Representative images of radish seed germination 
exposed to H2O2 and antioxidants. As described in the methods 
section, radish seeds were treated either with 1% H2O2 antioxidants 
alone, or 1% H2O2 in combination with either of the antioxidants, 
Sulforaphane and Vitamin E. The radish seeds were incubated for 
72 hours, images of the petri dishes were taken, and the germination 
rates were analyzed.

Table 1. A single factor ANOVA test for a robust comparison between 
the test groups was performed to determine the overall significance 
of the results. Statistical student t-test analysis was then performed 
on four independent sets of 10 healthy radish seed germination 
experiments, comparing each of the treatments to the control group 
containing only radish seeds and water. The germination rate of 
radish seeds treated with H2O2/antioxidants alone or in combination 
of both were recorded, and the results were analyzed using Student’s 
t-test to determine the significant differences in the germination 
rate between the treatment groups. Significant differences in seed 
germination rate were observed in treatment groups treated with 
1% H2O2 and Vitamin E+ 1% H2O2 when compared with control 
treated group but not with any other groups, suggesting Vitamin E is 
less effective than sulforaphane in neutralizing H2O2’s  free radical 
toxicity and its inhibition of germination.
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group with a p<0.05 and the sulforaphane with 1% H2O2 group 
is not significantly different from the control group treated 
with a p=0.1135, suggesting sulforaphane is relatively more 
potent in acting against free radical stress caused by H2O2 
on germinating radish seeds when compared with vitamin 
E. In all, the statistical tests performed demonstrate the 
sulforaphane with 1% H2O2 group have a similar germination 
pattern as the control group while the vitamin E with 1% 
H2O2 did not, thus suggesting vitamin E is less effective than 
sulforaphane in neutralizing H2O2’s free radical toxicity and its 
inhibition of germination.

DISCUSSION
	 This study was designed to determine the effectiveness 
of sulforaphane (from broccoli sprout extracts) in preventing 
the effects of free radicals on germinating radish seeds. Our 
experimental results support that sulforaphane-rich broccoli 
extract is more effective in neutralizing the free radical effects 
of H2O2 on germinating radish seeds when compared to the  
antioxidant, vitamin E. 
	 The control group containing seeds treated with water 
alone exhibited an average germination rate of 97%, 
suggesting that the conditions used such as water, seed 
bed, temperature, water, and light were optimal for the 
germination of the radish seeds. The seeds treated with 
H2O2 plus sulforaphane alone showed a similar germination 
rate to the control group, indicating that sulforaphane is 
effective in preventing the free radical effects on germinating 
radish seeds under the experimental seeds. In contrast, the 
seeds treated with vitamin E and H2O2 showed an average 
germination rate of 50%, which indicates that vitamin E is 
less effective in neutralizing H2O2 effects when compared to 

sulforaphane. 
	 The results from the present study show that 
sulforaphane rich-broccoli extract can act as an effective 
antioxidant and suggest that this extract is more potent than 
vitamin E in counteracting free radical effects. In effect, 
this study is helpful to further expand on existing research 
regarding sulforaphane and its potential effects and uses 
as an endogenous antioxidant. By demonstrating the higher 
effectiveness of sulforaphane over vitamin E in the context 
of H2O2 free radical toxicity and inhibition of germination, 
this research highlights the untapped therapeutic potential 
of sulforaphane as a potent antioxidant. By demonstrating 
these statistically significant results using radish seeds 
as an experimental model, this study will encourage other 
researchers to further investigate the mechanisms of how 
sulforaphane activates the NRF2 pathway as well as which 
enzymes are central to its function. We hope to open the 
path for the thorough investigation of sulforaphane including, 
but not limited to, its definite model of action in addition to its 
beneficial effects in mammalian cells and humans overall.
	 By using this research to demonstrate sulforaphane is 
effective in combating the free radical effects of H2O2, we can 
say that it would be beneficial for individuals to incorporate 
cruciferous vegetables, known to be an excellent source of 
sulforaphane, into their diets. Thus, this study has real-life 
applications as people could develop healthier eating habits 
by including sulforaphane rich-broccoli and other foods 
containing sulforaphane in their diet. As a natural antioxidant, 
sulforaphane can work as a defense against the free radical 
effects in our body with implications for preventing or delaying 
the underlying degenerative disease such as atherosclerosis, 
cancer, inflammatory joint disease, asthma, diabetes, senile 
dementia, and eye disease (8, 21, 22).

MATERIALS AND METHODS
Solution Preparations and Treatment Group Setup
	 The solutions for each of the experimental groups were 
prepared using a graduated cylinder. For this experiment, 
there were 6 petri dishes (100mm by 15mm; RGF) with 10 
radish seeds in each (Seeds of Change) that had different 
10 mL treatments added to each one (see Figure 1). First, 
coffee filter disks were placed in each petri dish at the bottom 
to produce a foundation for seed germination to occur. Ten 
mL of distilled water was added to the control group and 
10 mL of 1% H2O2, diluted from 3% H2O2, was added to the 
comparative control group. Next, the contents of a broccoli 
extracts rich with sulforaphane pill (400 mcg per 20:1 broccoli 
sprout extract capsule; Swanson, Green Foods) were added 
to 10 mL of water, stirred well, filtered, and added to the petri 
dish labelled as SFN. This step was repeated for the vitamin 
E pill (400 IU per dose; Spring Valley) and the solution was 
added to the vitamin E petri dish. The concentration of the 
sulforaphane-related treatment was 400 mcg per 10 mL of 
its corresponding solution per experimental group and is 
comparable to the 400 IU or 20,000 mcg concentration of 

Figure 2. Sulforaphane maintained seed germination rates in the 
presence of H2O2 more effectively than vitamin E. Bar graph below 
gives a summary of the radish seed germination results from four 
different experiments. The error bars represent the standard error 
of the mean (SEM) between individual experiments. The difference 
between treatment groups is considered significant (*) when the 
p-value is p<0.05 based on student t-test results. Significant 
differences in seed germination rate were observed in treatment 
groups treated with 1% H2O2 and Vitamin E and 1% H2O2 when 
compared with control-treated group but not with any other groups 
indicating the sulforaphane-rich broccoli extracts are effective in 
neutralizing the effects of 1% H2O2.
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vitamin E per 10 mL of its corresponding solution as both are 
the recommended daily dose of the antioxidant as established 
by dietary guidelines. Finally, for the experimental groups, the 
vitamin E pill and Sulforaphane pill were each added into a 
10 mL solution of 1% H2O2. The solutions were stirred well, 
filtered, and added into their respective petri dishes labeled as 
“vitamin E + 1% H2O2” and “SFN + 1% H2O2”. The petri dishes 
were then kept 3 feet away from a tube light at a temperature 
of around 73oF for 72 hours. Finally, pictures were taken and 
the seeds that had germinated from each petri dish were 
counted (see Table 1). This experiment was repeated four 
independent times.

Data Analysis
	 The average number of seeds germinated and the SEM 
(standard error of the mean) per experimental condition were 
calculated using Microsoft Excel. The significance (p-value) 
of the effectiveness of the treatment, compared to control 
treatment, on germinating radish seeds was calculated using 
a one-way ANOVA test to determine significance and a t-test 
to compare the means of each experimental group and the 
control group (see Table 1 & Figure 2).
	
ACKNOWLEDGEMENTS
We would like to thank the JEI editors for their detailed 
feedback and helpful suggestions on the manuscript 
throughout the submission process.

Received: July 20, 2020
Acccepted: November 30, 2020
Published: February 19, 2021

REFERENCES
1. Mathis, T., S. Vignot, C. Leal, J. P. Caujolle, C. Maschi, 
M. Mauget-Faÿsse, L. Kodjikian, S. Baillif, J. Herault, 
and J. Thariat. “Mechanisms of phosphenes in irradiated 
patients.” Oncotarget, vol. 8, no. 38, 2017, pp. 64579-64590. 
doi:10.18632/oncotarget.18719
2. Jan, A. T., M. Azam, K. Siddiqui, A. Ali, I. Choi, and Q. M. 
Haq. “Heavy Metals and Human Health: Mechanistic Insight 
into Toxicity and Counter Defense System of Antioxidants.” 
International Journal of Molecular Sciences, vol. 16, no. 12, 
2015, pp. 29592-29630. doi:10.3390/ijms161226183
3. Ahmadinejad, F., S. G. Møller, M. Hashemzadeh-
Chaleshtori, G. Bidkhori, and M. S. Jami. “Molecular 
Mechanisms behind Free Radical Scavengers Function 
against Oxidative Stress.” Antioxidants, vol. 6, no. 3, 2017, pp. 
51. doi:10.3390/antiox6030051
4. Sun, Yinnan, K. Yang, Q. Cao, et al. “Homogenate-
assisted Vacuum-powered Bubble Extraction of Moso 
Bamboo Flavonoids for On-line Scavenging Free Radical 
Capacity Analysis.” Molecules, vol. 22, no. 7, 2017, pp. 1156. 
doi:10.3390/molecules22071156
5. Black, J. R., M. S. Islam, H. L. Carmichael, B. L. Slaten, 
B. K. Little, and G. Mills. “Radical Chain Reduction of CCl4 

Initiated by Illumination of SPEEK Solutions.” The Journal of 
Physical Chemistry A, vol. 121, no. 20, 2017, pp. 3918-3928. 
doi:10.1021/acs.jpca.7b00240
6. Deng, Yuen, E. L. Lee, K. Chong, and Z. A. Almsherqi 
“Evaluation of radical scavenging system in amoeba Chaos 
carolinense during nutrient deprivation.” Interface Focus, vol. 
7, no. 4, 2017, pp. 20160113. doi:10.1098/rsfs.2016.0113
7. Yang, Lili, G. Liu, M. Zheng, et al. “Highly Elevated 
Levels and Particle-Size Distributions of Environmentally 
Persistent Free Radicals in Haze-Associated Atmosphere.” 
Environmental Science and Technology, vol. 51, no. 14, 2017, 
pp. 7936-7944. doi:10.1021/acs.est.7b01929
8. Gupta, R. K., A. K. Patel, N. Shah, et al. “Oxidative stress 
and antioxidants in disease and cancer: a review.” Asian 
Pacific Journal of Cancer Prevention, vol. 15, no. 11, 2014, 
pp. 4405-4409. doi:10.7314/apjcp.2014.15.11.4405
9. Florence, T.M. "The role of free radicals in disease." 
Australian and New Zealand Journal of Ophthalmology, 
vol. 23, no. 1, 1995, pp. 3-7. doi:10.1111/j.1442-9071.1995.
tb01638.x
10. Baschieri, Andrea, L. Pulvirenti, V. Muccilli, R. Amorati, 
and C. Tringali. “Chain-breaking antioxidant activity of 
hydroxylated and methoxylated magnolol derivatives: the role 
of H-bonds.” Organic and Biomolecular Chemistry, vol. 15, 
no. 29, 2017, pp. 6177-6184. doi:10.1039/c7ob01195d
11. Lephart, Edwin D. “Skin aging and oxidative stress: 
Equol's anti-aging effects via biochemical and molecular 
mechanisms.” Ageing Research Reviews, vol. 31, 2016, pp. 
36-54. doi:10.1016/j.arr.2016.08.001
12.	 Niki, Etsuo. "Role of vitamin E as a lipid-soluble peroxyl 
radical scavenger: in vitro and in vivo evidence." Free 
Radical Biology and Medicine, vol. 66, no. 1, 2014, pp. 3-12. 
doi:10.1016/j.freeradbiomed.2013.03.022
13.	 Tantavisut, Saran, A. Tanavalee, S. Honsawek, et al. 
“Effect of vitamin E on oxidative stress level in blood, synovial 
fluid, and synovial tissue in severe knee osteoarthritis: 
a randomized controlled study.” BMC Musculoskeletal 
Disorders, vol. 18, no. 1, 2017, pp. 281. doi:10.1186/s12891-
017-1637-7
14.	 Jiao, Zongxian, J. Chang, J. Li, D. Nie, H. Cui, and D. 
Guo. "Sulforaphane increases Nrf2 expression and protects 
alveolar epithelial cells against injury caused by cigarette 
smoke extract." Molecular Medicine Reports, vol. 16, no. 2, 
2017, pp. 1241-1247. doi:10.3892/mmr.2017.6700
15.	 Jiang, Qing. "Natural forms of vitamin E: metabolism, 
antioxidant, and anti-inflammatory activities and their role 
in disease prevention and therapy." Free Radical Biology 
and Medicine, vol. 72, 2014, pp. 76-90. doi:10.1016/j.
freeradbiomed.2014.03.035
16.	 Tantavisut, Saran, A. Tanavalee, S. Honsawek, et al. 
“Effect of vitamin E on oxidative stress level in blood, synovial 
fluid, and synovial tissue in severe knee osteoarthritis: 
a randomized controlled study.” BMC Musculoskeletal 
Disorders, vol. 18, no. 1, 2017, pp. 281. doi:10.1186/s12891-
017-1637-7



Journal of Emerging Investigators  •  www.emerginginvestigators.org 19 FEBRUARY 2021  |  VOL 2  |  5

17.	 Menon, Shreya, C. Lu, R. Menon, J. Schwartz, and 
Y. Guan. "Effects of Antioxidants in Human Cancers: 
Differential Effects on Non-Coding Intronic RNA Expression." 
Antioxidants, vol. 5, no. 1, 2016, pp. 1. doi:10.3390/
antiox5010001
18.	 Patel, Bijal, et al. “Concerted redox modulation by 
sulforaphane alleviates diabetes and cardiometabolic 
syndrome.” Free Radical Biology & Medicine, vol. 122, no. 1, 
2018, pp. 150-160. doi:10.1016/j.freeradbiomed.2018.02.004
19.	 Nguyen, Truyen, et al. “The Nrf2-antioxidant response 
element signaling pathway and its activation by oxidative 
stress.” The Journal of Biological Chemistry, vol. 284, no. 20, 
2009, pp. 13291-13295. doi:10.1074/jbc.R900010200
20.	 Wojtyla, Łukasz, et al. “Different Modes of H2O2 Action 
During Seed Germination.” Frontiers in Plant Science, vol. 7, 
no. 1, 2016, pp. 66. doi:10.3389/fpls.2016.00066
21.	 Sita, Giulia, P. Hrelia, A. Graziosi, and F. Morroni. 
"Sulforaphane from Cruciferous Vegetables: Recent 
Advances to Improve Glioblastoma Treatment" Nutrients, vol. 
10, no. 11, 2018, pp. 1755. doi:10.3390/nu10111755
22.	 Bahadoran, Z., P. Mirmiran, F. Hosseinpanah, M. Hedayati, 
S. Hosseinpour-Niazi, and F. Azizi. "Broccoli sprouts reduce 
oxidative stress in type 2 diabetes: a randomized double-
blind clinical trial." European Journal of Clinical Nutrition, vol. 
65, no. 8, 2011, pp. 972-977. doi:10.1038/ejcn.2011.59

Copyright: © 2020 Dasuri and Churchill. All JEI articles 
are distributed under the attribution non-commercial, no 
derivative license (http://creativecommons.org/licenses/
by-nc-nd/3.0/).  This means that anyone is free to share, 
copy and distribute an unaltered article for non-commercial 
purposes provided the original author and source is credited.


