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Abstract
Background
Oxidative stress and muscle damage occur during exhaustive bouts of exercise, and many runners report pain and soreness as major influences on changes or breaks in training regimens, creating a barrier to training persistence. Methylsulfonylmethane (MSM) is a sulfur-based nutritional supplement that is purported to have pain and inflammation-reducing effects. To investigate the effects of MSM in attenuating damage associated with physical exertion, this randomized, double-blind, placebo-controlled study evaluated the effects of MSM supplementation on exercise-induced pain, oxidative stress and muscle damage.

Methods
Twenty-two healthy females (n = 17) and males (n = 5) (age 33.7 ± 6.9 yrs.) were recruited from the 2014 Portland Half-Marathon registrant pool. Participants were randomized to take either MSM (OptiMSM®) (n = 11), or a placebo (n = 11) at 3 g/day for 21 days prior to the race and for two days after (23 total). Participants provided blood samples for measurement of markers of oxidative stress, and completed VAS surveys for pain approximately one month prior to the race (T0), and at 15 min (T1), 90 min (T2), 1 Day (T3), and 2 days (T4) after race finish. The primary outcome measure 8-hydroxy-2-deoxyguanine (8-OHdG) measured oxidative stress. Secondary outcomes included malondialdehyde (MDA) for oxidative stress, creatine kinase (CK) and lactate dehydrogenase (LDH) as measures of muscle damage, and muscle (MP) and joint pain (JP) recorded using a 100 mm Visual Analogue Scale (VAS). Data were analyzed using repeated and multivariate ANOVAs, and simple contrasts compared post-race time points to baseline, presented as mean (SD) or mean change (95% CI) where appropriate.

Results
Running a half-marathon induced significant increases in all outcome measures (p < 0.001). From baseline, 8-OHdG increased significantly at T1 by 1.53 ng/mL (0.86–2.20 ng/mL CI, p < 0.001) and T2 by 1.19 ng/mL (0.37–2.01 ng/mL CI, p < 0.01), and fell below baseline levels at T3 by −0.46 ng/mL (−1.18–0.26 CI, p > 0.05) and T4 by −0.57 ng/mL (−1.27–0.13 CI, p > 0.05). MDA increased significantly at T1 by 7.3 μM (3.9–10.7 CI, p < 0.001). Muscle damage markers CK and LDH saw significant increases from baseline at all time-points (p < 0.01). Muscle and joint pain increased significantly from baseline at T1, T2, and T3 (p < 0.01) and returned to baseline levels at T4. Time-by-treatment results did not reach statistical significance for any outcome measure, however, the MSM group saw clinically significant (Δ > 10 mm) reductions in both muscle and joint pain.

Conclusion
Participation in a half-marathon was associated with increased markers of oxidative stress, muscle damage, and pain. MSM supplementation was not associated with a decrease from pre-training levels of oxidative stress or muscle damage associated with an acute bout of exercise. MSM supplementation attenuated post-exercise muscle and joint pain at clinically, but not statistically significant levels.
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Background
Participation in group exercise events has risen dramatically over the past twenty years. The number of Americans finishing organized running races has risen from approximately 4.2 million in 1990 to over 15.5 million in 2012 [1]. The total active membership of USA Triathlon has grown from just under 65,000 in 1994 to over half a million in 2012 [2]. This trend is indicative of an increase in exhaustive training programs. Intermediate runners training for a half-marathon run an average of 25–30 miles per week, and can often exceed 35 miles per week in the three months before the race [3].
Exhaustive exercise increases oxygen consumption and stimulates mitochondria and lymphocytes, resulting in the production of reactive oxygen and nitrogen species (RONS) [4, 5]. At low to moderate levels, RONS are critical for cellular regulation of gene expression and cell signaling [6]. In muscle cells, they act as signals for cell adaptation and are thus necessary for muscle growth [7]. At high levels they become destructive to tissues, damaging cells and inhibiting muscle growth [8]. Oxidative stress or damage occurs when RONS react with cellular constituents and deform the constituent to an unusable form [9].
Two primary groups of biological constituents damaged by oxidative stress are DNA bases and fatty acids [9]. High levels of RONS become genotoxic when in contact with DNA. Guanine has the lowest oxidation potential of the four bases and thus is most commonly oxidized, forming 8-hydroxy-2′- deoxyguanosine (8-OHdG). When the body repairs the damage 8-OHdG is removed and excreted, becoming a marker for the oxidative stress. This damage, although possible in most tissues, occurs primarily in muscle tissue and circulating lymphocytes. DNA damage occurring as a result of oxidative stress may play an important role in the etiology of cancer, diabetes, and arteriosclerosis [10]. Lipids within the cell membrane are also damaged when high levels of RONS are present in the body. Oxidation of fatty acids in the membrane result in lipids degrading into malondialdehyde (MDA) [11]. MDA is a mutagenic byproduct and reacts with deoxyadenosine and deoxyguanosine in DNA, forming DNA adducts, and is itself damaging to the body, sometimes causing cell lysis and cell death [12]. Breaking of muscle cells releases creatine kinase (CK) and lactate dehydrogenase (LDH) into the blood stream – two enzymes found at high levels in muscle cells [8, 13]. In this study, 8-OHdG, a measure of oxidative stress, was chosen as the primary outcome measure. The secondary measure of MDA also measured oxidative stress. The secondary outcomes of muscle damage were measured through cellular enzymes (CK and LDH), and muscle pain and joint pain were measured using a visual analogue scale (VAS).
Physical training adapts the body to higher levels of RONS and increases its ability to manage the excess oxidative potential. However, long bouts of exercise still produce an unmanageable amount of oxidative stress. It has been suggested that the relationship between health and exercise is U-shaped, with negative health outcomes present both at low and very high levels of exercise [14]. Many negative health outcomes associated with very high levels of exercise are caused by excessive oxidative stress on the tissues. These outcomes include increased muscle fatigue, lower force production, and delayed onset muscle soreness (DOMS) [6, 13].
Methylsulfonylmethane (MSM) is a small sulfur-based molecule comprised of a sulfur atom with two double-bonded oxygen atoms and two methyl groups. It is a naturally occurring molecule found in a variety of foods including fruits, vegetables, grains and milk. Although it is most commonly supplemented to improve joint health, recent studies indicate that MSM may also be effective in seasonal allergic rhinitis, interstitial cystitis, autoimmune disease and cancer chemoprevention [15]. Studies have demonstrated that it has both anti-inflammatory and antioxidative properties [16, 17]. Although MSM, when ingested, has an antioxidative effect in vivo, the molecule itself does not directly quench oxidant activity. Instead, MSM reduces the body’s production of RONS [18]. It takes repeated doses over at least one week for MSM to build to an efficacious level within the body. This characteristic comes from its quick absorption rate and slower excretion rate [19].
In animal models, MSM has been shown to bolster the antioxidative capacity of cells compared to placebo controls, suggesting the presence of protective physiological pathways. In one study, MSM significantly decreased malondialdehyde (MDA), myeloperoxidase (MPO), and IL-1β, while increasing glutathione (GSH) and catalase (CAT) production [20]. Another study showed that MSM pre-treatment significantly attenuated damaging effects of acetaminophen including decreased GSH and superoxide dismutase (SOD), and increased MDA and MPO [21]. Using monocrotaline-induced pulmonary hypertensive rats, one study found significantly lower levels of CAT, SOD, and GSH in the hypertensive rats, and these levels recovered to control levels in MSM-treated rats [16].
Initial human exercise studies have suggested that MSM supplementation may reduce exercise-induced oxidative stress and muscle damage. In untrained males, supplementation of 50 mg/kg/day reduced levels of MDA, PC, and oxidized glutathione after an acute bout of exercise, when compared to placebo [22], and 50 mg/kg/day MSM supplementation increased the total antioxidant capacity (TAC) and reduced CK and bilirubin levels after exhaustive exercise compared to placebo [23]. Another study evaluating moderately-trained men noted reduction in muscle soreness and fatigue with increased MSM dosage, while trolox equivalent antioxidant capacity (TEAC) increased and homocysteine decreased at 3.0 g/day [24]. These studies suggest that MSM may bolster pathways that protect against excessive oxidative stress from exercise.
These studies evaluated untrained and moderately-trained men. The effects of MSM on trained individuals and women is still unknown. Determining MSM’s effectiveness on trained individuals is important because it is the population to most likely benefit from reduced oxidative and muscle damage. In addition, the current study was designed to observe the effects of MSM in a real-world application. We hypothesized that supplementing MSM at 3 g/day for three weeks reduces the oxidative damage induced by a bout of exhaustive exercise, and that the reduction of oxidative stress results in reduced muscle damage and subsequently reduces muscle soreness and joint pain.

Methods
Study participants
Included participants were in good health and between the ages of 21 and 45; all participants were recruited from the registrant pool of the Portland Half Marathon. Participants were excluded if they had taken MSM in the past month, warfarin, corticosteroids or statins in the past three months, used tobacco in the past six months, were pregnant or nursing, or if they were peri- or postmenopausal. In order to reduce variation in training regimens, competition in a race of greater than a 5 K within the month prior to the race was considered a basis for exclusion. Potential participants were excluded if they had ever participated in a full marathon, participated in a half-marathon during previous six months, or participated in more than three half-marathons during previous three years. Previous race history was used to exclude highly trained individuals and provide a study population of participants who could be considered “weekend warriors.”
Potential participants were screened for initial eligibility via a telephone call and then scheduled for a baseline visit. At the baseline visits, participants gave informed consent and then completed an eligibility and health questionnaire, a training log capturing training information for three prior days, and listed medication and supplement use. This study was approved by the National University of Natural Medicine Institutional Review Board.

Experimental design
This study was a randomized, double-blind, placebo-controlled trial evaluating the effects of MSM on oxidative stress, cell damage and pain caused by exhaustive exercise. Twenty-four participants were randomized to receive either MSM or placebo at a dose of 3 g/day for three weeks preceding the Portland Half-Marathon. Blood serum and pain-scale questionnaires were collected approximately one month prior to the race day (baseline), and again 15 min, 90 min, 1 day and 2 days post-race. Serum samples were analyzed for the primary outcome measure 8-hydroxy-2′-deoxyguanosine (8-OHdG), and malondialdehyde (MDA); both are markers of oxidative stress. Serum levels of creatine kinase (CK) and lactate dehydrogenase (LDH) were measured as markers of muscle damage. A 100 mm Visual Analog Scale (VAS) was used to measure muscle pain and joint pain at each time point.

Interventions
Participants ingested either 3 g/day of MSM or 3 g/day of rice flour placebo. This study used OptiMSM® provided by Bergstrom Nutrition (Vancouver, WA) as the active supplement. Placebo capsules contained rice flour, a harmless and inert substance used in food products, and not known to affect RONS. Placebo capsules, also provided by Bergstrom Nutrition, were matched for size and color to MSM capsules.
All study participants were registered for, and completed the Portland Half-Marathon (13.1 miles) held on October 5th, 2014. The start and finish lines for the race were both in downtown Portland. Decisions on training regimens, diet, and competitive goals were left to individual participants. The study did not collect pre-race training or dietary information. Participants completed a 24 h recall form for alcohol consumption at each time point, but were only asked to abstain from alcohol between the 15 min and 90 min post-race visits.
Participants took MSM or placebo starting three weeks prior to the race and continued until two days afterward. Study participants were provided with printed supplementation instructions and a capsule intake log to help track and promote supplement adherence. Participants received a reminder phone call the day before beginning supplementation and mid-study phone calls to check for adherence and adverse reactions. All participants were asked to return the remaining capsules and intake log at the final visit, as well as to complete an exit questionnaire to track any changes in participant weight or medication and supplement use.

Outcome measures
Participants provided blood samples and completed a pain questionnaire at each study visit. Baseline visits (T0) occurred approximately one month prior to race day, and were conducted at Helfgott Research Institute (HRI) at NUNM. The 15 min (T1) and 90 min (T2) post-race visits occurred near the finish line of the Portland Half-Marathon in fully equipped study tents. The 1 day (T3) and 2 day (T4) post-race visits occurred at HRI at various times between 8:00 am and 7:00 pm. All blood draws were performed by a licensed phlebotomist, physician, or registered nurse. Blood collection at each visit consisted of a venous blood draw of approximately 8 to 11 mL into two separate serum separator tubes (SST): a 3.5 mL yellow top BD Vacutainer®, and an 8.5 mL “tiger top” BD Vacutainer®. Tubes were labeled with stickers containing the participant ID number and the visit number.
Blood samples were allowed to clot for 30 min at room temperature and then centrifuged at 2500 rpm for 30 min. Serum from the 8.5 mL tubes was transferred to 1.5 mL microcentrifuge tubes in 500 μL aliquots and stored at −80 °C in the HRI Laboratory for analysis of 8OHdG and MDA. The 3.5 mL tubes were stored at 4 °C overnight and transported the following day to the NUNM Clinic Laboratory where they were submitted to MESA Labs (Portland, OR) for analysis of Creatine Kinase and Lactate Dehydrogenase.
Serum 8-OHdG levels, the primary outcome measure, were measured through competitive ELISA kits purchased through Cayman Chemical (DNA/RNA Oxidative Damage EIA Kit: Item Number 589320). Assays were performed in the Helfgott Research Center Laboratory using serum aliquots from 8.5 mL SST stored at −80 °C. ELISAs were performed according to manufacturer’s instructions and absorbance was measured at 450 nm. Serum MDA levels were measured through a colorimetric assay purchased through Cayman Chemical (TBARS Assay Kit: Item Number 10009055). Assays were performed in the Helfgott Research Center Laboratory using serum aliquots from the 8.5 mL SST stored at −80 °C. Assays were conducted according to manufacturer’s instructions and absorbance was measured at 530 nm. Serum CK and LDH levels were measured by spectrophotometry at MESA Labs using serum from the 3.5 mL SST.
A 100 mm Visual Analog Scale was used to quantify perceived joint pain and perceived muscle pain by measuring, in millimeters, the distance between the left end of the scale (no pain) to the participant’s mark. Lowest possible score was 0, the highest was 100. For measurements of pain it is important to determine a clinically significant difference, which is the difference or change in scores for which a patient or participant is able to distinguish between pain levels. Clinical significance for the 100 mm VAS pain scale has been determined to be a difference of 10 mm or more (>Δ10mm) [25, 26].

Statistical analysis
SPSS statistical software was used for all statistical analyses [27]. Initial analysis included independent t-tests for between group differences in BMI, age, gender, and race time, to check for possible differences between groups. Repeated ANOVAs were used to assess time and time*group effect. Data was assessed for normal distribution and corrections were made when appropriate. Correlations were analyzed for “Hours from Race Finish” and 1-Day and 2-Day outcomes. Multivariate ANOVAs were used to assess differences between groups at each time point. We tested unadjusted differences in means, group effects adjusted for baseline levels, and effects adjusted for baseline, BMI, Age, and Race Time, in a three-tiered analysis. Summary estimates are reported as mean ± standard deviation (SD) for timepoint analysis, and for between-group analysis, means are reported with 95% confidence intervals (CI). Comparison data for both timepoint and group analysis are reported with 95% confidence intervals.
Power calculations were completed for 8-OHdG as the primary outcome measure. Although little prior research had been conducted on serum 8-OHdG measured through ELISA, the number of necessary participants for each group was calculated at 16 (32 total) for the study to be powered at 0.80 with α = 0.05 [28, 29]. To account for a 25% dropout rate, the study set a recruitment goal of 44 participants. Data are presented as mean (SD) or mean change (95% CI) when appropriate.


Results
Recruitment did not reach the threshold required by a priori power calculations. Twenty-four healthy females and males were enrolled in the study and 22 completed all study activities (Table 1). Two participants dropped out prior to study completion: one participant dropped out due to an adverse event and one due to time constraints (Fig. 1). One participant (F, MSM Group) did not complete pain questionnaires for T1 and T2. These missing data points were left blank and no values were imputed. We were unable to obtain a blood sample from one participant (F, Placebo Group) at T1. Data values for blood serum measures at this one data point represent the mean of 5 imputations using a linear regression imputation model. Analyses of CK results were adjusted with a logarithmic transformation to correct for high levels of skewness. Analysis of pre-baseline training logs did not show any significant associations with baseline outcome measures.Table 1Participant Characteristics


	Variable
	Group (n)

	MSM(11)
	Placebo(11)
	Total(22)

	Gender
	F
	9
	8
	17

	M
	2
	3
	5

	 	Mean ± SD
	Mean ± SD
	Mean ± SD

	Age (years)
	35.6 ± 6.5
	31.8 ± 7.1
	33.7 ± 6.9

	BMI
	25.6 ± 6.7
	27.6 ± 7.6
	26.6 ± 7.1

	Race Time (min)
	145 ± 25
	162 ± 55
	153 ± 43




                        [image: A12970_2017_181_Fig1_HTML.gif]
Fig. 1Recruitment and Enrollment. Flow chart for participant recruitment and enrollment




                     
Pain outcomes
Running a half-marathon was associated with significant increases in both muscle pain (p < 0.001) and joint pain (p < 0.001), after controlling for baseline pain and group allocation. Mean levels of both muscle and joint pain significantly increased from baseline at T1, T2, and T3, but returned to non-significant levels at T4 (Table 2).Table 2Post-exercise outcomes compared to baseline


	Outcome
	N
	 	T0 (Base)
	T1 (15 Min.)
	T2 (90 Min.)
	T3 (1 Day)
	T4 (2 Day)

	8OHdG (ng/mL)
	22
	Mean ± SD
	9.06 ± 3.28
	10.59 ± 4.00
	10.25 ± 3.57
	8.60 ± 2.98
	8.50 ± 2.50

	ΔBaseline
                                          
	 	1.53**
(0.86–2.20)
	1.19*
(0.37–2.01)
	−0.46
(−1.18–0.26)
	−0.57
(−1.27–0.13)

	MDA (μM)
	22
	Mean ± SD
	17.4 ± 4.7
	24.7 ± 7.7
	18.3 ± 6.1
	16.2 ± 4.3
	17.3 ± 4.7

	ΔBaseline
                                          
	 	7.3**
(3.9–10.7)
	0.9
(−1.8–3.6)
	−1.2
(−2.9–0.5)
	−0.1
(−2.2–1.9)

	logCK (U/L)
	22
	Mean ± SD
	1.99 ± 0.20
	2.25 ± 0.26
	2.32 ± 0.28
	2.58 ± 0.46
	2.35 ± 0.42

	ΔBaseline
                                          
	 	0.26**
(0.13–0.38)
	0.33**
(0.20–0.46)
	0.59**
(0.39–0.79)
	0.36**
(0.17–0.54)

	LDH (U/L)
	22
	Mean ± SD
	158.2 ± 18.9
	230.4 ± 41.3
	232.4 ± 48.0
	188.4 ± 31.9
	180.1 ± 35.1

	ΔBaseline
                                          
	 	72.2**
(54.6–89.8)
	74.2**
(53.9–94.6)
	30.2**
(17.0–43.4)
	21.9*
(8.1–35.7)

	Muscle Pain (mm)
	21
	Mean ± SD
	15.3 ± 20.6
	38.6 ± 25.6
	33.6 ± 27.6
	36.2 ± 25.3
	21.4 ± 21.1

	ΔBaseline
                                          
	 	23.3**
(11.6–35.1)
	18.3*
(5.7–31.0)
	20.9**
(9.3–32.5)
	6.2
(−3.5–15.9)

	Joint Pain (mm)
	21
	Mean ± SD
	8.7 ± 19.3
	33.5 ± 21.3
	31.2 ± 25.2
	23.9 ± 23.2
	16.4 ± 26.2

	ΔBaseline
                                          
	 	24.8**
(15.0–34.6)
	22.5**
(10.9–34.0)
	15.2*
(4.6–25.9)
	7.7
(−4.3–19.7)


Results adjusted for mean-centered baseline. Means reported with standard deviations. ΔBaseline indicates the change from baseline (T0) – reported with 95% confidence interval. *P < 0.01 vs baseline. **P < 0.001 vs baseline



                        
Baseline pain levels were non-significantly lower in the MSM group for both muscle and joint pain. The results showed a pattern of lower pain levels in the MSM group (Fig. 2). However, time-by-treatment outcomes did not reach significance in either muscle or joint pain. Compared to placebo, MSM supplementation resulted in non-significantly lower muscle pain at T1 (p = 0.063), and lower muscle pain at T2 and T3. The levels of reduction in the MSM group at T1, T2, and T3 were at levels considered clinically significant (clinical significance defined as Δ > 10 mm) [25, 26], but none reached statistical significance. Similar results were seen for joint pain at T3 (Table 3).[image: A12970_2017_181_Fig2_HTML.gif]
Fig. 2Muscle and Joint Pain. Reported pain levels (in millimeters of VAS) at each time point for Muscle pain and Joint pain. Each graph shows mean outcomes for placebo and MSM groups at each timepoint. Error bars indicate 95% confidence intervals. Results were controlled for baseline




                           Table 3Between-group comparisons


	Outcome
	Group
	N
	T1 (15 Min.)
	T2 (90 Min.)
	T3 (1 Day)
	T4 (2 Day)

	8OHdG (ng/mL)
	MSM
	11
	10.87 (9.90–11.83)
	10.72 (9.55–11.89)
	9.12 (8.09–10.15)
	9.13 (8.13–10.13)

	Placebo
	11
	10.32 (9.36–11.29)
	9.79 (8.61–10.96)
	8.08 (7.05–9.11)
	7.86 (6.86–8.86)

	ΔGroup
                                          
	0.54 (−0.84–1.92)
	0.94 (−0.74–2.61)
	1.04 (−0.43–2.51)
	1.27 (−0.17–2.71)

	MDA (μM)
	MSM
	11
	26.6 (21.7–31.4)
	18.8 (14.9–22.6)
	15.7 (13.3–18.1)
	15.9 (13.0–18.8)

	Placebo
	11
	22.9 (18.1–27.7)
	17.9 (14.0–21.7)
	16.7 (14.3–19.2)
	18.7 (15.8–21.6)

	ΔGroup
                                          
	3.7 (−3.2–10.5)
	0.9 (−4.6–6.4)
	−1.1 (−4.5–2.4)
	−2.8 (−6.9–1.4)

	logCK (U/L)
	MSM
	11
	2.26 (2.08–2.43)
	2.33 (2.15–2.52)
	2.67 (2.38–2.95)
	2.40 (2.14–2.66)

	Placebo
	11
	2.24 (2.07–2.41)
	2.30 (2.12–2.48)
	2.49 (2.21–2.78)
	2.29 (2.03–2.55)

	ΔGroup
                                          
	0.02 (−0.23–0.26)
	0.03 (−0.23–0.29)
	0.18 (−0.24–0.58)
	0.11 (−0.26–0.48)

	LDH (U/L)
	MSM
	11
	224.3 (199.2–249.3)
	228.3 (199.3–257.2)
	191.0 (172.2–209.7)
	183.1 (163.4–202.7)

	Placebo
	11
	236.5 (211.5–261.5)
	236.6 (207.6–265.5)
	185.8 (167.0–204.5)
	177.1 (157.5–196.7)

	ΔGroup
                                          
	−12.2 (−47.8–23.4)
	−8.3 (−49.5–32.9)
	5.2 (−21.5–31.9)
	6.0 (−22.0–33.9)

	Muscle Pain (mm)
	MSM
	11
	28.7 (11.6–45.9)
	28.3 (9.9–46.8)
	31.2 (14.3–48.2)
	21.8 (7.6–35.9)

	Placebo
	10
	48.5 (32.2–64.9)
	38.9 (21.2–56.5)
	41.2 (25.0–57.3)
	21.1 (7.6–34.6)

	ΔGroup
                                          
	−19.8 a (−43.7–4.1)
	−10.6 a (−36.3–15.2)
	−10.0 a (−33.5–13.7)
	−0.7 (−20.4–19.1)

	Joint Pain (mm)
	MSM
	11
	29.1 (14.7–43.5)
	26.6 (9.6–43.6)
	18.6 (2.9–34.2)
	14.9 (−2.8–32.5)

	Placebo
	10
	38.0 (24.2–51.7)
	35.7 (19.5–51.9)
	29.3 (14.4–44.2)
	17.9 (1.1–34.7)

	ΔGroup
                                          
	−8.9 (−29.1–11.3)
	−9.1 (−33.0–14.7)
	−10.7 a (−32.7–11.2)
	−3.0 (−27.8–21.7)


Results adjusted for mean-centered baseline. Group results reported as Mean (95% confidence interval). ΔGroup indicates between group differences at each timepoint (MSM – Placebo), results reported with 95% confidence interval

                                    aClinically significant (ΔGroup ≥ 10) betweeen-group pain outcomes



                        

Serum outcomes
The MSM group had lower baseline levels of 8-OHdG and MDA and higher levels of CK and LDH, although none of these differences were statistically significant. All serum marker calculations were adjusted using the mean-centered baseline level of the outcome measure as a covariate during analysis.
Running a half-marathon induced significant increases in oxidative stress in both 8-OHdG (p < 0.001) and MDA (p < 0.001) immediately after the race (Times T1 and T2), when controlling for baseline and group (Fig. 3). Mean 8-OHdG serum levels fell to levels below baseline measurements at T3 and T4. Mean MDA serum levels across treatment groups increased significantly from baseline levels directly after the race at T1, but recovered to levels similar to baseline by T2 (Table 2). When adjusted for baseline, time-by-treatment outcomes for both 8-OHdG and MDA were insignificant. A consistently higher level of 8-OHdG in the MSM group was observed, and the mean difference in 8-OHdG levels between MSM and Placebo increased over time (Fig. 3). MDA levels in the MSM group were higher at T1 and T2, but fell below Placebo group levels at T3 and T4. Between-group differences in MDA were non-significant at each time point (Table 3).[image: A12970_2017_181_Fig3_HTML.gif]
Fig. 3Oxidative Stress. Serum oxidative stress levels, measured in levels of 8-OHdG and MDA. Each graph shows mean outcomes for placebo and MSM groups at each timepoint. Error bars indicate 95% confidence intervals. Results were controlled for baseline




                        
Running a half-marathon significantly increased levels of both log-transformed CK (logCK) (p < 0.001) and LDH (p < 0.001) when controlling for baseline and group (Fig. 4). Mean serum levels of logCK significantly increased (p < 0.001) from baseline at every post-race time point, with T4 levels being highest. Mean LDH serum levels also increased significantly from baseline levels at all post-race time points, with the similarly high levels measured at T1 and T2. LDH levels at T3 and T4 fell to levels significantly (p < 0.001) lower than at T1 and T2 (Table 2). When adjusted for baseline, time-by-treatment outcomes for both logCK and LDH were insignificant. Log adjusted CK levels were nearly identical between groups at T1 and T2. At T3 and T4 a measurable, yet non-significantly higher level of logCK was observed in the MSM group compared to placebo (Fig. 4). The MSM group had lower levels of LDH at T1 and T2, but higher levels than Placebo at T3 and T4. Group differences were non-significant at each time point (Table 3).[image: A12970_2017_181_Fig4_HTML.gif]
Fig. 4Muscle Damage. Serum levels of LDH and logarithmically adjusted CK – indicators of muscle damage. Each graph shows mean outcomes for placebo and MSM groups at each timepoint. Error bars indicate 95% confidence intervals. Results were controlled for baseline




                        

Adverse events and side effects
Two participants dropped out of the study. One participant in the MSM group dropped out due to a change in employment that restricted availability prior to beginning supplementation. One participant in the Placebo group dropped out due to self-reported adverse reactions after one week of supplementation that included low-energy and difficulties concentrating.
No other adverse events were reported during the study. Upon exit, two participants in the MSM group reported experiencing mild gastrointestinal effects and one reported experiencing insomnia. No side effects were reported in Placebo group.


Discussion
Muscle and joint pain levels were lower in the MSM group at all post-race time points for both muscles and joints, although overall group comparisons were non-significant. Between group time comparison for muscle pain at 15 min did result in a statistical trend (p = 0.063) for lower pain in the MSM group. It is important to note that although treatment did not result in statistical significance, the size of the differences between the MSM and Placebo groups at 15 min, 90 min and one day were clinically significant (Δ > 10 mm). A reduction of 10 mm or greater is generally accepted as clinically relevant [25, 26]. The reduction of 19.8 mm for muscle pain, although not statistically significant, is bolstered by its clinical relevance. Between-group outcomes for joint pain resulted in clinically significant lower pain levels of between 9 and 10 mm. Although the results did not reach statistical significance, the clinically significant effect combined with similar results across two pain measures suggests that MSM may be effective in reducing exercise-induced pain.
While no between-group comparisons reached statistical significance at any time point, there was a statistical trend for lower 8-OHdG levels in the Placebo group two days after the race. The differences in 8-OHdG between MSM and Placebo groups that occurred at one and two days after the race appear to have occurred in part due to Placebo group levels falling below baseline. Treatment appeared to have almost no effect on the muscle damage markers CK and LDH. Logarithmically adjusted CK levels were slightly higher in the MSM group at each time point, but differences were minimal and statistically equivalent. Group comparisons for LDH showed slightly lower levels in the MSM group for race day time points, and slightly higher levels in the one and two day time points.
This study aimed at recruiting a group of participants who are not year-round competitive runners, but rather people who have decided to enter a race as a means of increasing their exercise for personal accomplishment, or for social benefits. By having a group of participants who were not overly trained, we hoped to create a group for which running a half-marathon would induce a measurable oxidative stress response. Because the body adapts to exercise, a group of highly trained individuals may not have a strong oxidative stress response to running a distance that is regularly achieved. Overall, the recruitment criteria were effective in creating a study group reflective of this larger population. A key element in this success was recruiting from a pool of people who already opted-in to running the race. The study group was slightly overweight, had an average age of 35 years, and completed the race in just over two and a half hours, on average. Body mass index was similar to U.S. population, age was similar to all half-marathon participants, and race time was slightly higher than overall U.S. average times – reflective of first or second attempts [1, 30]. A higher number of female runners is typical in distance running, but our study did not include enough men to reasonably test for potential gender differences in outcome measurements. However, because women are an underrepresented group in studies of this type, we consider the high number of female participants in our study population to be a strength of our study.
Three previous studies evaluating the effects of MSM on untrained men showed significant reductions in the oxidative stress markers MDA and protein carbonyls, a reduction in the muscle damage markers CK and bilirubin, as well as an increase in total antioxidant capacity (TAC) and glutathione [22, 23, 31]. These studies used a similar exercise intervention (14 km run) as the present study. Another clinical trial showed MSM supplementation at 3 g/day increased trolox equivalent antioxidant capacity (TEAC) in moderately trained males after completing knee extensions [24]. One possible explanation for this discrepancy is differing study populations. The study population was comprised of moderately trained participants. It is possible that the ability of MSM to attenuate exercise-induced oxidative stress and muscle damage in untrained and moderately-trained men does not work in broader populations, including women, populations with higher BMIs, and varying training levels. In addition, knee extensions have a very different effect on physiological pathways than running a half-marathon [24].
Interestingly, the results of this study suggest that MSM supplementation may simultaneously reduce muscle and joint pain, yet increase oxidative stress markers. It also suggests a correlation between higher levels of oxidative stress and muscle pain (data not shown). Although statistical significance was not reached in the group comparisons, overall patterns seem to place these findings at odds. This discrepancy may have resulted from the lack of a true baseline measurement. Baseline levels were measured approximately one month prior to the race, representing a pre-training measurement rather than a pre-race measurement. A pre-training baseline measurement is not able to account for varying training regimens, which have a considerable impact on oxidative stress responses. A measurement either the night before or immediately before the race would have provided a better representation of a pre-race baseline level. A baseline blood-draw was not taken directly before the race due to logistical constraints and the excessive burden it would have placed on the participants.
If the discrepancy did not result from a lack of true baseline, MSM must reduce pain through a separate mechanism of action. Several studies have indicated that MSM may have anti-inflammatory properties. MSM has been shown to reduce levels of NF-κβ, IL-1, IL-6, IL-8, TNF-α, and the activation of inflammasomes [17, 32, 33]. It is possible that the reduction in pain stems from a reduction in inflammation.
The body adapts to repetitive exercise, including attenuation of oxidative stress [5]. This is especially true for habitual exercise routines [34], and it is common for the intensity of training regimens to be highest the month prior to the race [3]. Differences in training, individual response to training, and level of individual athleticism in the month prior to the race can have major impacts on normal levels of oxidative stress and muscle damage [6, 35]. Oxidative stress levels in this study were lower at one and two days after the race than at baseline, indicating a biochemical adaptation occurred during the month between baseline and the race. Furthermore, previous research gives no evidence that training regimens affect normal, or baseline pain levels. Therefore the baseline pain measurements, unlike the serum measurements, were likely similar at the start of the race to those measured one month prior, and resulted in changes more reflective of previous research.
Limitations
Although the group was largely reflective of the targeted population, males were underrepresented and recruitment did not meet goals for number of participants (Fig. 1). The low number (n = 5) of male participants prohibited adjusting for gender in statistical analysis, as the low representation would make results highly unreliable. The original aim was to have 32 participants finish the study as per the power calculations conducted on 8-OHdG. Recruitment was hindered by an unexpectedly high percentage of race participants residing in areas not amenable to study involvement. Fortunately, a strong study design and effective incentives reduced the drop-out rate and maximized data capture. It was assumed that 25% of recruited participants would drop from the study. The study ended with a dropout rate of 8% (2/24).
8-OHdG was chosen as the primary outcome measure because of its novelty as a serum marker of exercise-induced oxidative stress. In prior exercise studies, it was more common to use urine 8-OHdG levels, while serum markers have more commonly been used in studies analyzing food or drug impacts on oxidative stress. Although investigating unique markers can result in a deeper understanding of the mechanism of action, the lack of prior research has a limiting effect on study design and implementation. Furthermore, analysis of 8-OHdG was performed through competitive ELISA, which introduced inter-assay variability. This was addressed in part by ensuring that all time points from a single individual were assayed together, thus removing any inter-assay variability from time point changes.


Conclusions
The study suggests that MSM supplementation may attenuate exercise-induced muscle and joint pain at clinically relevant levels, but that it does not reduce post-exercise markers of oxidative stress or muscle damage from pre-training levels. We also observed that running a half-marathon reliably induces muscle and joint pain, oxidative stress and muscle damage, over a predictable time course. It still remains uncertain whether MSM supplementation attenuates exercise-induced oxidative stress and muscle damage from pre-race levels, or whether results observed in previous research only apply to narrow populations. Further research on the effects of MSM on pre-exercise levels of oxidative stress and muscle damage, and research examining the effects of MSM supplementation on post-exercise pain among a larger sample of broadly-trained participants is warranted.

Acknowledgements
We would like to acknowledge Morgan Schafer and Dr. Jennifer Ryan who have contributed in numerous ways to this study, Mamie Wheeler and the entire staff of the Portland Marathon, and Susan Holmes whose skill and expertise in phlebotomy helped participant involvement.
Funding
The supplements and placebo in this study were supplied by Bergstrom, which sells products related to the research described in this paper. In addition, Bergstrom provided funding for the lab testing. Dr. Zwickey is supported by NIH grant 2-R25AT002878-05A1.

Availability of data and materials
Data set can be made available upon request to the corresponding author.


Authors’ contributions
EW developed the objectives of the study and intervention, contributed to experimental design and implementation, managed data collection and processing, contributed to statistical analysis and interpretation of results, and lead the drafting of the manuscript. KT contributed to experimental design and implementation, data collection, interpretation of the results, and drafting of the manuscript. RD contributed to experimental design and implementation, data collection, and drafting of the manuscript. DT contributed to experimental implementation, interpretation of results, and drafting of the manuscript. DH led the statistical analysis and contributed to interpretation of results and drafting of the manuscript. HZ oversaw the research team and provided mentorship for conducting clinical trials. All authors read and approved the final manuscript.

Ethics approval and consent to participate
All participants reviewed a consent form with study personnel and gave written consent to participate prior to entering the study. All study activities, including the consent process, were approved by the NUNM Institutional Review Board (IRB 00002896).

Consent for publication
Not applicable.

Competing interests
Eric Withee was employed at Bergstrom during the period of the study, but was not paid by Bergstrom to conduct the study. The study was completed under the guidance of NUNM investigators as part of the degree requirements for a Master of Science in Integrative Medicine Research. None of the other investigators were paid by Bergstrom, nor did the company influence study design, data collection, or data analysis. The terms of this arrangement have been reviewed and approved by the National University of Natural Medicine in accordance with its conflict of interest policies.

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


[image: Creative Commons]
                           Open AccessThis article is distributed under the terms of the Creative Commons Attribution 4.0 International License (http://​creativecommons.​org/​licenses/​by/​4.​0/​), which permits unrestricted use, distribution, and reproduction in any medium, provided you give appropriate credit to the original author(s) and the source, provide a link to the Creative Commons license, and indicate if changes were made. The Creative Commons Public Domain Dedication waiver (http://​creativecommons.​org/​publicdomain/​zero/​1.​0/​) applies to the data made available in this article, unless otherwise stated.

References
1.
2013 State of the Sport - Part III: U.S. Race Trends.; 1. http://​www.​runningusa.​org/​annual-reports.

2.
2012 USA Triathlon Demographics.; 2. http://​www.​usatriathlon.​org/.

3.
Runner’s Training Guide. Denver; 2009. www.​RunningGuru.​com.

4.
Jackson MJ, Pye D, Palomero J. Free radical biology in skeletal muscle the production of reactive oxygen and nitrogen species by skeletal muscle. J Appl Physiol. 2007;102:1664–70. doi:10.​1152/​japplphysiol.​01102.​2006.CrossRefPubMed

5.
Sachdev S, Davies KJ. Production, detection, and adaptive responses to free radicals in exercise. Free Radic Biol Med. 2008;44(2):215–23. doi:10.​1016/​j.​freeradbiomed.​2007.​07.​019.CrossRefPubMed

6.
Powers SK, Jackson MJ. Exercise-induced oxidative stress: cellular mechanisms and impact on muscle force production. Physiol Rev. 2008;88:1243–76. doi:10.​1152/​physrev.​00031.​2007.CrossRefPubMedPubMedCentral

7.
Jackson MJ. Free radicals in skin and muscle: damaging agents or signals for adaptation? Proc Nutr Soc. 1999;58(3):673–6.CrossRefPubMed

8.
Nie J, Tong TK, George K, Fu FH, Lin H, Shi Q. Resting and post-exercise serum biomarkers of cardiac and skeletal muscle damage in adolescent runners. Scand J Med Sci Sports. 2011;21(5):625–9. doi:10.​1111/​j.​1600-0838.​2010.​01096.​x.CrossRefPubMed

9.
Urso ML, Clarkson PM. Oxidative stress, exercise, and antioxidant supplementation. Toxicology. 2003;189(1–2):41–54. doi:10.​1016/​S0300-483X(03)00151-3.CrossRefPubMed

10.
Wu LL, Chiou C-C, Chang P-Y, Wu JT. Urinary 8-OHdG: a marker of oxidative stress to DNA and a risk factor for cancer, atherosclerosis and diabetics. Clin Chim Acta. 2004;339(1–2):1–9. doi:10.​1016/​j.​cccn.​2003.​09.​010.CrossRefPubMed

11.
Nielsen F, Mikkelsen BB, Nielsen JB, Andersen HR, Grandjean P. Plasma malondialdehyde as biomarker for oxidative stress: reference interval and effects of life-style factors. Clin Chem. 1997;43(7):1209–14.PubMed

12.
Niedernhofer LJ, Daniels JS, Rouzer CA, Greene RE, Marnett LJ. Malondialdehyde, a product of lipid peroxidation, is mutagenic in human cells. J Biol Chem. 2003;278(33):31426–33. doi:10.​1074/​jbc.​M212549200.CrossRefPubMed

13.
Donnelly AE, Gleeson M, Whiting PH, Walker KIMA. Delayed-onset muscle damage and lipid peroxidation in man after downhill run. Muscle Nerve. 1989;12(4):332–6.CrossRefPubMed

14.
Poulsen HE, Weimann A, Loft S. Methods to detect DNA damage by free radicals: relation to exercise. Proc Nutr Soc. 1999;58(4):1007–14. http://​www.​ncbi.​nlm.​nih.​gov/​pubmed/​10817169
                        CrossRefPubMed

15.
Jacobs S, Appleton J. MSM: the definitive guide, vol. 25. Topanga: Freedom Press; 2004. doi:10.​1016/​S0197-4572(04)00065-5.

16.
Mohammadi S, Najafi M, Hamzeiy H, et al. Protective effects of methylsulfonylmethane on hemodynamics and oxidative stress in monocrotaline-induced pulmonary hypertensive rats. Adv Pharmacol Sci. 2012;2012. doi:10.​1155/​2012/​507278.

17.
Kim YH, Kim DH, Lim H, Baek D-Y, Shin H-K, Kim J-K. The anti-inflammatory effects of methylsulfonylmethane on lipopolysaccharide-induced inflammatory responses in murine macrophages. Biol Pharm Bull. 2009;32(4):651–6.CrossRefPubMed

18.
Beilke M, Collins-Lech C, Sohnle P. Effects of dimethyl sulfoxide on the oxidative function of human neutrophils. J Lab Clin Med. 1987;110:91–6.PubMed

19.
Krieger DR, Schwartz HI, Feldman R, et al. Study report for: a pharmacokinetic dose-escalating evaluation of MSM in healthy male volunteers.; 2008.

20.
Amirshahrokhi K, Bohlooli S, Chinifroush MM. The effect of methylsulfonylmethane on the experimental colitis in the rat. Toxicol Appl Pharmacol. 2011;253(3):197–202. doi:10.​1016/​j.​taap.​2011.​03.​017.CrossRefPubMed

21.
Bohlooli S, Mohammadi S, Amirshahrokhi K, et al. Effect of methylsulfonylmethane pretreatment on acetaminophen induced hepatotoxicity in rats. Iran J Basic Med Sci. 2013;16(8):896–900.PubMedPubMedCentral

22.
Nakhostin-Roohi B, Barmaki S, Khoshkhahesh F, Bohlooli S. Effect of chronic supplementation with methylsulfonylmethane on oxidative stress following acute exercise in untrained healthy men. J Pharm Pharmacol. 2011;63(10):1290–4. doi:10.​1111/​j.​2042-7158.​2011.​01314.​x.CrossRefPubMed

23.
Barmaki S, Bohlooli S, Khoshkhahesh F, Nakhostin-Roohi B. Effect of methylsulfonylmethane supplementation on exercise-induced muscle damage and total antioxidant capacity. J Sport Med Phys Fit. 2012;52:170–4.

24.
Kalman DS, Feldman S, Scheinberg AR, Krieger DR, Bloomer RJ. Influence of methylsulfonylmethane on markers of exercise recovery and performance in healthy men: a pilot study. J Int Soc Sports Nutr. 2012;9(1):46. doi:10.​1186/​1550-2783-9-46.CrossRefPubMedPubMedCentral

25.
Kelly AM. Does the clinically significant difference in visual analog scale pain scores vary with gender, age, or cause of pain? Acad Emerg Med 1998;5(11):1086-1090. http://​www.​ncbi.​nlm.​nih.​gov/​pubmed/​9835471. Accessed 9 Sept 2016.

26.
Kelly A-M. The minimum clinically significant difference in visual analogue scale pain score does not differ with severity of pain. Emerg Med J. 2001;18(3):205–7. doi:10.​1136/​emj.​18.​3.​205.CrossRefPubMedPubMedCentral

27.
IBM Corp. IBM SPSS statistics for windows, version 23.0. 2014.

28.
Ece H, Cigdem E, Yuksel K, Ahmet D, Hakan E, Oktay TM. Use of oral antidiabetic drugs (metformin and pioglitazone) in diabetic patients with breast cancer: how does it effect serum Hif-1 alpha and 8Ohdg levels? Asian Pac J Cancer Prev. 2012;13(10):5143–8. http://​www.​ncbi.​nlm.​nih.​gov/​pubmed/​23244125
                        CrossRefPubMed

29.
Hemmatabadi M, Abdollahi M, Bakhshayeshi S, et al. Benefits of Semelil ( ANGIPARS TM ) on oxidant-antioxidant balance in diabetic patients; a randomized, double-blind placebo controlled clinical trial. Daru. 2009;17:50–5.

30.
Center for Disease Control. Chronic disease - overview.; 2014. http://​www.​cdc.​gov/​chronicdisease/​overview/​. Accessed 13 Feb 2015.

31.
Nakhostin-roohi B, Niknam Z, Vaezi N, Mohammadi S, Bohlooli S. Effect of single dose administration of methylsulfonylmethane on oxidative stress following acute exhaustive exercise. Iran J Pharm Res. 2013;12(4):845–53.PubMedPubMedCentral

32.
Ahn H, Kim J, Jeung E-B, Lee G-S. Dimethyl sulfoxide inhibits NLRP3 inflammasome activation. Immunobiology. 2014;219(4):315–22. doi:10.​1016/​j.​imbio.​2013.​11.​003.CrossRefPubMed

33.
Kloesch B, Liszt M, Broell J, Steiner G. Dimethyl sulphoxide and dimethyl sulphone are potent inhibitors of IL-6 and IL-8 expression in the human chondrocyte cell line C-28/I2. Life Sci. 2011;89(13–14):473–8. doi:10.​1016/​j.​lfs.​2011.​07.​015.CrossRefPubMed

34.
Djordjevic DZ, Cubrilo DG, Puzovic VS, et al. Changes in athlete’s redox state induced by habitual and unaccustomed exercise. Oxidative Med Cell Longev. 2012;2012:805850. doi:10.​1155/​2012/​805850.CrossRef

35.
Baird MF, Graham SM, Baker JS, Bickerstaff GF. Creatine-kinase- and exercise-related muscle damage implications for muscle performance and recovery. J Nutr Metab. 2012;2012:960363. doi:10.​1155/​2012/​960363.CrossRefPubMedPubMedCentral




OEBPS/sidebar.gif





OEBPS/cc-by.png
() _®





OEBPS/A12970_2017_181_Fig4_HTML.gif
‘Serum logCK(U/L)

T

n

logCK

n
Timepoint

™

™

Serum LDH(U/L)

)
mw

o

n

n
Timepoint

™

™





OEBPS/contact.gif





OEBPS/A12970_2017_181_Fig2_HTML.gif
Muscle Pain

Placebo.

———is

i

™

n
rimepoi

-

n

(ww)uted opsn sy

———is

Timepoint





OEBPS/A12970_2017_181_Fig1_HTML.gif
inquiries
72 Individuals
(Phone ~2) (Email~ 6) (Webpage - 64)

Eligible and Scheduled
30 Individuals

Qualify and Consent
Randomized

24 Individuals
MSM - 12
Placebo - 12






OEBPS/A12970_2017_181_Fig3_HTML.gif
MDA

80HdG

2

) vaw wnios

¢ N—
i
|
|
|
|

| -

n n ™ i
Timepoint

o

n " ™
Timepoint

n





