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Biomarkers of Oxidative Stress 
and Endogenous Antioxidants for 
Patients with Chronic Subjective 
Dizziness
Zhigang Fang1,2,3, Keer Huang2, Chang-Hyun Gil4, Jin-Woo Jeong5, Ho-Ryong Yoo6,7 & 
Hyeong-Geug Kim   3,7*

As a neurotologic disorder of persistent non-vertiginous dizziness, chronic subjective dizziness (CSD) 
arises unsteadily by psychological and physiological imbalance. The CSD is hypersensitivity reaction 
due to exposure to complex motions visual stimuli. However, the pathophysiological features and 
mechanism of the CSD still remains unclearly. The present study was purposed to establish possible 
endogenous contributors of the CSD using serum samples from patients with the CSD. A total 199 
participants were gathered and divided into two groups; healthy (n = 152, male for 61, and female 
for 91) and CSD (n = 47, male for 5, female for 42), respectively. Oxidative stress parameters such as, 
hydrogen peroxide and reactive substances were significantly elevated (p < 0.01 or p < 0.001), whereas 
endogenous antioxidant components including total glutathione contents, and activities of catalase 
and superoxide dismutase were significantly deteriorated in the CSD group (p < 0.01 or p < 0.001) as 
comparing to the healthy group, respectively. Serum levels of tumor necrosis factor -α and interferon-γ 
were significantly increased in the CSD participants (p < 0.001). Additionally, emotional stress related 
hormones including cortisol, adrenaline, and serotonin were abnormally observed in the serum levels of 
the CSD group (p < 0.01 or p < 0.001). Our results confirmed that oxidative stress and antioxidants are 
a critical contributor of pathophysiology of the CSD, and that is first explored to establish features of 
redox system in the CSD subjects compared to a healthy population.

Since mid of two thousand years, chronic subjective dizziness (CSD) has been used as termination of medial field 
to explain the specific pathological conditions of persistent, non-vertiginous dizziness, subjective imbalance, and 
hypersensitivity to motion cues in the lack of active vestibular deficits1,2. The above symptoms of the CSD are 
often worsened with stimulation of visual environments or settings with indistinct visual orientation cues.

Etiologically the CSD is mainly arisen from neurotologic or other pathological events including acute vertigo, 
unsteadiness, or dizziness, and they are corresponded to vestibular neuritis, pre-syncope, or panic attacks3. Some 
studies also revealed that approximately 25% of patients with the CSD experienced the above events, however 
underlying pathophysiological mechanisms are needed to reveal obscurely4–6.

The main and general symptoms of the CSD are represented by emotional behaviors, therapeutic accesses are 
also very limited. Only some of treating methods are available including vestibular therapy7, cognitive behavioral 
therapy8,9, or selective serotonin reuptake inhibitors (SSRI) which was generally used to treat depression1,2,10, 
which is focusing on the relieving the main symptoms.
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Thus, to comprehend the exact pathophysiological condition of the CSD, take apart from relying on the symp-
toms, we aimed to observe to find out a convincing contributor to accomplish the CSD in serum levels which are 
mainly focusing on the endogenous redox system as comparing with healthy populations.

Material and Methods
Ethic approval.  The present study was completed in Daejeon Dunsan Oriental Hospital of Daejeon 
University after approval of the Institutional Review Board (IRB) of Daejeon Oriental Medical Centre (author-
ization number: DJOMC-34-Ver. 1.00). This IRB was approved by Ministry of Food and Drug Safety in South 
Korea. It was performed by accordance with the Helsinki Declaration of 1975 (as sixth revision in 2008) and the 
Guidelines for Good Clinical Practice approved from Korea FDA since Aug. 2005 (Approval No. 110). From May, 
1st, 2009 to December, 31st, 2015, and a total 199 subjects were informed about the study via a standardized leaflet 
and provided written consent.

Study design.  Present study enrolled via answering of questionnaire surveys and divided into two groups 
(aged 19 to 65 years) that were composed of healthy adults with no symptoms about physical and psychologi-
cal distress. A physician and radiologist totally examined potential candidates at Dunsan Oriental Hospital of 
Daejeon University (Daejeon, South Korea). Populations who were dropped out the present study were excluded 
subjects as follows; any hematological or radiological test abnormalities, night workers, alcohol drinkers, smok-
ers, took any kinds of medication or health supplements, severely obese or lean (body mass index, BMI > 30 
or <17), respectively. Participants who were met the criteria of CSD were followed by previous studies which 
were slightly modified for adapting in the current study11–13; (1) Persistent (over than 3 months) sensation of 
non-vertiginous dizziness that may include one or more of the following vague descriptors likewise ‘lightheadedness’, 
‘heavy headedness’, ‘a feeling of imbalance that frequently is not apparent to others, ‘a feeling that the “inside of their 
head’ is spinning in the absence of any perception of movement of the visual surround’, ‘a feeling that the floor is mov-
ing from underneath them’, ‘a feeling of disassociation from one’s environment’, (2) Chronic hypersensitivity to one’s 
own motion or the movement of objects in the environment, (3) Exacerbation of symptoms in settings with complex 
visual stimuli, such as grocery stores or shopping malls, or when performing precision visual tasks, for instance work-
ers with a computer, respectively.

Questionnaire surveys of dizziness handicap index (DHI) and visual analogue scale (VAS).  The 
questionnaire survey was performed by DHI, which consists a total 25 items for assessing self-perceived disability 
associated with dizziness in 3 areas (physical, functional, and emotional)14. Additionally, all participants were 
asked to indicate their feeling of general dizziness by drawing a vertical line on a 10 cm.

Blood collection, laboratory test, and biochemical analyses.  Whole blood of all participants were 
isolated from forearm needle and Vacutainer™ tubes by a trained phlebotomist. After collection of blood in tubes 
containing ethylenediaminetetraacetic acid (EDTA) was incubate at RT for removal fibrinogen then centrifuga-
tion at 3,000 × g for 20 minutes at 4 °C. Then, all serum samples were immediately transferred to micro tubes for 
multiple aliquots at −70 °C until analyzed. In the current study, to avoid circadian rhythm which may affect to 
the stress hormone secretion, we collected serum samples after fasting conditions of 12 hours in the 2:00–3:00 pm 
from arm vein through all participants.

Hematology tests for red blood cell (RBC) and its related parameters including hemoglobin (Hb), hematocrit 
(HCT), erythrocyte sedimentation rate (ESR), platelet (PLT), mean corpuscular volume (MCV), mean corpuscu-
lar hemoglobin (MCH), mean corpuscular hemoglobin concentration (MCHC), and red blood cell distribution 
width (RDW) (Supplementary Table 1).

Parameters of biochemistry for redox status components including oxidative stress and antioxidant compo-
nents were detected in the serum samples. All serum samples were assayed hydrogen peroxide (H2O2), malon-
dialdehyde (MDA; as a method of thiobarbituric acid reactive substances-TBARS), total glutathione (GSH) 
contents, trolox equivalent antioxidant capacity (TEAC), catalase activities, superoxide dismutase (SOD) activi-
ties, cortisol, adrenaline, and serotonin, respectively. H2O2 in the serum level was analyzed by commercial kit as 
followed to manufacture’ manual (Amplex Red, Molecular Probes, Invitrogen Detection Technologies, Eugene, 
OR). Serum level of malondialdehyde (MDA), which is an end product of oxidation, was determined in serum 
levels of TBARS according to the previous method15. Briefly, 75 μL of serum sample was added to micro centri-
fuge tubes and transferred 3 μL of butylated hydroxytoluene in methanol. Then, 75 μL of 1 M phosphoric acid and 
equal volume of 2-thiobarbituric acid were added to same tube and mixed thoroughly with vortex. The mixed 
tubes incubated at 60 °C for 60 minutes. After incubation, 100 μL of each the reaction mixture was transferred to 
a microplate, and the absorbance was read using a spectrophotometer at both 535 and 572 nm to correct for base-
line absorption (Versa Max. Molecular Device, Sunnyvale, CA). Tetramethoxypropane was used as a standard 
solution for calibration curve of quantification analysis. Total GSH contents in the serum level was determined 
according to a method described previously16. Briefly, either 50 μL of diluted serum (in 10 mM PBS, pH 7.2) or 
reduced GSH (as a standard) was combined with 80 μL DTNB/NADPH mixture (10 μL 4 mM DTNB and 70 μL 
0.3 mM NADPH) in a 96-well plate. Then, 20 μL (0.06 U) of GSH-reductase solution was added to each well, 
and absorbance was determined by a plate reader at 405 nm. Antioxidant capacity was analyzed in serum via the 
TEAC method according to the previous described with slightly modified17. Each 90 μL aliquot of 10 mM PBS 
(pH 7.2), 50 ill myoglobin solution (18 gm.), 20 μL 3 mM ABTS solution, 20 μL diluted serum sample or various 
concentrations of Trolox (as a standard) were mixed into a 96-well microplate at 25 °C for 3 min. After then, 20 μL 
H2O2 was added to the each well and incubated for 5 min. The absorbance was measured using a plate reader at 
600 nm. Serum levels of the SOD activity was measured using a commercial SOD assay kit (Dojindo Laboratories, 
Kumamoto, Japan), according to the manufacturer’s protocol, and bovine erythrocyte SOD (Sigma, St. Louis, 
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MO, USA) was used as a calibration curve (0–50 U/mL). Serum catalase activities were assayed as described 
previously18. Catalase working buffer which is a mixture of PBS (250 mM, pH 7.2, for 15 μL), 12 mM methanol 
(for 15 μL), and 44 mM H2O2 (3 μL), which were total 33 μL were added to 96-well plates. Then, 30 μL of each 
sample/standard solution was added, and the reaction was proceeded for 10–20 min at RT. Reaction was stopped 
by adding 45 μL Purpald solution (22.8 mM Purpald in 2 N potassium hydroxide) and further incubated at RT 
for 20 min, followed by addition of 15 μL potassium periodate (65.2 mM in 0.5 N potassium hydrate). Absorbance 
was measured at 550 nm using a spectrophotometer.

Determination of serum cortisol, adrenaline, serotonin levels.  Serum cortisol and adrenaline, and 
serotonin levels were determined using commercially available of ELISA kits (cortisol, adrenaline, and serotonin, 
LDN GmbH & Co., KG, Nordhorn, Germany) respectively, according to the manufacturer’s protocol. Absorbance 
was measured using a spectrophotometer.

Determination of serum tumor necrosis factor (TNF)-α and interferon (IFN)-γ levels.  The 
serum level of TNF- α and IFN-γ were determined using a commercially available ELISA kit (Bio-Source, San 
Jose, CA). The procedures were followed using the manufacturer’s protocol. Each cytokine was determined at 
450 nm and revised with 570 nm using a spectrophotometer (Soft Max 5.1).

Statistical analysis.  The average of each item for fatigue severity and the biochemical parameters of oxida-
tive stress and antioxidants between the patients with CSD and healthy subjects were analyzed by Student’s t-test 
using SPSS (SPSS® 22. for Windows; SPSS, Inc., Chicago, IL, USA). A p-value < 0.05 was considered to indicate 
statistical significance.

Results
Physiological features of participants.  To complete the present study, we gathered a total 199 partici-
pants and divided in to two groups which were as healthy participants (n = 152, male for 61 and female for 91) 
and patients with CSD (n = 47, male for 5 and female for 42) after diagnosed by a psychiatrist. The median height 
and body weight were 163 cm and 61.0 kg for healthy subjects, and 161 cm and 59.0 kg for the CSD subjects. The 
mean values of BMIs for each group were 23.1 for healthy subjects and 22.7 for the CSD subjects (Table 1). There 
were no statistical differences between each groups regarding the above contents.

Comparison of the questionnaire surveys.  We assessed the DHI scores for analyzing self-perceived 
disability associated with the CSD. We determined the DHI which is contained three different areas including 
physical DHI, functional DHI, and emotional DHI, respectively. And all contents of above three were signifi-
cantly increased as 3.4-, 3.5-, and 3.5-fold as compared with the healthy group (p < 0.05 for the Physical DHI and 
p < 0.001 for others, Table 2). Total DHI scores were 8.8 ± 2.1 in the healthy group, whereas CSD group was in 
30.4 ± 5.6, respectively (p < 0.001, Table 2). The VAS score of the CSD group was approximately 2.4-fold higher 
than that of healthy group (p < 0.001, Table 2).

Comparison of the serum levels of oxidative stress.  To investigate the pathophysiological features the 
CSD, we firstly measured serum levels of oxidative stress markers including hydrogen peroxide and TBARS. In 
the CSD group, serum level of hydrogen peroxide in the CSD subjects was significantly higher, at 52.74 ± 7.09 nM, 
as compared to 42.46 ± 18.71 nM of the healthy group (p < 0.01, Fig. 1(a)). The final product of oxidative stress, 
lipid peroxidation in the serum levels, which was measured by TBARS in the CSD group were significantly 
altered, at 18.73 ± 70.86 nM as comparing to 5.94 ± 5.89 nM in the healthy group (p < 0.01, Fig. 1(c)).

Comparison of the serum levels of antioxidant components.  To verify the status of endogenous anti-
oxidant components of the CSD patients, we analyzed non-enzymatic and enzymatic antioxidant components 

Contents Health CSD

Number of subjects (%) 199 (100) 47 (100)

Male: Female 61 (31): 91 (69) 5 (11): 42 (89)

Median age 43 (18~65) 41 (19~65)

Male: Female 42 (19~65): 45 (20~65) 38 (24~52): 43 (19~65)

Heights (cm)
163 (154~184) 161 (152~178)

173 (164~184): 159 (154~174) 172 (166~~178): 157 (152~168)

Body weights (kg)
61.0 (48.1~82.2) 59.0 (43.4~79.4)

72.3 (55.7 ~ 82.2): 56.7 (48.1~71.8) 69.4 (61.3~79.4): 55.1 (43.4~63.7)

BMI (kg/m2)
23.1 (17.4~27.8) 22.7 (17.2~26.4)

24.7 (19.1~27.8): 22.6 (17.4~27.5) 24.1 (21.1~26.2): 23.3 (17.2~26.4)

Table 1.  Physical features of participants. A total 199 of participants were enrolled to the present study and 
divided in to two groups the healthy and CSD. Before starting the present study, we estimated the base line of 
characters to all of participants. Data are expressed as Mean ± S.D. BMI; body mass index.
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in the serum samples. Non-enzymatic, such as total GSH contents and total antioxidant capacities in the serum 
levels of the CSD group, the total GSH contents were significantly depleted at 37.72 ± 23.39 μM as comparing to 
55.77 ± 49.50 uM of the healthy group (p < 0.05, Fig. 1(c)), but not abnormally altered in the serum levels of TEAC 
(253.15 ± 46.92 μM in the CSD group and 237.19 ± 26.72 μM in the healthy group, p > 0.05, Fig. 1(d)). Enzymatic 
antioxidant components including SOD and catalase activities were significantly decreased in the serum levels (at 
29.21 ± 16.81 units in the CSD group and 9.73 ± 2.73 units in the healthy group for SOD; at 234.16 ± 178.12 units in 
the CSD group and 145.71 ± 20.06 units in the healthy group for catalase, p < 0.001 for both, Fig. 1(e,f)).

Comparison of the serum levels of inflammatory cytokines.  Inflammatory related cytokines 
such as TNF-α and IFN-γ were measured in the present study. A representative pro-inflammatory cytokine, 
TNF-α in the serum levels of the CSD group were significantly increased as comparing to the healthy group 
(27.03 ± 32.35 pg/mL for the CSD group and 11.68 ± 16.24 pg/mL for the healthy group, p < 0.001, Fig. 2(a), 
respectively). As well known for the type II IFN, especially IFN- γ in the serum levels of the CSD was significantly 
elevated at 99.54 ± 160.92 pg/mL, as comparing to 33.54 ± 57.52 pg/mL of the healthy group (p < 0.001, Fig. 2(b)).

Comparison of the serum levels of stress hormones.  To observe relationship between the CSD and 
emotional, we further observed serum levels of cortisol, adrenaline, and serotonin in the present study. Serum 
cortisol levels of the CSD group, which were at 18.50 ± 9.16 ng/mL, were significantly higher than healthy groups 
which were at 234.63 ± 30.21 ng/mL (p < 0.001, Fig. 2(c)). The participants of the CSD in the serum adrenaline 
levels were at 570.58 ± 302.12 ng/mL, which were abnormally elevated with significance as comparing to the 
healthy group of adrenaline levels as 208.67 ± 51.22 ng/mL (p < 0.001, Fig. 2(d)). Serotonin in the serum levels 
of the CSD were at 127. 31 ± 287.47 nM, and this value was significantly lower than that of healthy group, at 
219.02 ± 126.09 nM (p < 0.01, Fig. 2(e)).

Relationships between endogenous redox components.  To verify the pathological features of the 
CSD we further analyzed regression analysis for interactions between each of redox related parameters in the 
serum levels of the CSD participants. The endogenous antioxidant components between total GSH content cata-
lase activities were significantly interacts each other (Fig. 3(a), p < 0.01). The two of enzymatic antioxidant com-
ponents, catalase and SOD are also well correlated in the CSD patients of their activities of the serum levels 
(Fig. 3(b), p < 0.05). The subjective measurement of severity of dizziness are well reversely correlated to total GSH 
and TEAC (Fig. 3(c,d), p < 0.01 and p < 0.001 for TEAC), however showed a dependent manner of TBAR values 
(Fig. 3(e), p < 0.05), respectively.

Discussion
Previous studies have tried to reveal for studying an accurate pathophysiological reason of this disease globally. 
These efforts accomplish to validate the primary symptoms of the CSD; however, the CSD generally are generated 
by interactions between neuro-otologic and behavioral elements, therefore it is difficult for clinicians to accu-
rately recognize and categorize of patients with the CSD. Therefore, most of patients with the CSD is diagnosed 
by its subjective symptoms. Because this disorder arises from complexity, the therapeutic accesses are also care-
fully approached relying on the symptoms. In addition, the pathophysiological status of the CSD still remains 
unclearly.

In the present study, due to above issues, we aimed to observe the possible parameters of the CSD in an endog-
enous parameter of human body. The first hypothesis in the present study was to prove the endogenous redox 
system imbalance would be related to the CSD or not. Accumulated studies evidenced that the CSD is mainly 
triggered neuro-otologic and psychiatric disorders13,19,20. Furthermore, recent studies reported that the above 
pathological alterations are deeply related to the oxidative stress in clinical practice and animal based in vivo 
experiment21–23.

To verify the oxidative stress status in the patients with the CSD, we analyzed the redox system in the serum 
levels. First finding in the present study and as our expectation, the serum levels of H2O2 and TBARS levels 
were significantly higher 1.24- and 3.15-fold than that of the healthy groups (p < 0.001 and p < 0.01, Fig. 1(a,b)). 
Accumulated evidences well reported that oxidative stress, under the condition of excessive ROS generation 
extremely deplete endogenous antioxidant components, then leads to imbalance redox system24,25. These abnor-
mal conditions is well known for wide range of pathophysiological progressions, such as inflammation, cardio 
vascular disorders, cancers, aging, and psychiatric disorders26–28. Biologic organisms generate energy for main-
tain its own life from oxygen reduction are forced to produce ROS. Thus they have evolved antioxidant defense 

Measurements Health CSD

VAS 2.9 ± 1.7 7.0 ± 1.6***

Physical DHI 3.3 ± 1.8 11.1 ± 4.9*

Functional DHI 3.2 ± 0.2 11.2 ± 2.1***

Emotional DHI 2.3 ± 0.2 8.1 ± 1.1***

Total DHI score 8.8 ± 2.1 30.4 ± 5.6***

Table 2.  Comparison of questionnaires surveys. A total 199 of participants were enrolled to the present study 
and divided in to two groups the healthy and CSD. All participants answered to the questionnaire survey for 
measuring scores of DHI and VAS scores. Data are expressed as Mean ± S.D. *p < 0.05 and ***p < 0.001 for 
healthy group vs. CSD group. DHI; dizziness handicap inventory, VAS; visual analogue scale.
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mechanisms by endogenous enzymatic antioxidants and non-enzyme derived antioxidant molecules29. Data from 
the current study, total GSH contents and both SOD and catalase activities were significantly different in the 
healthy control group (p < 0.05 or p < 0.001, Fig. 1(c,f,g)), but not significant alterations of TEAC (Fig. 1(d)). 
Inflammatory cytokines such as IFN-γ and TNF-α serum levels in the CSD patients were significantly increased 
than that of the healthy group (p < 0.001, Fig. 2(a,b)). It is well known that the oxidative stress is deeply associated 
with the inflammation. IFN-γ can induce oxidation by inhibition of antioxidant effects30, and TNF-α is triggered 
by oxidative stress or released by response of oxidative stress31.

Additionally, the symptoms of the CSD is also linked to the emotional behaviors. Thus we further examined 
emotional stress related hormones secretion. Stress-related hormones are generally provoked by response to psy-
chological stress-mediated condition which could be also affected by circadian rhythms32. To avoid this condi-
tion that circadian rhythms hinder stress hormone secretions, we gathered whole blood sample exact time point 
between 2:00 to 3:00 pm though all subjects. According to our results, we manifestly observed the significant 
elevations of cortisol, adrenaline, and decreases of serotonin as comparing to the healthy group (p < 0.001 for 
p < 0.01, Fig. 2(c–e)). Our hypothesis is that the CSD may lead to provoke abnormal emotional stress status, and 
this event provokes alterations of stress related hormone releases. It is well known that the cortisol is abnormally 
released from adrenal cortex as a response of stress33, whereas a representative sympathetic hormones, epineph-
rine, is well known to be released actively into the blood under the both psychological or physical stress via activa-
tion of sympathetic nerve34. Serotonin, contrary to the above, beneficially works to psychological disorders, such 
as depression and anxiety35. Therefore, our results well supplemented that emotional dysfunction related stress 
hormone releases were abnormally altered in the CSD group.

Interestingly, we observed that the endogenous antioxidant components in the serum levels of the CSD sub-
jects are deeply linked to each other, especially catalase activities with total GSH contents, and catalase activities 
with SOD activities (Fig. 3(a,b)). In addition, subjective severity of dizziness which was measured by VAS score 
were reversely correlated to the total GSH contents as well as TEAC in the serum levels (Fig. 3(c,d)), however this 
phenomenon showed dependent manners with TBARS levels (Fig. 3(e)). These findings well evidenced that even 
in the CSD disorders, the experimental based parameters will be objective diagnose markers in the medical field.

Excessive oxidative stress also contributes to alteration of membrane integrity and fragility of RBCs36,37. Thus, 
we further analyzed hematological test analysis especially focusing on the RBC and its related parameters. Our data 
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Figure 1.  Serum levels of oxidative stress and endogenous antioxidant components. (A) Total three parameters 
of oxidative stress and four parameters of antioxidant components in the serum level were compared between 
199 of healthy controls and 47 of CSD subjects. For oxidative stress markers, hydrogen peroxide (a), TBARS 
(b), total GSH (c), TEAC (d), SOD activities (e), and catalase activities (f). Data are expressed as the mean ± SD. 
*p < 0.05, **p < 0.01, and ***p < 0.001 for compared with the healthy group. CSD; chronic subjective dizziness, 
GSH; glutathione, SOD; superoxide dismutase, TBARS; thiobarbituric acid reactive substances, TEAC; Trolox 
equivalent antioxidant capacity.
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Figure 2.  Serum levels of inflammation and stress related hormone. Inflammation related cytokines INF-γ (a) 
and TNF-α (b), and three kinds of emotional stress-related hormones including cortisol (c), adrenaline (d), and 
serotonin (e) in the serum level were measured, respectively. Data are expressed as the mean ± SD. **p < 0.01 
and ***p < 0.001 for compared with the healthy group. CSD; chronic subjective dizziness, INF-γ; interferon-
gamma, TNF-α; tumor necrosis factor-alpha.
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Figure 3.  Regression analysis of variety parameters of the CSD patients. Pearson regression analysis between 
catalase activities and total GSH contents (a); catalase activities and SOD activities (b) were performed. Pearson 
regression analysis were also performed in the subjective severity of dizziness and endogenous redox status 
related parameters including total GSH contents (c), TEAC (d), and TBARS (e) in the serum levels of CSD.
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exhibit hemoglobin and MCHC levels were significantly altered in the CSD group as compared with the health 
group, but other parameters were not altered between groups (p < 0.05 for hemoglobin and p < 0.01 for MCHC, 
respectively Supplementary Table 1). Although we observed the statistically significant differences between groups, 
these levels were including normal ranges in each group. Therefore, in the current study, there were no crucial clues 
to explain the relationships of oxidative stress condition and RBCs or their related parameters.

Unfortunately, the exact cause of CSD is still being worked out; however, it is highly doubted due to inabili-
ties of readjustment of brain after the vestibular system damage12,38. Although many of medical inspections are 
relying on the diagnosis criteria of the CSD based on the subjective perception by questionnaire survey, it sounds 
urgently to figure out and understand convincing contributors to accomplish to the CSD. Additionally, many of 
studies have made efforts to try to develop various therapeutics to treat the CSD in clinical practice, still lack of 
accumulated knowledges of efficient treatments.

In the present study, we explored the possible parameters which can mediate the CSD via enhancement of 
oxidative stress and deteriorations of antioxidant components. Furthermore, these abnormal imbalances also lead 
to alter stress hormone system as well as inflammatory response in the CSD patients. From our data, we firstly 
demonstrated that oxidative stress is intensively involved in the pathology of CSD compared to a healthy popula-
tion. These data will be helpful us to further explore the pathophysiology of CSD.

Received: 8 June 2019; Accepted: 8 January 2020;
Published: xx xx xxxx

References
	 1.	 Staab, J. P. & Ruckenstein, M. J. Chronic dizziness and anxiety: effect of course of illness on treatment outcome. Arch. Otolaryngol. 

Head. Neck Surg. 131, 675–679, https://doi.org/10.1001/archotol.131.8.675 (2005).
	 2.	 Staab, J. P., Ruckenstein, M. J. & Amsterdam, J. D. A prospective trial of sertraline for chronic subjective dizziness. Laryngoscope 114, 

1637–1641, https://doi.org/10.1097/00005537-200409000-00025 (2004).
	 3.	 Fife, T. D. Dizziness in the Outpatient Care Setting. Contin. (Minneap Minn) 23, 359–395, https://doi.org/10.1212/

CON.0000000000000450 (2017).
	 4.	 Best, C., Eckhardt-Henn, A., Tschan, R. & Dieterich, M. Psychiatric morbidity and comorbidity in different vestibular vertigo 

syndromes. Results of a prospective longitudinal study over one year. J. Neurol. 256, 58–65, https://doi.org/10.1007/s00415-009-
0038-8 (2009).

	 5.	 Godemann, F. et al. What accounts for vertigo one year after neuritis vestibularis - anxiety or a dysfunctional vestibular organ?  
J. Psychiatr. Res. 39, 529–534, https://doi.org/10.1016/j.jpsychires.2004.12.006 (2005).

	 6.	 Staab, J. P. Chronic dizziness: the interface between psychiatry and neuro-otology. Curr. Opin. Neurol. 19, 41–48 (2006).
	 7.	 Whitney, S. L. et al. Acrophobia and pathological height vertigo: indications for vestibular physical therapy? Phys. Ther. 85, 443–458 

(2005).
	 8.	 Edelman, S., Mahoney, A. E. & Cremer, P. D. Cognitive behavior therapy for chronic subjective dizziness: a randomized, controlled 

trial. Am. J. Otolaryngol. 33, 395–401, https://doi.org/10.1016/j.amjoto.2011.10.009 (2012).
	 9.	 Holmberg, J., Karlberg, M., Harlacher, U., Rivano-Fischer, M. & Magnusson, M. Treatment of phobic postural vertigo. A controlled 

study of cognitive-behavioral therapy and self-controlled desensitization. J. Neurol. 253, 500–506, https://doi.org/10.1007/s00415-
005-0050-6 (2006).

	10.	 Staab, J. P., Ruckenstein, M. J., Solomon, D. & Shepard, N. T. Serotonin reuptake inhibitors for dizziness with psychiatric symptoms. 
Arch. Otolaryngol. Head. Neck Surg. 128, 554–560 (2002).

	11.	 Ruckenstein, M. J. & Staab, J. P. The Basic Symptom Inventory-53 and its use in the management of patients with psychogenic 
dizziness. Otolaryngol. Head. Neck Surg. 125, 533–536, https://doi.org/10.1067/mhn.2001.119515 (2001).

	12.	 Staab, J. P. Chronic subjective dizziness. Contin. (Minneap Minn) 18, 1118–1141, https://doi.org/10.1212/01.CON.0000421622.56525.58 
(2012).

	13.	 Staab, J. P. & Ruckenstein, M. J. Expanding the differential diagnosis of chronic dizziness. Arch. Otolaryngol. Head. Neck Surg. 133, 
170–176, https://doi.org/10.1001/archotol.133.2.170 (2007).

	14.	 Jacobson, G. P. & Newman, C. W. The development of the Dizziness Handicap Inventory. Arch. Otolaryngol. Head. Neck Surg. 116, 
424–427 (1990).

	15.	 Jentzsch, A. M., Bachmann, H., Furst, P. & Biesalski, H. K. Improved analysis of malondialdehyde in human body fluids. Free. Radic. 
Biol. Med. 20, 251–256 (1996).

	16.	 Ellman, G. L. Tissue sulfhydryl groups. Arch. Biochem. Biophys. 82, 70–77 (1959).
	17.	 Kambayashi, Y. et al. Efficient assay for total antioxidant capacity in human plasma using a 96-well microplate. J. Clin. Biochem. Nutr. 

44, 46–51, https://doi.org/10.3164/jcbn.08-162 (2009).
	18.	 Wheeler, C. R., Salzman, J. A., Elsayed, N. M., Omaye, S. T. & Korte, D. W. Jr. Automated assays for superoxide dismutase, catalase, 

glutathione peroxidase, and glutathione reductase activity. Anal. Biochem. 184, 193–199 (1990).
	19.	 Eggers, S. D. et al. Investigation of the coherence of definite and probable vestibular migraine as distinct clinical entities. Otol. 

Neurotol. 32, 1144–1151, https://doi.org/10.1097/MAO.0b013e31822a1c67 (2011).
	20.	 Honaker, J. A., Gilbert, J. M. & Staab, J. P. Chronic subjective dizziness versus conversion disorder: discussion of clinical findings and 

rehabilitation. Am. J. Audiol. 19, 3–8, https://doi.org/10.1044/1059-0889(2009/09-0013) (2010).
	21.	 Lee, J. H., Kim, M. S. & Park, B. R. Vestibular end organ injury induced by middle ear treatment with ferric chloride in rats. Hum. 

Exp. Toxicol. 36, 146–159, https://doi.org/10.1177/0960327116639365 (2017).
	22.	 Sahin, E. et al. Oxidative Status in Patients with Benign Paroxysmal Positional Vertigo. J. Int. Adv. Otol. 14, 299–303, https://doi.

org/10.5152/iao.2018.4756 (2018).
	23.	 Wilson, D. et al. Infratentorial superficial siderosis: Classification, diagnostic criteria, and rational investigation pathway. Ann. 

Neurol. 81, 333–343, https://doi.org/10.1002/ana.24850 (2017).
	24.	 Birben, E., Sahiner, U. M., Sackesen, C., Erzurum, S. & Kalayci, O. Oxidative stress and antioxidant defense. World Allergy Organ. J. 

5, 9–19, https://doi.org/10.1097/WOX.0b013e3182439613 (2012).
	25.	 Rahal, A. et al. Oxidative stress, prooxidants, and antioxidants: the interplay. Biomed. Res. Int. 2014, 761264, https://doi.

org/10.1155/2014/761264 (2014).
	26.	 Hassan, W. et al. Association of Oxidative Stress with Psychiatric Disorders. Curr. Pharm. Des. 22, 2960–2974 (2016).
	27.	 Moos, W. H. et al. A New Approach to Treating Neurodegenerative Otologic Disorders. Biores Open. Access. 7, 107–115, https://doi.

org/10.1089/biores.2018.0017 (2018).
	28.	 Salim, S. Oxidative stress and psychological disorders. Curr. Neuropharmacol. 12, 140–147, https://doi.org/10.2174/157015

9X11666131120230309 (2014).
	29.	 Halliwell, B. Biochemistry of oxidative stress. Biochem. Soc. Trans. 35, 1147–1150, https://doi.org/10.1042/BST0351147 (2007).

https://doi.org/10.1038/s41598-020-58218-w
https://doi.org/10.1001/archotol.131.8.675
https://doi.org/10.1097/00005537-200409000-00025
https://doi.org/10.1212/CON.0000000000000450
https://doi.org/10.1212/CON.0000000000000450
https://doi.org/10.1007/s00415-009-0038-8
https://doi.org/10.1007/s00415-009-0038-8
https://doi.org/10.1016/j.jpsychires.2004.12.006
https://doi.org/10.1016/j.amjoto.2011.10.009
https://doi.org/10.1007/s00415-005-0050-6
https://doi.org/10.1007/s00415-005-0050-6
https://doi.org/10.1067/mhn.2001.119515
https://doi.org/10.1212/01.CON.0000421622.56525.58
https://doi.org/10.1001/archotol.133.2.170
https://doi.org/10.3164/jcbn.08-162
https://doi.org/10.1097/MAO.0b013e31822a1c67
https://doi.org/10.1044/1059-0889(2009/09-0013)
https://doi.org/10.1177/0960327116639365
https://doi.org/10.5152/iao.2018.4756
https://doi.org/10.5152/iao.2018.4756
https://doi.org/10.1002/ana.24850
https://doi.org/10.1097/WOX.0b013e3182439613
https://doi.org/10.1155/2014/761264
https://doi.org/10.1155/2014/761264
https://doi.org/10.1089/biores.2018.0017
https://doi.org/10.1089/biores.2018.0017
https://doi.org/10.2174/1570159X11666131120230309
https://doi.org/10.2174/1570159X11666131120230309
https://doi.org/10.1042/BST0351147


8Scientific Reports |         (2020) 10:1478  | https://doi.org/10.1038/s41598-020-58218-w

www.nature.com/scientificreportswww.nature.com/scientificreports/

	30.	 Hubackova, S. et al. IFNgamma induces oxidative stress, DNA damage and tumor cell senescence via TGFbeta/SMAD signaling-
dependent induction of Nox4 and suppression of ANT2. Oncogene 35, 1236–1249, https://doi.org/10.1038/onc.2015.162 (2016).

	31.	 Chen, X. et al. Role of Reactive Oxygen Species in Tumor Necrosis Factor-alpha Induced Endothelial Dysfunction. Curr. Hypertens. 
Rev. 4, 245–255 (2008).

	32.	 Lim, S. A. & Cheong, K. J. Regular Yoga Practice Improves Antioxidant Status, Immune Function, and Stress Hormone Releases in 
Young Healthy People: A Randomized, Double-Blind, Controlled Pilot Study. J. Altern. Complement. Med. 21, 530–538, https://doi.
org/10.1089/acm.2014.0044 (2015).

	33.	 Saman, Y., Bamiou, D. E., Gleeson, M. & Dutia, M. B. Interactions between Stress and Vestibular Compensation - A Review. Front. 
Neurol. 3, 116, https://doi.org/10.3389/fneur.2012.00116 (2012).

	34.	 Lundberg, U. Stress hormones in health and illness: the roles of work and gender. Psychoneuroendocrinology 30, 1017–1021, https://
doi.org/10.1016/j.psyneuen.2005.03.014 (2005).

	35.	 McEwen, B. S. Stress, adaptation, and disease. Allostasis and allostatic load. Ann. N. Y. Acad. Sci. 840, 33–44 (1998).
	36.	 Diederich, L. et al. On the Effects of Reactive Oxygen Species and Nitric Oxide on Red Blood Cell Deformability. Front. Physiol. 9, 

332, https://doi.org/10.3389/fphys.2018.00332 (2018).
	37.	 George, A. et al. Erythrocyte NADPH oxidase activity modulated by Rac GTPases, PKC, and plasma cytokines contributes to 

oxidative stress in sickle cell disease. Blood 121, 2099–2107, https://doi.org/10.1182/blood-2012-07-441188 (2013).
	38.	 Staab, J. P., Rohe, D. E., Eggers, S. D. & Shepard, N. T. Anxious, introverted personality traits in patients with chronic subjective 

dizziness. J. Psychosom. Res. 76, 80–83, https://doi.org/10.1016/j.jpsychores.2013.11.008 (2014).

Acknowledgements
This research was funded by Ministry of Health & Welfare (H15C-0006-020019) for the Korean Medicine R&D 
Project from South Korea; Nakdonggang National Institute of Biological Resources (NNIBR), funded by the 
Ministry of Environment (MOE) of the South Korea (NNIBR202002108); Guangzhou University of Chinese 
Medicine International Exchange and Cooperation Fund (A1-3001-19-429-010).

Author contributions
Z.G.F. mainly preparations of serum samples and measured the serum levels of antioxidant components which 
were Figure 1C–F, and performed regression analysis which were Figure 3A–E. K.H. performed statistical analysis 
and participated to describe the manuscript. C.H.G. performed ELISA analysis for the inflammatory cytokines 
and stress hormones. J.W.J. analyzed hematological test especially R.B.C. and its related sub parameters, and 
compensated financial funding. H.R.Y. obtained the I.R.B., and financial funding support, gathered participants 
and analyzed questionnaire surveys with statistical analysis. H.G.K. mainly planned the whole clinical trials, 
designed the biochemical analysis with measurement of oxidative stress part, and wrote manuscript.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary information is available for this paper at https://doi.org/10.1038/s41598-020-58218-w.
Correspondence and requests for materials should be addressed to H.-G.K.
Reprints and permissions information is available at www.nature.com/reprints.
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2020

https://doi.org/10.1038/s41598-020-58218-w
https://doi.org/10.1038/onc.2015.162
https://doi.org/10.1089/acm.2014.0044
https://doi.org/10.1089/acm.2014.0044
https://doi.org/10.3389/fneur.2012.00116
https://doi.org/10.1016/j.psyneuen.2005.03.014
https://doi.org/10.1016/j.psyneuen.2005.03.014
https://doi.org/10.3389/fphys.2018.00332
https://doi.org/10.1182/blood-2012-07-441188
https://doi.org/10.1016/j.jpsychores.2013.11.008
https://doi.org/10.1038/s41598-020-58218-w
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Biomarkers of Oxidative Stress and Endogenous Antioxidants for Patients with Chronic Subjective Dizziness

	Material and Methods

	Ethic approval. 
	Study design. 
	Questionnaire surveys of dizziness handicap index (DHI) and visual analogue scale (VAS). 
	Blood collection, laboratory test, and biochemical analyses. 
	Determination of serum cortisol, adrenaline, serotonin levels. 
	Determination of serum tumor necrosis factor (TNF)-α and interferon (IFN)-γ levels. 
	Statistical analysis. 

	Results

	Physiological features of participants. 
	Comparison of the questionnaire surveys. 
	Comparison of the serum levels of oxidative stress. 
	Comparison of the serum levels of antioxidant components. 
	Comparison of the serum levels of inflammatory cytokines. 
	Comparison of the serum levels of stress hormones. 
	Relationships between endogenous redox components. 

	Discussion

	Acknowledgements

	Figure 1 Serum levels of oxidative stress and endogenous antioxidant components.
	Figure 2 Serum levels of inflammation and stress related hormone.
	Figure 3 Regression analysis of variety parameters of the CSD patients.
	Table 1 Physical features of participants.
	Table 2 Comparison of questionnaires surveys.




