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Abstract

Background

Many chronic fatigue syndrome (CFS) and fibromyalgia syndrome (FMS) patients (35—-68%)
use nutritional supplements, while it is unclear whether deficiencies in vitamins and minerals
contribute to symptoms in these patients. Objectives were (1) to determine vitamin and min-
eral status in CFS and FMS patients as compared to healthy controls; (2) to investigate the
association between vitamin and mineral status and clinical parameters, including symptom
severity and quality of life; and (3) to determine the effect of supplementation on clinical
parameters.

Methods

The databases PubMed, EMBASE, Web of Knowledge, and PsycINFO were searched for
eligible studies. Articles published from January 1% 1994 for CFS patients and 1990 for FMS
patients till March 1% 2017 were included. Articles were included if the status of one or more
vitamins or minerals were reported, or an intervention concerning vitamins or minerals was
performed. Two reviewers independently extracted data and assessed the risk of bias.

Results

A total of 5 RCTs and 40 observational studies were included in the qualitative synthesis, of
which 27 studies were included in the meta-analyses. Circulating concentrations of vitamin
E were lower in patients compared to controls (pooled standardized mean difference
(SMD): -1.57, 95%Cl: -3.09, -0.05; p = .042). However, this difference was not present
when restricting the analyses to the subgroup of studies with high quality scores. Poor study
quality and a substantial heterogeneity in most studies was found. No vitamins or minerals
have been repeatedly or consistently linked to clinical parameters. In addition, RCTs testing
supplements containing these vitamins and/or minerals did not result in clinical
improvements.
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Discussion

Little evidence was found to support the hypothesis that vitamin and mineral deficiencies
play a role in the pathophysiology of CFS and FMS, and that the use of supplements is
effective in these patients.

Registration

Study methods were documented in an international prospective register of systematic
reviews (PROSPERO) protocol, registration number: http://www.crd.york.ac.uk/
PROSPERO/display_record.asp?ID=CRD42015032528.

Introduction

Chronic fatigue syndrome (CFS) and fibromyalgia syndrome (FMS) are syndromes of
unknown origin. The core symptom of CFS is profound disabling fatigue [1], whereas FMS is
characterized by chronic widespread pain [2,3]. CFS and FMS are known for substantial clini-
cal and diagnostic overlap, for example, chronic pain and fatigue are common in both patient
groups. The two syndromes are often comorbid; up to 80% of CES patients reported a history
of clinician-diagnosed FMS [4,5]. This has resulted in the hypothesis that these syndromes
share etiological pathways [6].

Vitamin and mineral deficiencies may play a role in the pathophysiology of both CFS and
FMS, although mechanisms behind this hypothesis are not entirely clear [7,8]. In addition,
results of studies investigating the effects of nutritional supplementation or dietary intake on,
for example, symptom severity in these patient groups, are conflicting [9-12]. Nevertheless, a
large proportion of CFS and FMS patients indicate they use nutritional supplements (35%-
68%) [10,13-15], compared to the Dutch general population (27-56%) [16]. The higher nutri-
tional supplement use among patients may be due to encouragements by specialty stores, the
internet or (complementary medicine) clinics. Vitamins and minerals in these products are
sometimes supplemented in doses high enough to cause health problems, for example gastric
discomfort, insomnia, dizziness and weakness [17]. More information is needed on the evi-
dence for (marginal) vitamin and mineral deficiencies in CFS and FM, and the potential bene-
fits in taking nutritional supplements.

Recently, a review investigating hypovitaminosis D in both chronic pain and FMS patients
showed that these patients were at significantly higher risk of hypovitaminosis D than healthy
controls [18]. Unfortunately, further reviews on vitamin and mineral deficiencies among CFS
and FMS patients are lacking. We therefore carried out this first systematic review on vitamin
and mineral status in CFS and FMS. We explored the following research questions: first, what
is the evidence for deficiencies in vitamin and mineral status in CFS and FMS patients as com-
pared to healthy controls? Second, is vitamin and mineral status associated with clinical
parameters, including symptom severity and quality of life, in CFS and FMS? Third, what is
the evidence for an effect of vitamin and mineral supplementation, as compared to placebo, on
clinical parameters in CFS and FMS patients? Because it is currently unknown whether CFS
and FMS result from the same etiology, we analyzed results both for the combined and for the
separate syndromes.
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Methods

We followed the Preferred Reporting Items for Systematic Reviews and Meta-Analyses
(PRISMA) guidelines (S1 Table) [19]. Prior to start of article inclusion, we documented study
methods in an international prospective register of systematic reviews (PROSPERO) protocol,
registration number: CRD42015032528, http://www.crd.york.ac.uk/PROSPERO/display_
record.asp?ID=CRD42015032528.

Data sources and searches

The databases PubMed, EMBASE, Web of Knowledge, and PsycINFO were systematically
searched. Articles published between January 1% 1994 and 1990, for CFS and FMS respectively,
and March 1* 2017 were included. We focused on the most recent diagnostic guidelines,
namely the International Center of Disease Control (CDC) diagnostic criteria for CFS that was
established in 1994 [1], and the American College of Rheumatology (ACR) criteria for FMS in
1990 [2]. To retrieve relevant articles from PubMed, we formulated a search string (S1 Appen-
dix) that consisted of CFS, FMS, and synonyms, vitamins, minerals, micronutrients and syno-
nyms, while excluding systematic reviews or animal studies. This search string was adapted
according to the thesaurus of the databases EMBASE, Web of Knowledge, and PsycINFO. All
included studies were screened for potential references that were not included in the first
search. Duplicates were removed, as well as studies including pediatric participants. There
were no language restrictions; included non-English articles were translated (French, Italian,
Polish, and Turkish articles) by native speakers.

Study selection

Title and abstract were screened by two independent reviewers (M.L.]. and I.M.) for the fol-
lowing criteria: (1) CFS or FMS patients; (2) vitamin or mineral status; and (3) study design.
Studies which were in agreement with the eligibility criteria were retrieved as full text. Discrep-
ancies between the two researchers were resolved by consensus, and when needed a third
assessor was consulted (J.G.M.R.). Reasons for exclusion and percentage of agreement, as
Cohen’s kappa, between the assessors were documented.

Participants of the included studies had to be adults (i.e. >18 years) suffering from CFS or
EMS according to the official diagnostic criteria [1-3]. Studies that involved patients with a
combination of CFS and FMS or other comorbid medical conditions were excluded. Further-
more, the vitamin or mineral status had to be assessed or reported in the article, or there had
to be an intervention concerning vitamins or minerals. Patients were compared with healthy
controls in observational studies, or vitamin and mineral supplementation were compared
with placebo in intervention studies. Lastly, cross-sectional studies comparing cases and con-
trols, cohort studies and randomized controlled trials (RCTs) were included. Case reports,
clinical cohorts without appropriate controls (e.g. controls with musculoskeletal pain or
fatigue), (systematic) reviews, expert opinion, and other study designs were excluded.

Data extraction

Two reviewers (M.L.J. and .M.) independently extracted data and assessed the risk of bias for
each study. The first ten articles were screened together to pilot the data extraction and risk of
bias form. Reasons for exclusion and percentage of agreement between the assessors were
documented.

From the included articles, the following information was extracted: name first author, pub-
lication year, type FSS, number and age of the participants, and vitamin or mineral status. In
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addition, data on smoking habits or alcohol use, diet (and assessment tool used), BMI (or
waist circumference, waist-hip ratio), physical activity (assessment tool), socioeconomic status,
ethnicity, severity of illness (assessment tool), duration of illness, co-morbidities (somatic and
psychiatric), medication use, clinical parameters including symptom severity and quality of
life, and in case of RCTSs the relevant co-intervention(s) were also extracted.

Quality assessment

To assess quality of RCTs, the Cochrane Collaboration’s tool for assessing risk of bias was
employed [20]. For observational studies, literature indicates lack of a single methodological
assessment tool [21,22]. Therefore, we adjusted a previously developed quality tool for obser-
vational studies in this field [23], for use in studies that focus specifically on the association
between vitamin and mineral status and CFS or FMS. Eight of the nine items in this original
quality tool originated from guidelines or tools for either reporting or appraising observational
research [24-26]. These items were adjusted to the specific question on vitamins and minerals
and classified into three key domains: appropriate selection of participants (validated disorder,
representative controls, in- and exclusion criteria, disease characteristics), appropriate quanti-
fication of vitamin and mineral status (duplicate quantification, appropriate outcome), and
appropriate control for confounding (assessed confounders, analyses adjusted). The item: “Is
the assessor blind for disease status”, was excluded since from the original quality tool since it
is not applicable in the current review. Furthermore, we added the item “Are methods for
assessment of vitamin and mineral status clearly stated”, based on the adapted Newcastle
Ottawa scale for cross-sectional studies (S2 Appendix) [27]. RCT's that contained relevant
observational data (n = 4/5), were assessed with both the Cochrane tool and the observational
studies quality tool. For both quality tools, items were rated as (0) low risk, (1) medium risk,
and (2) high risk of bias. The maximum attainable quality score was 14 for RCTs, and 18 for
observational studies.

Data synthesis and analysis

We first constructed an overview of available data on the different vitamins and minerals.
Characteristics of the included studies were systematically listed to generate a clear overview of
the current literature on vitamins and minerals in CFS and FMS patients. For those vitamins
and minerals with more than five studies available, we did quantitative syntheses on aggre-
gated data. For these syntheses, data was pooled with the random effects model of meta-
analysis, using Stata statistical software, version 14 (Statacorp LP, Texas). To allow pooling
across studies that used different outcomes of vitamin or mineral plasma or serum levels, we
calculated the standardized mean difference (SMD). For proportions of deficiencies, the odds
ratio (OR) was calculated and pooled. Subsequently, the SMD and OR for each study were
weighted by their inverse variance and the corresponding 95%CI were calculated. The exis-
tence of heterogeneity among studies was assessed by Q-tests, and the degree of the heteroge-
neity was quantified by calculating the I-squared (I*) value. Publication bias was inspected
visually by a funnel plot, and an Egger’s test was conducted to quantify funnel plot asymmetry
[28]. The Tweedie’s Trim and Fill test was performed as an additional sensitivity analysis to
identify and correct for funnel plot asymmetry arising from publication bias [29]. When the
Trim and Fill test was performed, and additional studies were added to the analyses, contour-
enhanced funnel plots were used instead of regular funnel plots to examine whether asymme-
try in the funnel plots was due to publication bias [30]. Subgroup analyses were performed
including studies with more than half of the maximum study quality score (>9 quality points),
if more than three studies with a sufficient quality score were available. Furthermore, vitamin
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and mineral status of CFS and FMS patients were investigated separately if more than three
studies were available. Findings were considered statistically significant if P<0.05.

Results
Study inclusion

Results of the systematic review and meta-analysis are presented in a flow diagram (Fig 1).
Cohen’s kappa’s for the abstract and full text selection were 0.96 and 0.89 respectively, indicat-
ing very good consistency of agreement [31]. Out of 108 studies included for the full text
review, 45 studies were included in the current review.

Characteristics of the included studies are presented in Table 1, and results of the quality
assessment in Tables 2 and 3. Most studies involved FMS patients (n = 35/45); 4 of the 5 RCT's
also contained relevant observational data. Vitamin and mineral status was mainly assessed in
plasma or serum (n = 40/45). Furthermore, quality scores revealed poor study quality (i.e.
equal or less than half of the maximum study quality score) in the vast majority of observa-
tional studies (n = 27/44; range 4-14 points) and RCTs (n = 3/5; range 5-12 points). Only few
observational studies defined all described in- and exclusion criteria for the investigated popu-
lation, including medication use, somatic morbidity, and psychiatric morbidity (n = 10/44).
The CFS or FMS diagnostic criteria were often described in observational studies, but
researchers failed to state whether or not the syndromes were diagnosed by a physician
(n = 40/44). Disease characteristics were frequently not fully presented (n = 15/44), or were
completely absent (n = 18/44) in observational studies. Almost all observational studies did
not assess vitamin or mineral in duplicate (n = 38/44). Most studies that assessed vitamin or
mineral status did not clearly state the methods for assessment of vitamin and mineral status
(n = 27/44). Furthermore, most observational studies did not adjust their analyses for any
potential confounders (n = 43/44). Lastly, most RCTs had a medium to high risk of bias for
random sequence generation (n = 3/5), allocation concealment (n = 3/5), blinding of outcome
assessment (n = 4/5), incomplete data (n = 4/5), selective reporting quantification (n = 3/5),
and other bias (n = 5/5).

Systematic review

Studies that were not included in the meta-analyses are presented in Table 4.

Interventions. Five RCTs were included. The first RCT determined the effect of magne-
sium citrate treatment in combination with amitriptyline versus amitriptyline only, on FMS
symptoms, over a period of 8 weeks [34]. They found that amitriptyline and magnesium sup-
plementation was more effective on all measured outcomes than amitriptyline alone. The sec-
ond RCT investigated the effect of a polynutrient supplement (containing several vitamins
(including A, B, C, D, E), minerals (including calcium, magnesium) and (co)enzymes), on
fatigue and physical activity of patients with CFS, over a period of 10 weeks [37]. They found
no significant difference between the placebo and treatment group on any of the outcome
measures. A third RCT examined vitamin C and E treatment combined with exercise versus
exercise only, in FMS patients, over a period of 12 weeks [57]. Although both interventions
lead to significantly higher vitamin A, C, and E serum levels, the FMS symptoms did not
improve in both groups. Furthermore, the most recent RCT investigated the effect of vitamin
D, on symptoms in CFS patients, over a period of 6 months [75]. Despite a statistically signifi-
cant increase in vitamin D, they found no evidence of improvement in symptoms of fatigue or
depression. Lastly, in the fifth RCT, cholecalciferol was administered for 20 weeks in FMS
patients, with the dosage depending on patients calcifediol levels [74]. A significant treatment
effect on intensity of pain was found in the treatment group versus placebo. No changes in
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Fig 1. Flow diagram.
https://doi.org/10.1371/journal.pone.0176631.g001

somatization, depression and anxiety, physical and mental health, and FMS symptom severity
were observed in both the treatment and placebo group.

Clinical parameters. All studies investigating vitamin A (n = 1) [67], vitamin C (n=1)
[67], ferritin (n = 2) [50,62], iron (n = 1) [50], and selenium (n = 1) [69], found no significant

PLOS ONE | https://doi.org/10.1371/journal.pone.0176631  April 28, 2017 6/25


https://doi.org/10.1371/journal.pone.0176631.g001
https://doi.org/10.1371/journal.pone.0176631

@ PLOS |one

Vitamins and minerals in chronic fatigue syndrome and fibromyalgia syndrome

(penupuo))
wnies
wnias

0gY ‘Bwseld

IeH

wnieg

wnieg
ewse|d

ewse|d

wnias

lenaten

$91A000U9)
‘sajfooiyifie
‘wnieg

ewse|d

wnieg

VN

sio|eleld

wnieg

sajhoolyiflie
‘wnies

wnieg

ewse|d

[enaten

snioydsoyd ‘wniojed ‘g ulwenA
oUIZ ‘uodl ‘uniiay 4addon
wnisaubew ‘3 ulWeNA

oUIZ ‘WNIPOS

‘wnjusles ‘wnissejod ‘snioydsoyd

‘asauebuew ‘wnisaubew
‘unliey 4eddod ‘wnioren

ouiz ‘wnissubew ‘Jaddod ‘wniojen

Q ulweyp
D ulweyA

wnipos ‘wnissejod ‘O UIWENA

g ulweyn

|eJaujw Jo/pue ujwepA

wnisaubepy

ouIZ ‘wniug|es
‘wniseubew ‘J ‘y ulweyp

wnoje)

wewsa|ddns jusunuAjod

wniseubew ‘wnioe)

Q unweyp

wnisaubepy

winiofeo ‘g UlWenA

30V Ulwenp

|eJaujw Jo/pue ujwepA

(89) s|013u00 AyjeeH
(ge) sjonu0d AuyyesH

(G1) s1onu00 Ayyes

(22}) slonuoo AyesaH
(12) sjonuoo Ayiesy

(L) s101u00 AyyesH

(6)

sjuaied dn)oayd [eoIpay
(e2) S1011u09 AyyesH

(202) ured [e1sjeysonosnw

10 A4 Inoyum
suaned aied Alepuodas

(u) dnoub uosiredwo)

(02) s|01u09 AyyresH

(02) s104u00 AuyesH

(£S) s101u00 AyyeeH

(g2) sysned S0 ‘ogadeld
(2) ured [ejooxs
-0[NaSNW JO |\l INOYIM
sjualjed aseo Aiepuodeg

(12) sl04u00 AyyesH

(02) s1013u00 AyyeeH

(£€) s|01u09 AyyjesH

(0g) sio13u00 AyyeeH

(u) dnoub uosiiedwo)

(z9)eel
(2'21) 815 HOI4

(Len) v'19:0Id

dN

dN

$'2€ :ueaw yoI4
(001-0'7)

0°8 :Xew-ulw ‘ueipaw
(01—0) ured SYA

dN

(et eL

HN

(as)

syjuow ui uoneinp
ueaw Jo/pue (gs)
Ayianes ss4 uespy

dN
HN

uN

(G1-2) 08

((go1) ueipaw ‘sieak)
uonelnp asessig
@) ¥'15:SID

(e'21) 625 DI
vy

(s'1e)e6l

‘old

(roL)8'8e

HolE|

(1e) 8y

(e2) 59

:(01 Jo N0 81008) DI
8'89

(6°2) 865 :0I4

(as)

syjuow uj uoneinp
ueaw Jo/pue (gs)
Kuanes gs4 uespy

(8'6)6L€
(52)2es

abuel oy—0g

(69) 52

(ee)zoy

(9'6) 28y
(g) 8e

(8) 6E

(e'8)90v

(as) steak
uj abe ueapy

o

or

(r'8) ey

(6'6) 0°0F

(e'6) 8'8F

(52) ge

(2'9) Lov

(9€) ger

(2'9) Loy

(as) s1eak
uj abe ueapy

|04Ju02-95B)
|0Ju02-3sB)

|0Jjuoo-8se)

|0J}u00-8se)

|01jU00-858)

|04}u02-958)
|04Ju02-95B)

|0Jjuoo-8se)

|0J)U02-9sB)

ubisap Apnis

|01jU00-858)
|0JJU00-85B)

|04Ju02-95B)

104

|0J}u0o-8se)

|0/}u02-asB)
|0A3U0D
-9SBO pue | DY

|0Jjuoo-8se)

|04Ju02-958)

ubisap Apnis

v,

Sy

St

144

€S

8l

Ll

sased
JON

4

4

00t

e

4

6

09

oy

0g

soseo
joN

SIN4

SINd

S40

SINH

SIN4

SIN4

sS40

S40

SINd

SSsdJo
adAL

SIN4

SINH

SIN4

S40

SINH

SINH

SIN4

SINH

SIN4

SS4d 4o
adAL

a1eo Aejya]

VN

aseo Arepuodsg

aJeo Arepuodeg

21ed Alepuodes

aseo Arepuodeg
a1ed Arepuodeg

HN

a1e0 Arepuodeg

Bumes

dN

HN

aJeo Arepuodeg

a1eo Aejya]

21e0 Alepuodes

aseo Arepuodag

aJeo Arepuodeg

aseo Arepuodag

aJeo Arepuooeg

Bumes

[67]
9102 ‘1e 10 yeep

[svl€Loe
‘le 8 eigny e

[2¥]
€002 ‘e 10 dniny|

[ov]
1102 ‘[e 1o wy

[sv19102
‘e 19 ey

[p¥]
9102 ‘e 10 Aosyy
njBodesey

[ev] 6002
‘le 1@ sswwep

[ev]l 1102
‘le 1@ sswwep

[L1vloLoe
‘le 1@ LepIeH

Apms

[ov] 9661
‘le 10 Jabuisig

[6c] 2661
‘le 12 1abuisig

[se]
9102 ‘|2 10 B1S0D

[2€]2002
‘|e 1@ siamnoag

[oe] 8002
‘e 19 1ydizzeg

[selvioe
‘le 12 djeinbAeg

[vel
€102 ‘e 10 sibeg

[ecl €002
‘le1a Jelv-Iv

[ze]
6002 ‘[e 19 SMPIY

Apms

‘sSalpnis papnjoul Jo sdljsuvjoeleyd °| a|qeL

7/25

April 28,2017

PLOS ONE | https://doi.org/10.1371/journal.pone.0176631


https://doi.org/10.1371/journal.pone.0176631

@ PLOS |one

Vitamins and minerals in chronic fatigue syndrome and fibromyalgia syndrome

(penupuo))
wnies
ewse|d
ewse|d

auun Buisey
‘Po0|q 8joYM

wnias

wnieg

lelialey
wnieg
wnies
wnieg
wnies
ewise|d
JleH
ewise|d

wniasg

wnieg
ewse|d
2|0sNwW [E199%S

wniasg

[enaten
wnieg

wnieg

oulZ ‘wniudjes ‘wnisaubepy
wniojen

wnisaubew ‘3 ‘D ‘v UulWeyA

oUIZ ‘WNIPOS ‘Wnjuajes ‘wnissejod
‘wnuapgAjow ‘wnisaubew

‘auipol ‘uniugy ‘Jaddod ‘wnpe)

g ulweyn

wnjus|es

|eJaujw Jo/pue UjWeNA
a ulweyp

PIOE 1[0} ‘UILIBY ‘218 UIWEA

snioydsoyd ‘wniojed ‘g ulwenp

Q uiweyp

wnissejod

wniseubew ‘wnioe)

3D ‘v ulwepp

3 UlwelA

3 uiweyp
g ulweyA
wnisaubepy

wniofeo ‘g UlWenA

|eJaujw Jo/pue ujwepA
ouiz

uoll ‘une4

(2e) slonuoo AyyesH

(02) slou09 AuyyesH

(0v) s1o1u09 AuyyesH

(1) s10u00 AyyesH

(26) ured [eysj@ysojnosnw
10 N4 Inoyum
sjuaned aseo Aiepuodag

(26) ured |elojoysonosnw
10 N4 INoyum siouop poolg

(u) dnoub uosiredwo)n
(0€) sl04u02 AyreaH
(9%) sl0u00 AyijesH
(08) slonu00 AyyeeH
(08) sjonu09 AyyeeH
(G1) sjo1u09 AyyesH
(2+) sjonu00 Ayyes
(0€) slouo9 AuyyesH
(0v) slo4u00 AuyyesH

(£2) yiuow e

1se9| Je 1o} anbiye} wolj a8y
sjuaied a1ed Aiepuodas

(9€) slou09 AuyyesH
iy

s|041u09 Arejuapas AyjesH

(502) slonu00 AyyesH

(u) dnoub uosiredwo)
(2+) slonuoo Ayyes

(£8) s1013u00 AyjjeeH

(6°2)€€s I
HN

(z'6) €19 014

HN

Q) 1

:sjuiod Japus} JaquinN

4N

(as)

syjuow ui uoneinp
ueaw Jo/pue (Qs)
Ayianas ss4 uesyy

(e21)€L2
(€'01) 985 :0I4
(6'04) 009 :DI4

ve) Ly
uN

HN

HN
(@) st

:sjuiod Japusl JaquinN

HN

HN
uN

HN

N

(as)

syjuow uj uopeinp

ueaw Jo/pue (gs)
Kianes ss4 uespy

4N

(z'02) 125014

(VAVAN 47 |01}U00-858)
(8'6) ¥'9F |  |0nuU00-B5BD
(92)9¢€e |01U0D-85B))
(12-1€)
61 :(xew
-ulw) uelpap |0ju02-858)
(98)6v¥ |  |ohuoo-asE]
Va4 |0J}u02-958)
(as) steak
ui abe ueayy | ubisap Apmis
(8'6) 6Ly |  |oluoo-ase)
(901) 697 | |0suOD-BSBD
(v'6) €ce |0J1u02-85BD
(6) L& |0Jju00-asEB)
6% |0}u02-asB)
X% |04}u02-88B)
|0A3U0D
(2'S) 1’0oy | -eseopue 10YH
dN |0Ju02-3sB)
(9) 62 |01jU00-858)
G/.-02
Xew-Uly |0Ju02-asB)
dN |04}u02-95B)
(96)S° 1S |  |ohuoo-ase)
(as) s1eak
ui abe ueapy | ubisep Apmis
(zel) 6ty |  |onuod-ased
(e1)es| |onuoo-esed

ce

09

ov

8¢

/8

89

sosed
joN

09

oy

0S

6.

St

clt

0S

Le

1]

0c

S0c

sased
JON

cl

8

SIN4

SINH

SINH

SINH

SINd

SINH

Ssdjo
adA

SIN4

SINH

SIN4

SIN4

SINH

SINH

SIN4

sS40

sS40

SINH

S40

SIN4

SS4dJo
adAL

S40

SIN4

HN

aseo Arepuodag

HN

aseo Arepuodag

a1e0 Arepuodag

21e0 Alepuodss

Bumes
21ed Alepuodas
aseo Arepuodag
aJeo Arepuodeg

a1eo Aelya]
dN

aseo Arepuodeg
21ed Alepuodss

HN

21ed Alepuodas

HN

HN

a1e0 Arepuodeg

Bumes
21e0 Alepuodes

a1ed Arepuodeg

[69] 8002
‘le 1@ Anpuas

[89] 2661
‘le 1@ pisioquies

(9] 1102
‘le 1o elieyes

[99] 2002
‘le 1@ Buogsoy

[soloLoz ‘le e
eudd apuazay

[79] 8661
‘|e 1@ pJeyuidy

Apmg

[e9]
¥102 ‘e 19 ueazQ

[zoloroz
‘|e 38 [19uBHO

[Lol€roz
‘le 1@ ewe|Q

[09]
9102 ‘[e 10 Aelyo

[6s]1v661
‘le 12 pJieebalioN

[8s]
6661 ‘1210 BN

[2c]o102
‘le 1@ njbouizeN

[9c]
8002 ‘Ie 10 emijy

[gs]
0102 ‘e 1o emipy

[7G18661
‘|e 1@ JnoYyI3aN

[es] sooz
‘le 3@ AIndo

[eslvioe
‘|e 1@ soajre\

Apms

[16]
9002 ‘|2 10 soe|y

[os]
210z ‘le1o Jepep

(ponunuog) 1 a1qeL

8/25

April 28,2017

PLOS ONE | https://doi.org/10.1371/journal.pone.0176631


https://doi.org/10.1371/journal.pone.0176631

Vitamins and minerals in chronic fatigue syndrome and fibromyalgia syndrome

PLOS |ox

)

L0O¥ 199/ 10"auod"[euInol/L2g 10 1/B10"10p//:sd]y

*9]eas anbojeue [ensIA = QYA ‘|1l PaJ|0JIu0D PasIWopUe) = | DY ‘S||80 poojq pal = Dgy ‘parodal Jou = YN ‘OWOoIpUAS 21jeWOoS [euoioun) = SSH ‘ewolpuis eibjeAwolqi = SNL ‘(001
—0) asreuuonsanb joedwi eibjeAwolqly pasinal = HOI4 ‘(00 1—0) a4reuuonsanb j1oedwi eibjeAwolqly = D4 ‘((95—8) yibualis [enpiAIpul 1108y = S|D ‘@wolpuAs anbie) o1uoiyd = S49

[oz19102
wnies a ulweyp (66) s1043u00 AyjesH (£21) 629 DI (z'6) v'6¥ |013u00-8sB) 66| SN dN ‘e 1@ WHIPIIA
A Ulwey) JeuoneAlssqO
|oJa}10[e28]0Y2 N] 002 40 00FE (91) |04u0d [sz1s102
wnias sjons] wnias uo Buipuadep 10y | (G2) susned S40 ‘ogadeld | €9 :91eds anbiyey sadid (0'2l) 1’8y | -eseopue | DY [or4 sS40 a1e0 Arepuodeg ‘e 1@ weym
(e) a1e0 Aiepuodes

(@)g1 | e8v(oe=u) [euonoes pue uopejndod [v21¥102

wniag aguiwenp | (G1) siuaned SNH ‘ogade|d | :siulod Jepud) JaquuinN leJonQ | -SS0.0 pue | DY Gl SIN4 |elausn) ‘le 1@ saudap
(9°22) Svp

(6%) 6725 :(001-0) [ez12002

1a7 ‘ewseld J ulwelA (02) sjonu09 AyyesH anbie} ajosnw SYA (8) 2+ |0J)uoo-ase) 12 sS40 a1e0 Arepuooag ‘le 19 181Yy22aA
(as)
syjuow uj uoneinp

ueaw Jo/pue (gs) (as) steak sased | sS4 jo

|elialey |eJaulw Jo/pue ujwepp (u) dnoub uosiredwo) Awianas gss4 uespy | uiabe uealy | ubisap Apnis JON adAyL Bumes Apmis

(261) L2e [c2loL02

wnieg snioydsoyd ‘wniofed ‘g UIWENA (0g) s1o1u00 AyyesH (ev1) L'v9 OId4 (89)gee |01ju00-8sB) 0| SId dN ‘le19 Aosnin

(z29)eL [1z]o102

wnleg snioydsoyd ‘wniofed ‘g ulweyA (0g) sonu00 Ayyes (e°L1) ¥y :9e -4S (z9)8'6€ |013u00-858) 06| SWd| 8Jedfiepuodes | ‘le e zewiAxing

(28) N4 ou yum sjusied [02] 6002

wnieg g ulwenp | sise) poojq dipouad Jeinbay 4N (9°2)8ey |0Jju09-9se) 89 SINA 21ed Alepuodes ‘le 1o 19)0pue |

(ponunuo)) -1 a1qeL

9/25

April 28,2017

PLOS ONE | https://doi.org/10.1371/journal.pone.0176631


https://doi.org/10.1371/journal.pone.0176631.t001
https://doi.org/10.1371/journal.pone.0176631

Vitamins and minerals in chronic fatigue syndrome and fibromyalgia syndrome

PLOS |0

@)

(penupuo))

[sslotoz
‘e 1o eMIN

[rS1 8661

‘[e 10 JnoyoaN
[ec] G002

‘e 18 AInQoW
[eslv1L02

‘[e 10 soare|\

[15]1 9002
‘le 1o seepy

[osleLoe
‘(e 18 Jope

[6v]19L02

‘e 10 yeey
[sv]€Loe

‘le 10 Bigny €

[2v]1 €002
‘le 1@ dniny|

[ov]

L10g ‘e o wiy
[sv]9toe

‘e 1o Bjifeyy
[rvlgtoe

‘le 10 Aosyy
njBodesey|

[ev] 6002
‘e 1o sswwer

[ev] 1102
‘[e 10 sewwer

[Iv]1oLog
‘e 10 eplaH

[6€] 966+
‘[e 10 Jabuisig

[6e] 2661
‘[e 1o Jabuisig

[seloloe
‘[e 10 B}so)

[9€] 8002
‘e 1o 1yoizzeg
[sel 102 ‘e e
dreinbAeg

[releLoe
‘[e 10 sibeg

[ee] ooz
‘e 18 Jellv-Iv

[zel 6002
‘[e 10 sy

uoneoyy
siapunoy | Buipunoj-uod| awodno uoneosyy -juenb So1ISLIa) eLIaI0 S|0J3U02
91008 pajsnipe -uod 10} |0J}U0D ajeud -puenb spoyjow ajend -oeleyd uoisn|oxa aAneIuss
lelol | sasAjeuy passassy | 9jend-oisddy -oiddy ajeolidng| palepllep -ouddy aseasiqg pue -uj -aiday

sjuedion-ted
1apJosip JO uonosles
polepliep  9jend-ouddy

*S9IpN]s |BUOIBAISS(O JO Judwissasse Ajjenb ay) jo synsay g a|qeL

10/25

April 28,2017

PLOS ONE | https://doi.org/10.1371/journal.pone.0176631


https://doi.org/10.1371/journal.pone.0176631

200¥ 199/ 10"auod-[euinoly| L€ 1°01/B10"10p//:sd1y

ysu ybiy = Aelb yep Ysu wnipaw = Aeib ybi| ‘Ysu1 Mo| = aym
‘(xipuaddy ZS) IN4 pue S49 Ul SaIpnis [eidulw pue uiwelA jo Alijenb jeoibojopoyisw ssasse 0} |00} Ajjenb ay} 0} Buipiodoy

Vitamins and minerals in chronic fatigue syndrome and fibromyalgia syndrome

PLOS |0

(2'2) 2’8 :(@S) uesw a.109s [ej0]

[oz]19102
‘e 19 WLIPJIA

[sz]15102
‘e 1o weynm

[v21v10e
‘e 10 Jaudapp

[ez] 2002
‘e 10 1814209

[1zlot02
‘e 1o Aosn|n

[1z]0102 ‘10
zewiAynL

[02] 6002
‘le 1o Jejepue |

[69] 8002
‘le 18 Jnpuasg

[89] 2661 ‘€10
pisloquies

[z9] 1102
‘[e 10 eAieyes

[99] 2002
‘le 10 Blogsoy

[solotog ‘e
BUSd 9puszay

[rol 8661

‘e 1o pleyuiey
[eal¥L02

‘e 1o uedZQ

[zololoz
‘e 1o [louelO

[Loletoe
‘le1e ewe|Q

[ool9L02

‘le1e Aef0
[65]v661 ‘€10
pieebalioN
[8g]

6661 ‘210 BN
[z6]0102

‘le 1@ njBosizeN

[o5] 8002
‘e 10 BMIN

i

ol

ok

ot

ol

ok

oL

ol

uoneay

siopuno}| Buipunoj-uod| awodlno uoneoyy -juenb solslie) eLIa}IO S|0JJu0d sjuedion-ted
a109s paisnipe -uod 10} |0JjU0D ajend -ljuenb spoyjaw ajend -oeJeyd uoisnjoxa aAnejuas 1apJosip JO uono’Ies
lelol| sasAjeuy passassy  9jend-oisddy -oiddy ajealjdng pajepijep -oiddy aseasiqg pue -uj -aiday palepliep  ojend-ouddy

@)

(penunuo)) -z algeL

11/25

April 28,2017

PLOS ONE | https://doi.org/10.1371/journal.pone.0176631


https://doi.org/10.1371/journal.pone.0176631.t002
https://doi.org/10.1371/journal.pone.0176631

®'PLOS | one

Vitamins and minerals in chronic fatigue syndrome and fibromyalgia syndrome

Table 3. Results of the quality assessment of randomized controlled trials.

Random Blinding of Blinding of Incomplete |Selective reporting | Other |Total
sequence concealment participants and outcome data quantification bias score
generation personnel assessment
Bagis et al, 5
2013 [34]
Brouwers 6
et al, 2002
[37]
Naziroglu 6
etal, 2010
[57]
Wepner et al, 8
2014 [74]
Witham et al, 12
2015(75]

Total score mean (SD): 10.0 (2.6)

According to the Cochrane Collaboration’s tool.

white = low risk, light gray = medium risk, dark gray = high risk

https://doi.org/10.1371/journal.pone.0176631.t003

associations between vitamin and mineral status and clinical parameters in FMS patients
(Table 3). Most studies investigating vitamin D (n = 6) found no significant associations
between vitamin D and clinical parameters in CFS [75] and FMS [35,49,65,72,76] patients.
However, two studies found significantly higher VAS-score for pain in patients with vitamin
D levels <30 ng/ml compared to FMS patients with vitamin D levels of >30ng/ml [44,60]. Sig-
nificant negative associations were found for vitamin E in plasma and fatigue in CFS patients
(n =1/2) [73], and serum and erythrocyte magnesium and fibromyalgia symptoms (n = 1/3)
[34]. A significant positive association was found for serum zinc and somatic symptoms in
fibromyalgia patients (n = 1/3) [48].

Vitamin and mineral status. All studies that investigated vitamin B12 (n = 1) [62], folic
acid (n = 1) [62], iron (n = 2) [48,50], molybdenum (n = 1) [66], phosphorus (n = 4)
[46,49,61,71,72] sodium (n = 3) [42,46,66], and iodine (n = 1) [66], and the majority of studies
that investigated potassium (n = 3/4) [42,46,59], and selenium status (n = 4/5) [39,46,66,69]
found no statistically significant difference between patients and controls (Table 3). In con-
trast, all studies that investigated vitamin B1 (n = 1/1) [54], and manganese (n = 1/1) [46], and
the majority of studies that investigated vitamin A (n = 2/4) [39,67], found statistically signifi-
cant lower serum values in patients versus controls. The majority of the studies that were not
suitable for inclusion in the meta-analyses reported significantly lower vitamin E in patients
versus controls (n = 3/4) [55,56,73]. Statistically significant results were found in the majority
of the included studies investigating copper (n = 3/4) [46,48,66], ferritin (n = 4/5)
[46,50,62,66], and zinc (n = 5/7) status [48,51,66,69]. However, the direction of the differences
was equivocal for all three minerals: levels of copper were higher among patients in 3 studies
and lower in 1, levels ferritin were higher among patients in 2 studies and lower in 2, and levels
of zinc were lower in 3 studies and higher in 2.

Meta-analysis

Vitamin C, vitamin D, vitamin D deficiency (<20ng/ml), vitamin E (Fig 2), and the minerals
calcium, and magnesium status, and were reported in more than five studies and were there-
fore investigated using meta-analysis (Fig 3). Meta-analysis revealed that circulating
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Table 4. Vitamin and mineral status in the included studies.

Vitamin A
Study Patients Controls Statistically Linked to clinical parameter
Mean SD Mean SD significant

Akkus et al, 2009 [32] | 0.30 umol/l 0.10 0.45 0.16 p<.01 NR

Eisinger et al, 1997 2.7 umol/l 1.5 2.3 0.9 NS NR

[39]

Naziroglu et al, 2010 1.5 ymol/l 0.5 2.4 0.2 p<.05 NR

[57]

Sakarya et al, 2011 1.46 mmol/l 0.47 1.25 0.26 NS FIQ Pearson’s correlation coefficient.

[67] -0.083 (NS)

Vitamin B1

Mechtouf et al, 1998 58 ng/ml 38.9 49.6 14.8 p<.05 NR

[54]

Vitamin B12

Ortancil et al, 2010 297.6 pg/ml 120.7 295.7 113.0 NS NR

[62]

Vitamin C

Sakarya et al, 2011 X X X X X FIQ Pearson’s correlation coefficient.

[67] -0.115 (NS)

Vitamin D

Al-Allaf et al, 2003 [33] | <20nmol/l (n (%)): 18 (45) n (%): 7 (18.9%) | p<0.015 NR

Baygutalp et al, 2014 | x X X X FIQ Spearman correlation: 0.231 (NS)

[35]

Kasapoglu Aksoy X X X X X <30 ng/ml vs >30 ng/ml in FMS:

et al, 2016 [44] VAS pain: 8.4 (1.6) vs 6.7 (2.0) p =.002
FIQ:65.4 (12.0) vs 57.2 (16.1) p = .088

Maafi et al, 2016 [49] X X X X X FIQR Spearman correlation: -0.093 (NS)
Number of tender points: -0.194 (NS)
VAS pain: -0.097 (NS)

Okyay et al, 2016 [60] | x X X X X <20 ngl/ml vs 20-30 vs >30 ng/ml in FMS:
FIQ: 56.6 (8.9) vs48.8 (2.8) vs41.4 (8.2)
p=.000
VAS pain: 7.4 (1.4) vs 6.4 (0.5) vs 5.1
(1.0) p=.000
FIQ Spearman correlation. -0.621 (p =
.000)

VAS pain Spearman correlation: -0.578 (p
=.000)

Study Patients Controls Statistically Linked to clinical parameter

Mean SD Mean SD significant

Rezende Pena et al, X X X X X Number of tender points Pearson’s

2010 [65] correlation coefficient. -0.160 (NS)
VAS pain: -0.196 (NS)

Ulusoy et al, 2010 [72] | <20ng/Il (n (%)): 26 (86.7) n (%): 29(96.7) | NS FIQ Pearson’s correlation coefficient.
0.071 (NS)

Wepner et al, 2014 [74] | 19.94 ng/ml 6.066 NR NR NR NR

Witham et al, 2015 [75] | 44 and 48 nmol/I 15and 20 NR NR NR Piper fatigue scale: no improvement after
vitamin D3 treatment

Yildirim et al, 2016 [76] | x X X X X FIQ Pearson’s correlation coefficient.
r=0.112 (NS)

VAS pain: r=0.104 (NS)

Vitamin E

Kurup et al, 2003 [47] | 5.22 ug/ml RBC 0.31 5.25 0.33 NS NR

Miwa et al, 2010 [55] 2.81 mg/g lipids 0.73 3.88 0.65 p<.001 NR

(Continued)
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Table 4. (Continued)

Miwa et al, 2008 [56] 3.03 mg/g lipids 0.72 3.78 0.66 p<.001 NR
Sakarya et al, 2011 X X X X X FIQ Pearson’s correlation coefficient.
[67] -0.171 (NS)
Vecchiet et al, 2002 9.5 ymol/mg LDL 1.0 18.0 1.5 p<.001 Linear regression analyses fatigue versus
[73] vitamin E in plasma:
Y =56.674-0.4467X
r=-0.6098 (p < 0.004)
Calcium
Bazzichi et al, 2008 231.0 nM platelet 13.75 (SEM) | 198.3 10.40 NS NR
[36]
Kim et al, 2011 [46] 775 pglg 439-1,366 1,093 591- p =.001 NR
(95%Cl) 2,020
Ng et al, 1999 [58] 2288.4 ug/g hair 1486.2 846.3 645.7 p=.025 NR
Rosborg et al, 2007 49 mg/l (median 28.5-62.2 48.0 39.7-58.5 | NS NR
[66] whole blood) <29-258 74.5 <29-519
72.8 mg/l (median (range)
urine)
Copper
Khalifa et al, 2016 [45] | 145.8 pg/dl 17.34 116.50 14.35 p<.05 NR
Kim et al, 2011 [46] 28.3 ug/g 11.8-68.1 40.2 16.1- p=.029 NR
(95%Cl) 100.0
La Rubia et al, 2013 105.99 mg/dl 17.03 83.55 9.20 p<.001 NR
[48]
Study Patients Controls Statistically Linked to clinical parameter
Mean SD Mean SD significant
Rosborg et al, 2007 971 pg/l (median 620-1740 855 690-1475 | p=.002 NR
[66] whole blood) 6.7-186 34.7 8.6-92.2 | NS
28.1 pg/l (median (range)
urine)
Ferritin
Kim et al, 2011 [46] 5.90 pyg/g 4.21-8.26 7.10 4.73— p=.007 NR
(95%Cl) 10.66
La Rubia et al, 2013 52.33 g/dlI 15.07 57.42 17.01 NS NR
(48]
Mader et al, 2012 [50] | 63.68 ng/ml 49.72 53.70 46.24 p=.18 FIQ Spearman correlation. NS
<30 ng/mL n (%): n (%): 38 p<.04
23(27.4) (43.7)
Ortancil et al, 2010 27.3 ng/ml 20.9 43.8 30.8 p=.035 FIQ Spearman correlation. NS
[62] <50 ng/mL n (%): n (%): 26 p=.001
40 (87.0) (56.5)
Rosborg et al, 2007 422 mg/l (median) 245-585 400 273465 |p=.046 NR
[66] (range)
Folic acid
Ortancil et al, 2010 9.2 ng/ml 3.1 8.9 25 NS NR
[62]
lodine
Rosborg et al, 2007 <650 pg/l (median <650-1900 | <650 <650-693 | NS NR
[66] whole blood) <130-5395 | 2000 <130- p =.001
788 pg/l (median (range) 12145
urine)
Iron
La Rubia et al, 2013 81.82 mg/dl 34.64 83 30.07 NS NR
(48]
Mader et al, 2012 [50] | 82.32 pg/dl 32.75 75.31 29.13 NS FIQ Spearman correlation: NS
(Continued)
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Table 4. (Continued)

Magnesium
Bagis et al, 2013 [34] | Erythrocyte: 0.41/0.47/ 3.22mmol/ | 0.36 p<.001 FIQ Pearson’s correlation serum Mg:
2.27/2.70/2.91 mmol/ | 0.42 | -0.426 (p<.001)
| Erythrocyte Mg:
-0.309 (p =.013)
Bazzichi et al, 2008 1.30 mM platelet 0.079 (SEM) |1.07 0.056 p=.02 NR
[36]
Eisinger et al, 1997 2.36 mmol/I 0.24 2.39 0.24 NS NR
[39] erythrocyte
Eisinger et al, 1996 4.9 fmol/cell 1.7 3.9 1.3 NS NR
[40] lencocyte
Kim et al, 2011 [46] 52 ug/g 25-107 (95% | 72 36-147 | p=.008 NR
Cl)
Study Patients Controls Statistically Linked to clinical parameter
Mean SD Mean SD significant
McCully et al, 2005 0.47 mM muscle 0.07 0.36 0.06 p<.01 NR
(53]
Ng et al, 1999 [58] 84.7 ug/g hair 73.3 46.8 28.9 p=.05 NR
Rosborg et al, 2007 28.6 mg/I (median 24.5-37.8 28.2 23.2-37.2 NS NR
[66] whole blood) <25-189 60.5 <25-171
47.1 mg/I (median (range)
urine)
Sakarya et al, 2011 X X X X X FIQ Pearson’s correlation coefficient.
[67] 0.014 (NS)
Sendur et al, 2008 [69] | x X X X X FIQ Pearson’s correlation coefficient.
-0.040 (NS)
Manganese
Kim et al, 2011 [46] 140 ng/g 80-260 (95% | 190 80-480 p=.029 NR
Cl)
Molybdenum
Rosborg et al, 2007 0.6 pg/l (median) <0.25-4.4 0.6 <0.25-5.7 | NS NR
[66] (range)
Phosphorus
Kim et al, 2011 [46] 146 pg/g 116-183 143 116-176 | NS NR
(95%Cl)
Maafi et al, 2016 [49] 3.6 mg/dl 0.47 3.66 0.54 NS NR
Olamaetal, 2013 [61] | 3.55 mg/dI 0.12 3.6 0.16 NS NR
Tirkyilmaz et al, 2010 | 3.2 mg/dl 0.4 3.3 0.5 NS NR
[71]
Ulusoy et al, 2010[72] | 3.54 mg/dl 0.56 3.57 0.46 NS NR
Polynutrient supplement
Brouwers et al, 2002 Baseline CIS: 51.4 4.2 51.3 3.6 NS NR
[37] Followup CIS:48.6 | 7.4 48.2 7.6
Potassium
Jammes et al, 2011 3.92 mmol/l 0.12 3.99 0.08 NS NR
[42]
Kim et al, 2011 [46] 75 ug/g 25-219 (95% | 56 23-138 NS NR
Cl)
Norregaard et al, 1994 | 3.25 mmol/l (median) | NR 3.9 NR NS NR
[59]
Rosborg et al, 2007 926 mg/l (median 205-3300 1410 378-5200 | p=.013 NR
[66] urine) (range)
Selenium
Eisinger et al, 1997 83 ng/ml 17 87 12 NS NR
[39]
(Continued)
PLOS ONE | https://doi.org/10.1371/journal.pone.0176631  April 28, 2017 15/25


https://doi.org/10.1371/journal.pone.0176631

@° PLOS | ONE

Vitamins and minerals in chronic fatigue syndrome and fibromyalgia syndrome

Table 4. (Continued)

Kim et al, 2011 [46] 75 ug/g

Reinhard et al, 1998 Median: 70.8 g/l

[64]

Study Patients
Mean

Rosborg et al, 2007 117 pg/l (median

[66] whole blood)
18.4 pg/l (median
urine)

Sendur et al, 2008 [69] | 44.4 pg/dl

Sodium

Jammes et al, 2011 138 mmol/I

[42]

Kim et al, 2011 [46] 78 ug/g

Rosborg et al, 2007

[66] urine)

Zinc

Eisinger et al, 1997 16.9 mmol/I
[39]

Khalifa et al, 2016 [45] | 75.87 ug/dL
Kim et al, 2011 [46] 167 pg/g
La Rubia et al, 2013 66.48 ng/ml
[48]

Maes et al, 2006 [51] 73.5 mg/dI

Rosborg et al, 2007 6000 pg/l (median
[66] whole blood)
294 pg/l (median
urine)

Sendur et al, 2008 [69] | 102.8 pg/d

1560 mg/l (median

25-219 (95% | 56
cl)

67.7-75.3 | 76.8
(95%Cl)

Controls
SD Mean
77.6-207 105
5.5-55.7 235
(range)
121 38.7
0.5 140

31-195 (95% | 72

Cl)

90.8-3705 1700
(range)

1.8 16.1
5.5 93.21
120-232 165
(95%Cl)

18.82 106.8
NR 87
3720-9400 | 5450

35.8-1230 290
(range)

247 77.2

23-138

73.4-81.6

SD

66.4-137
2.3-52.2

13.9

0.4

27-195

510-4790

1.9

11.94
125-217

22.41

NR

3900
7300
35.0-66.5

31

NS
p<.05

Statistically
significant

p=.015
NS

NS

NS

NS

NS

p<.05
NS

p<.001
p =.0001

p=.026
NS

p=.001

NR
NR

Linked to clinical parameter

NR

FIQ Pearson’s correlation coefficient.
0.011 (NS)

NR
NR

NR

NR

NR
NR

PCS-12 Pearson’s correlation coefficient:
0.402 (p=.017)

Fibrofatigue scale Pearson’s correlation
coefficient. -0.039 (NS)

NR

FIQ Pearson’s correlation coefficient.
-0.106 (NS)

Cl = confidence interval, CIS = checklist individual strength, FIQ = fibromyalgia impact questionnaire, FIQR = revised fibromyalgia impact questionnaire,
NR = not reported, NS = not significant, PCS = physical component summary, SD = standard deviation, VAS = visual analogue scale, x = reported in meta-

analyses.

https://doi.org/10.1371/journal.pone.0176631.1004

concentrations of vitamin E were lower in patients compared to controls (patients n = 162,
controls n = 140; pooled SMD:-1.57, 95%CI:-3.09,-0.05; p = .042). No differences were found
in patients compared to controls in circulating concentrations of vitamin C (patients n = 124,
controls n = 132; pooled SMD:-0.55, 95%CI:-1.38,0.28; p = .19), vitamin D (patients n = 871,
controls n = 1039; pooled SMD:-0.17, 95%CI:-0.41,0.06; p = .15), and vitamin D deficiency
(patients n = 435, controls n = 604; pooled OR:0.23, 95%CI:-0.54,0.99; p = .17). There were no
differences between patients and controls in circulating concentrations of the minerals calcium
(patients n = 620, controls n = 518; pooled SMD:-0.15, 95%CI:-0.50,0.19; p = .38), and magne-
sium (patients n = 218, controls n = 148; pooled SMD:-0.59, 95%CI:-1.33,0.15; p = .12). All
analyses revealed substantial to considerable heterogeneity in the effect sizes, as can be found

in Fig 2.
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ﬂ Patients Controls Standardized mean %

Study Type of FSS  n, mean (SD) n, mean (SD) difference (95% CI) Weight Vitamin C
Akkus 2009 FMS 30,88(17) 30,818(8)  047(0.04,098) 2201 : ——
Nazrroglu 2010 FMS 31,.9(1) 30,9(2) 0.00(-050,050) 2209 E__
Sakarya 2011 FMS 40,369(22) 40,37(233) .000(-0.44,043) 2252 | ——
Yammes 2009 CFS 18,653(14)  9,122(19)  350(487,232) 1534 —_— E
Yammes 2011 CFs 5135(31)  23,144(11)  057(-155041) 1803 _.:__
Overall (I-squared = 88.5%, p=0.000) 124 132 -0.55(-1.38,0.28)  100.00 ’

:
NOTE: Weights are from random effects analysis . : !

-4 2 0 2

Standardized mean difference

B
J Patients Controls Standardized mean % - N
Study Type of FSS N, mean (SD) n, mean (SD) difference (95% Cl) Weight Vitamin D
Baygutalp 2014 FMS 19,139(619) 24,205(763) -093(-157,030) 574 ———p—— |
Heidari 2010 FMS 17,44 (58) 202,33.1(28.4) 0.35(:0.15,0.84) 6385 —_—
Kasapoglu Aksoy 2016~ FMS 53,223(129) 47,263(15.4) -0.28(:0.68,0.11) 7.71 —_—
Maafi 2016 FMS 74,172(135) 68,991(647) 068(0.34,1.02) 818 I _
Mateos 2014 FMS 205,23(9.5)  205,24(96)  -0.10(-0.30,0.09) 9.23 —le
Okyay 2016 FMS 79,13(837)  80,16(9.42)  -0.34(-066,-0.03) 839 —_—
Olama 2013 FMS 50,151 (6.1)  50,18.8(5.4) -0.64(-1.04,-0.24) 765 _
Ozcan 2014 FMS 60,16.7(95) 30,21.6(59) -0.58(-1.02,-0.13) 7.27 _
Rezende Pena 2010 FMS 87,37.5(188) 92,38.2(162) -0.04(-0.33,025) 854 e
Tandeter 2009 FMS 68,21.8(102) 82,19.4(7.81) 0.26(-0.06,058) 831 S e —
Turkyilmaz 2010 FMS 30,202(55) 30,203(59) -0.02(052,049) 677 —_—
Ulusoy 2010 FMS 30,10.6(10.5) 30,10.9(552) -0.04(:0.54,047) 6.77 B — e —
Yildirim 2016 FMS 99,157(72) 99,206(6.1) -0.73(-102,-045) 858 _— I
Overall (i-squared = 82.2%, p =0.000) 871 1039 0.17 (-0.41,0.06)  100.00 et
NOTE: Weights are from random effects analysis H
T T T T T
15 | -5 0 5 1
Standardized mean difference
[e]
Patients Controls 0dds ratio %
Study Type of FSS ndeficiencyin total  n deficiencyin total ~ (95% Cl) Weight Vitamin D deficiency
i
Heidari 2010 FMS 5/17 731202 0.31(-1.39,078) 1299 —_— T
Maafi 2016 FMS 48/74 63/ 68 -192(295,-089) 1333 —0 H
Okyay 2016 FMS 63/79 51/ 80 0.81(0.09,152) 1523 —_—
Olama 2013 FMS 28/50 15/ 50 109(0.27,1.91) 1459 —_—
|
Ozcan 2014 FMS 45/60 12/30 150(0.57,244) 1390 P
Rezende Pena 2010 FMS 15/87 10/ 92 054(:0.32,1.40) 1436 —_——
Tandeter 2009 FMS 30/68 42/ 82 0.29(-0.93,036) 1560 —_—
Overall (--squared = 82.5%, p = 0.000) 0.23(-0.54,0.99)  100.00
j
NOTE: Weights are from random effects analysis !
T T T T T
2 1 0 1 2
0dds ratio
[o]
Patients Controls Standardized mean % - "
Study Type of FSS  n, mean (SD) n, mean (SD) difference (95% Cl) Weight Vitamin E
'
Akkus 2009 FMS 30,289(1)  30,7.25(3) 1.95(-257,-133) 2022 —_—
Eisinger 1997 FMS 40,28(92) 20,26 (8.5) 022(-032,076)  20.39 | —t—
|
Nazroglu 2010 FMS 31,39(5)  30,7.3(18) 259(-328,-191) 20.06 —_—
1
Sakarya 2011 FMS 40,24.4(525) 40,22(548)  045(0.01,089) 2055 ! ——
1
Vecchiet 2002 CFS 21,33(35) 20,44 (1) 423(:5.35,-311) 1878 D ——— '
Overall (1-squared = 96.7%, p=0.000) 162 140 157 (-3.09,-0.05) 100.00 ’
i
NOTE: Weights are from random effects analysis !
T T

Standardized mean difference

Fig 2. Forest plots of studies investigating vitamins. (A) Vitamin C; (B) Vitamin D; (C) Vitamin D
deficiency (<20ng/ml); (D) Vitamin E.

https://doi.org/10.1371/journal.pone.0176631.g002

Subgroup analyses. Subgroup analyses were performed including studies with more than
half the maximum study quality score (>9 quality points), if more than three studies with a
sufficient quality score were available. The additional analysis was not possible for magnesium,
since only two studies achieved more than half of the maximum quality score. No differences
in circulating concentrations of vitamin C (patients n = 93, controls n = 102, pooled SMD:-
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A
J Patients Controls Standardized mean % "
Study Type of FSS  n, mean (SD) n, mean (SD) difference (95% Cl) Weight Calcium
AlAllaf 2013 EMS 40,236(09) 37,235(34) 004(041,049) 1105 —:L—
Costa 2016 FMS 100,96 (1) 57,95(3) 0.12(-0.20,0.45) 1210 e—
Khalifa 2016 FMS 31,7.9(55) 21,918(72) -205(-2.74,-1.37) 886 —_— H
Maafi 2016 FMS 74,932(35) 68,9.15(43) 044(010,077) 1204 N B
Mateos 2014 FMS 205,94 (3) 205,95 (3) 0.33(-053,-0.14) 1299 ——
Olama 2013 FMS 50,947 (12) 50,943 (1) 0.36(-0.03,076) 1152 | ——
|
Samborski 1997 FMS 60,232(11) 20,234(11) -0.18(-0.69,0.33) 10.50 —_—
Tarkyilmaz 2010 FMS 30,93 (4) 30,95(5) -0.44(-0.95,007) 1045 —‘—:—-
Ulusoy 2010 FMS 30,922(49) 30,9.11(51)  022(029,073) 1049 —_——
Overall (l-squared =86.1%, p=0.000) 620 518 -0.15(-0.50,0.19) 100.00
'
NOTE: Weights are from random effects analysis H
T T T T
3 2 A 0 1
Standardized mean difference
&]
Patients Controls Standardized mean %
Study Type of FSS n, mean (SD) n, mean (SD) difference (95% Cl) Weight Magnesium
1
Bagis 2013 FMS 60,1.86(19) 20,2.04(19) -0.95(-1.47,-042) 17.00 —0—;—
'
Eisinger 1997 FMS 40, 77 (05)  20,.78(.05) -020(-0.74,0.34) 1694 —:—0——
Khalifa 2016 FMS 31,1.12(18) 21,1.56(23) -2.18(-2.88,-1.48) 1595 —_— H
Sakarya 2011 FMS 40, 87 (07) 40, .87(.08) 0.00(-0.44,044) 1747 : —_—
'
Sendur 2008 FMS 32,18(4) 32,15(5) 0.66(0.16, 1.17) 1713 : —_—
Kurup 2003 CFS 15,216 (22) 15,24(24) -1.04(-181,-028) 1551 RS
Overall (-squared = 90.5%,p =0.000) ~ 218 148 -059(-1.33,0.15)  100.00 ‘—
i
NOTE: Weights are from random effects analysis .

Standardized mean difference
Fig 3. Forest plots of studies investigating minerals. (A) Calcium; (B) Magnesium.
https://doi.org/10.1371/journal.pone.0176631.9003

0.78, 95CL:-1.95, 0.39; p = .19) [32,42,43,67], vitamin D (patients n = 358, controls n = 376,
pooled SMD:-0.07, 95%CI:-0.44,0.30; p = .71) [35,49,61,65,70-72], vitamin D deficiency
(patients n = 121, controls n = 130; pooled OR:-0.12, 95%ClI:-1.24,1.01; p = .84) [49,61,65,70],
and calcium = (patients n = 184, controls n = 178; pooled SMD:0.18 95%CI:-0.18,0.54; p = .34)
[49,61,71,72] were found. The significant difference in circulating concentrations of vitamin

E between patients and controls disappeared when studies with low quality score were
excluded (patients n = 91, controls n = 90, pooled SMD: -1.86, 95%CI:-4.28, 0.56; p = .13)
[32,67,73].

Subgroup analyses were performed separately for the syndromes, when more than three
studies were available per syndrome. Since vitamin D, vitamin D deficiency and calcium were
only determined in FMS patients, additional subgroup analyses were possible for vitamin C,
vitamin E and magnesium. No statistically significant difference between patients and controls
was found in the three studies investigating circulating concentrations of vitamin C in FMS
patients (patients n = 101, controls n = 100; pooled SMD:0.14, 95%CI:-0.16,0.44; p = .32).
However, the heterogeneity was substantially lower (I* = 13.3% versus 88.5% in the overall
analysis including CFS patients), indicating a high consistency of studies’ results. The signifi-
cant difference in circulating concentrations of vitamin E between patients and controls disap-
peared when the single CFS study was excluded (patients n = 141, controls n = 120; pooled
SMD:-0.95, 95%Cl:-2.41,0.50; p = .20. Lastly, no considerable differences were found in analy-
ses of the five studies investigating circulating concentrations of magnesium in FMS patients
(patients n = 203, controls n = 133; pooled SMD:-0.51, 95%CI:-1.34,0.32; p = .23).

Publication bias. Finally, we tested whether publication bias could have affected the
results. Corresponding funnel plots can be found in Fig 4. Egger’s test showed that there was
significant funnel plot asymmetry in vitamin E (p = .039), with no significant asymmetry
among the other analyses. Trimming was performed in the calcium studies using the Trim and
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Fig 4. Funnel plots. (A) Vitamin C; (B) Vitamin D; (C) Vitamin D deficiency (<20ng/ml); (D) Vitamin E; (E) Calcium; (F) Magnesium.

https://doi.org/10.1371/journal.pone.0176631.9g004

Fill test, and the contour-enhanced funnel plot revealed two added studies in the statistically
significant areas. No studies were trimmed or filled among the vitamin C, vitamin D, vitamin
D deficiency, vitamin E, and magnesium studies, indicating absence of substantial publication

bias.
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Discussion

We found little evidence to support our hypothesis that vitamin and mineral deficiencies play
arole in the pathophysiology of both CFS and FMS, or that the use of nutritional supplements
is effective in these patients. Poor study quality and considerable heterogeneity in most studies
was found, which makes it difficult to reach a final conclusion. Consistent significant lower cir-
culating concentrations were found repeatedly and in the majority of studies for vitamin A
and vitamin E in patients compared to controls. However, the significant difference in circulat-
ing concentrations of vitamin E between patients and controls disappeared when excluding
low quality studies. None of these or other vitamins and minerals have been repeatedly or con-
sistently linked to clinical parameters. In addition, RCTs testing supplements containing these
vitamins and/or minerals did not result in clinical improvements.

This review has several strengths. First, this is the first review focusing on vitamin and min-
eral deficiencies among CFS and FMS patients. We were able to give a clear overview of the
current knowledge existing in literature. Second, we included only studies that examined CFS
and FMS patients according to the official diagnostic criteria. We therefore have included rela-
tively homogeneous groups of patients. Third, because we defined strict in- and exclusion cri-
teria, e.g. patients should meet the official diagnostic criteria, or clinical cohorts must have an
appropriate control group, poor quality studies were filtered out. Nevertheless, the vast major-
ity of the included studies scored a quality score below a reasonable study quality. Fourth,
enough studies that investigated similar vitamins or minerals were available, which made it
possible to conduct six meta-analyses. Lastly, we had no language restrictions for the included
abstracts or full text articles, which enabled us to include all relevant articles.

We must acknowledge that this study also has its limitations, which are mostly due to limi-
tations in original studies on which this review was based. First, most studies were observa-
tional in nature. In general, observational studies have a lower validity than RCTs, and they are
more susceptible to bias (e.g. selection and information bias) and confounding factors. Poten-
tial confounders were assessed in about half of the studies, but almost no studies adjusted their
analyses for potential confounders. Consequently, the results of the current review may be
affected by the methodological weaknesses that are accompanied by the observational study
designs. Second, quality assessment revealed a poor study quality in the majority of studies.
This demonstrates that substantial improvements can be made in terms of study quality, espe-
cially in specification of in- and exclusion criteria, presenting disease characteristics of the par-
ticipants, making use of validated methods to assess vitamin and mineral status, to perform
the vitamin and mineral assessments in duplicate, and, as mentioned earlier, to adjust analyses
for potential confounders. Furthermore, a quality issue in research on CFS and FMS patients
is that of careful selection of control groups. Our quality assessment showed that many
included studies fell short because of the selection of the controls, which could result in inaccu-
rate study results. Third, a problem that affects the validity of meta-analyses is the presence of
publication bias. Funnel plots indicated the absence of publication bias in the majority of the
meta-analyses. Trimming was performed among the calcium studies, and two “missing” stud-
ies were added, while no significant funnel plot asymmetry was present. However, trimming
was performed in the statistically significant areas, which argues against the presence of publi-
cation bias. Although Egger’s test is preferred for more than 10 studies, it revealed significant
funnel plot asymmetry in vitamin E, while no trimming was performed. It is therefore possible
that the significant outcomes of vitamin E in patients are influenced by publication bias. Lastly,
a substantial to considerable heterogeneity in most studies was found, which makes it difficult
to reach a final conclusion about vitamin status in CFS and FMS patients.
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This review reveals that very few RCT's have investigated the effect of vitamin and mineral
supplementation versus placebo in CFS and FMS patients. Most published RCT's found no
treatment effect of vitamin and mineral supplementation on clinical parameters. So, the evi-
dence for beneficial effects of supplementation in CFS and FMS patients is not proportional to
the large quantity of supplements that are used by these patients. Nevertheless, the industry of
vitamin and minerals supplements is increasing, for example, Americans spend an estimated
$36.7 billion each year on supplements [77]. This is important information, since the vitamins
and minerals in these products are sometimes supplemented in doses high enough to cause
side effects, for example gastric discomfort, insomnia, dizziness or weakness [17]. The vast
majority of available studies concerned FMS patients. Several FMS studies investigated vitamin
D, whereas most CFS studies have focused on vitamin E. Only one CFS study that investigated
vitamin E was suitable for inclusion in the meta-analysis. It is remarkable that the significant
difference of vitamin E between patients and controls disappeared when the single CFS study
was excluded in the sensitivity analysis, while the studies that were not suitable for inclusion in
the meta-analysis reported significant lower vitamin E concentrations in particularly CFS
patients versus controls. Further research is needed to determine whether this may indicate
that vitamin E levels are lower in CFS patients, but not in FMS patients. This systematic review
and meta-analysis provides no further insights in whether the remaining vitamins and miner-
als differ between these two medical conditions.

We conclude that there is little evidence to support the hypothesis that vitamin and mineral
deficiencies play a role in the pathophysiology of both CFS and FMS. Furthermore, the current
literature on vitamins and minerals in CFS and FMS is of poor quality and stresses the need
for well-performed intervention research, and large population-based and age-matched pro-
spective studies in CFS and FMS, in order to gain more insight in the role of vitamins and min-
erals in the pathophysiology of CFS and FMS. According to our results, potential vitamins and
minerals that should be further examined include vitamin A and vitamin E.
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