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Abstract

Background: Some think chronic fatigue syndrome (CFS) and fibromyalgia (FM) are variants of the same illness
process. This would imply that CFS patients with and without comorbid FM have similar biological under-
pinnings. To test this, we compared serotonergic-based responses, plasma prolactin (PRL), and self-reported
measures of fatigue to intravenous infusion of tryptophan among patients with CFS alone, CFS+FM, and
healthy controls.

Methods: Men and women with CFS alone or CFS + FM and healthy subjects, none with current major depressive
disorder (MDD), were given 120 mg of L-tryptophan per kg lean body mass intravenously (i.v.). Before and after
tryptophan infusion, blood samples were collected, and plasma PRL, tryptophan, and kynurenine concentra-
tions were determined.

Results: Women with CFS alone, but not CFS + FM, showed upregulated plasma PRL responses compared with
controls. There were no differences among groups of men. Plasma tryptophan and kynurenine concentrations
did not differ among groups.

Conclusions: These results indicate that women with CFS alone have upregulated serotonergic tone that is not
seen in those with comorbid FM. The lack of effect in men suggests a mechanism that might explain, in part, the
increased prevalence of CFS in women. The data support the interpretation that CFS in women is a different
illness from FM.

Introduction neurotransmitter serotonin (5-HT) plays a role in both fatigue

and pain sensitivity; therefore, 5-HT has been implicated in

CHRONIC FATIGUE SYNDROME (CFS) and fibromyalgia (FM)
are medically unexplained illnesses predominantly af-
fecting women." The hallmark symptom of CFS is debilitating
fatigue, which is accompanied by such symptoms as impaired
concentration, headaches, unrefreshing sleep, and muscle/
joint pain.”> When muscle and joint pain are widespread and
tender points are frequent, patients can fulfill the case defi-
nition for FM as well®; 37% of women with CFS in our Pain &
Fatigue Center also fulfilled criteria for FM.* There is a good
deal of overlap between the symptoms of these two syn-
dromes, and controversy exists about whether these are two
distinct disorders or simply variants along a spectrum of a
single illness.”

The symptoms of fatigue and widespread pain suggest a
central nervous system (CNS) origin for FM and CFS. The

the symptomatology of both FM and CFS.° For example,
when brain 5-HT is increased either by exercise or adminis-
tration of the 5-HT precursor tryptophan, fatigue follows.” 10
Importantly however, under these conditions, pain sensiti-
vity decreases, and in contrast, pain sensitivity increases
when levels of brain 5-HT are low.'>"? That fatigue follows
an upregulated system whereas pain follows a downregu-
lated system suggests pathophysiological differences bet-
ween syndromes of severe fatigue and widespread pain with
tenderness—CFS and FM, respectively.

Researchers have used a variety of pharmacological probes
to test serotonergic tone in CFS patients. Some studies suggest
increased serotonergic tone via increased release of 5-HT and
upregulated postsynaptic receptor levels,'*'® whereas others
have reported no evidence for altered 5-HT in CFS."”~** Only
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one study has focused on FM, and it too reported increases.”
This unexpected result may have stemmed from the use of
buspirone as probe, which also targets dopaminergic recep-
tors. This lack of specificity may also explain, in part, the
variable result in CFS.

Another important possible reason for these inconsistencies
stems from the fact that previous studies of central 5-HT in
CFS and in FM have not specified whether their patient
populations comprised patients with CFS or FM alone or
patients having both diagnoses. Therefore, the studies done to
date have likely involved heterogeneous populations with
unknown proportions of those with CFS + FM vs. CFS or FM
alone. Despite its syndromic overlap with CFS, FM is pro-
posed to have the opposite serotonergic regulation from CFS,
namely, deficient central 5-HT signalinng’ZS; therefore, the
presence of comorbid FM may have confounded the results of
previous studies of central 5-HT in CFS patients.

5-HT is synthesized from the amino acid tryptophan via the
enzyme tryptophan hydroxylase, which is not normally sat-
urated with tryptophan. As a result, tryptophan loading in-
creases tryptophan concentrations and 5-HT synthesis in the
brain in humans®*?® as well as animals.’**” In fact, trypto-
phan can be considered a highly specific 5-HT probe, and its
effects are not limited to the increased activation of a few
select 5-HT receptor subtypes. To date, tryptophan has not
been used to probe the serotonergic system in CFS patients.

The major objective of this study was to assess brain sero-
tonergic activity indirectly via plasma prolactin (PRL) re-
sponse to intravenous tryptophan in patients with CFS alone
or CFS + FM compared with control subjects. The difference
in serotonergic regulation between CFS and FM led us to
hypothesize that we would see a significant increase in PRL
in the CFS alone patients but not in those in those with
CFS + FM, compared with controls. Finally, we evaluated sex
differences in serotonergic-based responses.

Materials and Methods
Subjects

This study was approved by the Institutional Review Board
of the New Jersey Medical School. All procedures were car-
ried out with the adequate understanding and written consent
of the subjects. Subjects were recruited through the NIAID-
funded New Jersey CFS Cooperative Research Center.
Women with CFS were referred by their physician or were
self-referred in response to media reports, advertisement, or
information provided on the Center website. Control subjects
were solicited by advertisement or referred by patients. Pa-
tients were eligible for study if they fulfilled the 1994 case
definition for CFS.? Therefore, these patients had no known
cause for their symptoms based on a physical examination or
the results of full blood chemistry examinations, which in-
cluded tests of thyroid and liver function, electrolytes, urea,
full blood count, and erythrocyte sedimentation rate. CFS
subjects with comorbid FM were identified using the diag-
nostic criteria of the American College of Rheumatology.’
Controls were eligible if they reported being in good health,
showed no abnormalities on the physical examination, and
were not exercising regularly. Subjects were excluded if a
structured psychiatric diagnostic interview, the computerized
version of the Diagnostic Interview Schedule (DIS),®® showed
them positive for psychotic disorders, substance abuse, or
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eating disorders. In addition, because of the well-known ef-
fects of tryptophan in reducing plasma PRL in patients with
major depressive disorder (MDD),** we also excluded 10
subjects (all with CFS and 2 with coexisting FM) with current
depression (within the preceding month). Severity of CFS was
determined using a method previously described.?* All sub-
jects were medication free for at least 2 weeks prior to testing.

Procedure and measures

Nonmenopausal female subjects were tested during the
late follicular phase of their menstrual cycle (7-14 days after
the first day of the last menses). Testing took place in the
afternoon after insertion of an intravenous (i.v.) catheter in the
antecubital vein. Baseline blood samples were taken 30 and 45
minutes after catheter insertion (t =0 and t = 15, respectively).
L-Tryptophan (Ajinomoto U.S.A. Inc., Raleigh, NC) was in-
fused over the following 30 minutes (120 mg/kg lean body
mass). After completion of the infusion, blood samples were
obtained at 15-minute intervals over the next hour. An addi-
tional two samples were taken 30 minutes apart. Plasma was
collected and stored at —70°C.

Plasma PRL was determined using a commercially avail-
able radioimmunoassay kit (ICN Pharmaceuticals Inc., Costa
Mesa, CA). Interassay and intra-assay coefficients of varia-
tion (CV) were 8.2 and 4.1%, respectively. The minimum
detectable dose was 0.5ng/mL. Plasma kynurenine and total
tryptophan were measured using reverse-phase HPLC with
3-nitro-L-tyrosine as the internal standard, as previously
described,®® with some modifications.?! Briefly, 100 uL of
plasma was diluted with 100 uL. of 50 uM 3-nitro-L-tyrosine,
and proteins were precipitated by the addition of 25 uL of 2M
trichloroacetic acid. A reverse-phase 55-mm LiChroCART 55-
4 cartridge packed with Purosphere STAR RP;g (3 um grain
size) (Merk, Darmstadt, Germany) and a C;g precolumn
(Merck) were used with a Waters Breeze HPLC system
(Milford, MA). The elution buffer contained 15mM acetic
acid-sodium acetate (pH 4.0) with 27 mM acetonitrile, and the
flow rate was 0.9 mL/min. The ratios of the integrated areas
under the tryptophan and kynurenine peaks to the area under
the 3-nitro-L-tyrosine peak were calculated and used to de-
termine the concentrations in the tryptophan and kynurenine
peaks. The CV of the internal standard was <5%.

Self-reported measures of energy before and in response to
tryptophan infusion were derived from the activation di-
mension A of the short form of the activation-deactivation
checklist (AD ACL).3? The questionnaire was administered
before tryptophan infusion (t =0) and at 30-minute intervals
after completion of the infusion.

Data analysis

Plasma prolactin, tryptophan, and kynurenine concentra-
tions and AD ACL Energy and Tired scores were each eval-
uated as a function of time, diagnostic group, and sex. Our
primary analyses evaluated differences between the control
group and each patient group, CFS only or CFS+FM. These
analyses employed mixed model regression (mixed models
procedure; SPSS, Inc., Chicago, IL) with random subject and
intercept terms. Age and duration of illness were analyzed
using a 2-way ANOVA as a function of sex and patient group.
Group differences in CFS severity scores were evaluated with
the chi-square statistic.
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TABLE 1. CLINICAL CHARACTERISTICS OF SAMPLE
CFS only CFS+FM Controls
Female Male Female Male Female Male
n 15 7 8 3 10 6
Age, years 415+£73 38.74+8.8 46.0+6.6 32.5+10.6 4234114 252+£29
Illness duration, 82.2+544 84.2 +60.1 57.6+19.5 86.0 £65.1 — —
months
% severe CFS 429 50.0 60.0 50.0 — —

CFS, chronic fatigue syndrome; FM, fibromyalgia.
Results

Table 1 shows clinical and baseline physiological charac-
teristics of the sample. The men were generally younger than

the women, and whereas there was no difference in the age
between groups of women, control men were significantly

A

younger than CFS men (p < 0.05). The duration of illness did
not differ as a function of sex or CFS group, and there was
no difference in CFS severity between the two patient groups
or sexes.

Figure 1 shows the PRL response over time for women (Fig.
1A) and men (Fig. 1B). For both men and women, there were
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FIG.1. Plasma prolactin response to exogenous tryptophan (120 mg/kg lean body weight) administered i.v. between 15 and
45 minutes. Among women (A), tryptophan appears to induce a greater plasma prolactin response in the CFS only group,
and perhaps in CFS+FM group, than in the control group. There is no apparent difference among the men (B). All subjects
exhibited a return to baseline concentration by 90-minutes postinfusion. Values are given as means &= SEM. CFS, chronic

fatigue syndrome; FM, fibromyalgia.
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FIG. 2. Plasma tryptophan concentrations increased significantly over time following tryptophan infusion, moreso in men
than in women. However, there were no differences as a function of diagnostic group or interactions of diagnosis with time.

Values are given as means &+ SEM.

increasing plasma PRL levels after infusion with a peak re-
sponse at about 60 minutes (or 30 minutes postinfusion).
Baseline plasma PRL concentrations were similar in the three
diagnostic groups. Although the greatest response in the
women was seen in the CFS only group, there was no ap-

parent difference in PRL response among diagnostic groups
in the men. For women, the mean (£SD) maximum PRL in-
creases from baseline were 994112, 18.6+14.2, and
11.9 £4.8 pg/mL for controls, CFS only, and CFS+FM, re-
spectively, whereas comparable values for men were
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FIG.3. Plasma kynurenine concentrations increased significantly in response to tryptophan infusion, moreso in men than in
women. However, there were no differences as a function of diagnostic group or interactions of diagnosis with time. Values

are given as means + SEM.
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14.5+109, 13.4+9.4, and 18.9+11.8, respectively. Mixed
model ANOVA, separated by sex, showed an interaction
between diagnosis and time for women [F(16,240)=1.84,
p=0.03], but not for men [F(16,104)=0.8, p=0.62]. These
data indicate that the magnitude of the PRL response over
time varied as a function of diagnostic group, but only among
the women.

To evaluate differences between diagnostic groups within
the group of women, we compared PRL changes over time
between the control group and each patient group, CFS only
and CFS+FM, in separate mixed model analyses. Results
showed differences over time between control and CFS only
groups [F(8,184) =2.2, p =0.03] but not between control and
CFS+FM groups [F(8,128)=0.6, p=0.76]. Point by point
comparisons indicated significantly higher PRL levels in CFS
only than control women at all the time points between 75 and
105 minutes postinfusion, inclusive. There were no differences
in the baseline levels, and time points after 105 minutes sug-
gested a return to similar baseline levels. Thus, CFS only
women, but not men, showed a significantly greater PRL re-
sponse to tryptophan challenge than did control subjects.

Mean (£SD) levels of plasma tryptophan did not differ
among study groups at baseline (29.7+7.4, 30.9+8.4, and
27.0+7.7pg/mL for controls, CFS only, and CFS+FM, re-
spectively). Figure 2 shows that after the infusion, plasma
concentrations of tryptophan immediately increased ap-
proximately 200-300 times, followed by a slow decrease over
time. Final tryptophan levels were higher than baseline. Al-
though a mixed model ANOVA showed a greater increase in
tryptophan over time in men than women [F(8, 330)=4.0,
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p <0.001], concentrations did not vary as a main effect or in-
teraction with diagnosis. These data confirm that men, who
were generally larger, received higher doses of tryptophan.
Figure 3 shows increasing plasma kynurenine concen-
trations over time after infusion. The response of men and
women was generally similar over time, except between the
60-minute and 75-minute points, where there was a pause
in the women’s increase. Mixed model ANOVA showed a
greater slope over time in men than women [F(8, 330) =4.0,
p <0.001]. Plasma kynurenine concentrations did not vary
as a function of diagnosis or any interaction. These data con-
firm the expectation that men, who received higher doses
of tryptophan, also produced higher levels of this metabolite.
There was no significant effect of sex on AD ACL Energy
scores are shown in Figure 4 as a function of time and group.
Repeated measures ANOVA showed an effect of time in both
the control (F(4, 56) =11.2, p < 0.001) and the CFS only group
(F(4, 76)=12.9, p<0.001) but not in the CFS+FM group,
which remained at floor levels over time. Post hoc comparisons
showed that, relative to baseline, the control group reported
less Energy at the 30, 60, and 90 minute assessments and that
Energy had recovered to baseline levels at 120 minutes. On the
other hand, the CFS only group reported less Energy at all the
postinfusion assessments; that is, Energy did not recover to
baseline levels by 120 minutes. Sex showed no main or in-
teracting effects with time in these analyses. AD ACL Tired
scores showed a similar pattern of response, albeit in the ap-
propriate direction (data not shown). Thus, these analyses
suggest that CFS patients may have a different response to
tryptophan challenge than do controls. However, the AD

12 -
—&— Control
10 - - == CFS-only
—a&— CFS-FM
£ 81
®
o=
>
o
v 6
=
w
-
<
2 a4
2 E
0 T
0 30 60 0 120

Time (min)

FIG.4. ADACL energy scores decreased in CFS patients and healthy subjects after tryptophan infusion. Both patient groups
had significantly lower Energy scores than controls prior to infusion. Energy scores decreased in response to tryptophan
infusion in CFS patients (p =0.002) and healthy subjects (p =0.003), but a decrease was not evident in CFS + FM patients
(p=0.30). Minimum and maximum possible scores are 5 and 20, respectively. ADACL, activation-deactivation checklist.
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ACL did not perform well for the fatigued patients because of
marked floor effects prior to tryptophan infusion.

Discussion

Women with CFS alone, but not those with CFS + FM, had
a greater PRL response to exogenous tryptophan than did
control women. These differences were not found in men with
CFS in either group. There were no significant differences in
the plasma concentrations of tryptophan or its principal me-
tabolite, kynurenine, between any group either at baseline
or in response to tryptophan infusion after groups were
stratified by sex. These results suggest differences in central
effects of tryptophan among the study groups in producing
the enhanced PRL responses to tryptophan seen in CFS only
patients.

CFS is predominantly a problem in women’s health, oc-
curring more than twice as often in women as in men.** The
reason for this sex predominance in favor of women is un-
known, but the data reported here suggest one mechanism
may be via differences in serotonergic function and respon-
siveness to biological probes. Against this interpretation is the
result of an earlier study in men with CFS using fenfluramine
as a probe of serotonergic function, which showed an upre-
gulated response compared with controls."”> No differences
were found, however, in a mixed gender study in CFS using
the same probe.17 Nonetheless, the data reported here using
the same experimental protocol to study women and men
with CFS do support a biological difference between the sexes
that requires further study.

Gender differences as well as the use of pharmacological
agents that were not specific to the serotonergic system
may explain some of the inconsistent results of prior studies
concerning serotonergic tone in CFS. Only one group re-
duced patient pool heterogeneity by studying only one
sex,'>1® and they chose men, substantially less at risk for
CFS than women. The probes used in their studies were the
5-HT; 5 receptor agonist buspirone and the 5-HT-releasing
agent D-fenfluramine. Another mixed gender study also
found an upregulated PRL response to probe with buspir-
one,>16 although buspirone may be having this effect be-
cause it also interacts with the dopaminergic system.** Studies
of mixed gender patients with CFS probed with fenfluramine
yielded varying results, with one finding significant increases
of PRL to the probe'* and two others finding no difference
from controls.'”"? Another study in a mixed gender group
used the 5-HT, receptor agonist M-chlorophenylpiperazine
(mcpp) and found no evidence for upregulated serotonergic
responding.'® However, this probe also has antagonistic
properties at 5-HT,4 receptors as well as some affinity for a,
adrenoreceptors34 and, thus, is unclear as to its 5-HT-specific
effects.

Although gender and nature of the probe may explain these
discrepancies in part, another critical variable that has not
been studied in any of these reports is the presence of absence
of comorbid FM. In fact, the proposed increase in central 5-HT
in CFSis virtually opposite that proposed for FM patients. The
5-HT metabolite, 5-HIAA, was at a lower level in the cere-
brospinal fluid of patients with FM compared with healthy
controls, thus suggestive of decreased central serotonergic
tone.*>® Because plasma PRL levels were higher than in
controls in women with CFS alone and similar to levels in
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controls in women with CFS+FM, we expect that levels
might be below those of controls in a future study comparing
female patients with FM alone with healthy controls. This
would be additional evidence for decreased serotonergic tone
in this patient group.

In a more recent study looking at 5-HT; o receptors using
positron emission tomography (PET) studies in CFS patients,
patients with comorbid FM were excluded. The binding po-
tential of [\!\C]JWAY-100635 was reduced in CFS patients in a
number of brain regions, and the authors suggested this may
reflect a downregulation of receptors in response to “overall
increased serotonergic synaptic transmission.”*” Thus, this is
additional evidence supporting increased central serotonergic
tone specific to CFS alone.

Differences in PRL responses were not due to differences in
the metabolism of infused tryptophan to kynurenine or
plasma concentrations of total tryptophan achieved in this
study. We, therefore, conclude that these effects of tryptophan
on PRL release result from differential central effects of tryp-
tophan across patient groups. In previous studies, baseline
plasma free tryptophan levels were reported to be signifi-
cantly greater® or lower'® among CFS patients than healthy
subjects, but total tryptophan concentrations did not dif-
fer,'®* akin to results found in the current study.

We have previously reported significantly lower baseline
AD ACL Energy scores and higher Tired scores in CFS pa-
tients.** Exogenous tryptophan (30 mg/kg) is known to in-
crease both subjective and objective measures of fatigue,*'~*
which was also evident in our study with respect to the de-
crease and increase in AD ACL Energy and Tired scores,
respectively, in response to tryptophan infusion. The peak
reduction in Energy scores was greater in healthy subjects
than in either patient group, and the response in controls, but
not patients, waned over time. This difference between pa-
tients and controls is most likely driven by a floor effect in the
patient groups, each of whom began the study with Energy
scores already close to the minimum possible score (minimum
and maximum possible scores of 5 and 20, respectively). De-
veloping more sensitive ways to capture subjective and ob-
jective fatigue is an important research goal.

As the findings in this study turn on the differences be-
tween CFS occurring alone or with comorbid FM, an obvious
question concerns the specificity of each diagnosis using
clinical criteria dependent on self-reported symptoms. Al-
though CFS patients often have widespread pain, they do not
often show the multiple tender points that characterize FM.
Obviously, finding biomarkers that differentiate CFS from FM
would be an invaluable step forward in adding to the speci-
ficity of diagnosis. The data reported here suggest that
probing central serotonergic pathways may provide such a
biomarker.

In summary, the results of this study are important in that
we found only women with CFS alone showed an upregu-
lated PRL response to i.v. tryptophan. This biological differ-
ence across the sexes may explain, in part, the skew toward
women in illness prevalence. Importantly, the different results
based on the presence or absence of comorbid FM strongly
suggest that CFS and FM have different underlying patho-
physiological underpinnings. A critical next step will be to
extend these studies to include all three patient groups: those
with CFS alone, those with CFS+FM, and those with FM
alone.
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Limitations

We cannot be sure that the differences reported here are
specific to the tryptophan infusion or might represent some
nonspecific response to a brain-active probe; answering this
question would require doing another experiment with a
different probe of PRL, such as thyrotropin-releasing hor-
mone (TRH). It remains possible that our results may have
occurred from a tryptophan effect in decreasing dopaminer-
gic tone, independent of changes in 5-HT,* or that differences
between the two patient groups in PRL response may have to
do with differences in biosynthetic or metabolic products of
tryptophan, other than 5-HT, that impact PRL release. 54
Those questions remain to be answered. The near to the floor
baseline measures of Energy and Tired in the CFS groups
prevent a clear interpretation of negative findings; it remains
possible that more appropriate measures might produce be-
havioral effects that are consistent with the PRL response.
Finally, because CFS is primarily a disease of women, our
ability to identify and recruit male patients, especially those
with CFS+FM, was restricted; thus, our conclusions were
limited by the smaller number of men studied.
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