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Abstract

Background: Mast cells are observed in peritoneal endometriosis which causes dysmenorrhea.
However, there is no report about the relationship between endocervical mast cells and
dysmenorrhea. The aim of this study is to evaluate the relationship using endocervical smears.
Materials and Methods: Between January 2016 and June 2016, patients filled out a questionnaire
regarding dysmenorrhea and were classified into the dysmenorrhea or the control group (without
dysmenorrhea). Patients underwent endocervical brushing and endocervical smears were obtained.
The smears were stained with methylene blue to detect mast cells. The number of mast cells per
slide was counted by microscopy and recorded. Results: Eighty-nine patients were enrolled in this
study (dysmenorrhea group, 34; control group, 55).The median number of mast cells present in the
endocervical one slides was 35 (interquartile range, 17-58) and 2 (interquartile range, 0-6) in the
dysmenorrhea and control groups, respectively. There was a significant difference in the number of
mast cells between the two groups (P < 0.0001). Conclusion: More mast cells were observed in the
endocervical smears of women with dysmenorrhea than in those of women without dysmenorrhea.
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Mast cells are known to contain various mediators
such as histamine, prostaglandin, serotonin, and
nerve growth factor. These mediators can stimulate
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nociceptive neurons. Furthermore, the activation
of mast cells indirectly causes pain through the
recruitment of neutrophils and macrophages, which
also releases pain-related mediators.*! Therefore, mast
cell activation is considered one of the mechanisms of
dysmenorrhea.*!

According to a report about mast cell distribution in
the human uterus, there was no change in the number
of mast cells between the proliferative and secretory
phases of the menstrual cycle in the endometrium,
myometrium, or cervix.[®l However, little is known about
the relationship between dysmenorrhea and mast cells in
the uterus. In this study, we investigated the association
between dysmenorrhea and uterine mast cells using
endocervical smears, which are simple and minimally
invasive tests commonly performed in the gynecologic
clinic.

MATERIALS AND METHODS

Patients

This study was approved by the Ethics Committee of
Shiga University of Medical Science (approval number
26-217), and written informed consent was obtained
from all the participants. The study protocol conforms
to the provisions of the Declaration of Helsinki
(as revised in Tokyo 2004). This study was performed
from January 2016 to June 2016 at Shiga University
Hospital and Tsuji Ladies clinic. Patients were excluded
from the study if they had hormonal therapy, previous
cervical surgery, any cervicitis and vaginitis, or an
irregular menstrual cycle. Eligible patients completed
a questionnaire to assess symptoms of dysmenorrhea
and underwent a cervical smear for cancer screening
followed by pelvic ultrasound examination. Cases of
suspected endometrial cysts were confirmed by magnetic
resonance imaging. All patients were classified into the
dysmenorrhea group or the control group (without
dysmenorrhea).

Smears obtained using endocervical brushing
We excluded the cervical mucosa using a dry swab
and inserted an Endo-Cervex-Brush® (Rovers Medical
Devices B.V., Oss, The Netherlands) into the cervical
canal to collect endocervical cells. The brush was slowly
turned four times and then smeared onto two glass
slides gently and uniformly. One slide was screened for
cancer. The other slide was dried and immersed in 99.9%
methanol for 3 min. After fixation, the slide was bathed in
Eosinostain-Torii® (Torii Pharmaceutical Co. Ltd., Tokyo,
Japan) for 1 min. This stain contains methylene blue,
which stains mast cells in the same fashion as toluidine
blue. After gentle washing, the slides were rinsed with
methanol for 1 min and dried.
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Analysis

All patient slides were evaluated using a light microscope
(400-fold magnification), and the number of mast
cells was counted. The count was performed by two
investigators blinded to the patient group assignments.
Statistical analysis was performed with GraphPad Prism,
version 6 (GraphPad Software, Inc., La Jolla, CA, USA).
Because data were not normally distributed, we used
nonparametric methods. Data were analyzed using
the Mann-Whitney U-test, and values are expressed
as medians and interquartile ranges. A P < 0.05 was
considered statistically significant.

RESULTS

Eighty-nine patients were enrolled in this study: 34 in the
dysmenorrhea and 55 in the control group (mean age,
36.1 and 39.1 years, respectively). No malignancy was
identified in any patient. A methylene blue-stained slide
with mast cells is shown in Figure 1. The median number
of mast cells per slide was 35 (17-58) in the dysmenorrhea
group and 2 (0-6) in the control group and this difference
was statistically significant (P < 0.0001) [Figure 2]. There
was no significant difference in the number of mast cells
during the menstrual cycle in each group [Table 1].

Ui ®
Figure |: Mast cells stained by methylene blue on a glass slide observed at
high-power (%400). Granules in mast cells are clearly observed

Table 1:The number of mast cells per one slide
in each menstrual cycle

Group Menstrual cycle  The number of mast P
cell
Median
(interquartile range)
Dysmenorrhea Proliferative (n=14) 35 (12-68) NS
Secretory (n=20) 34.5 (20-48)
Control Proliferative (n=26) I (0-7) NS
Secretory (n=29) 2 (1-4)

NS: Nonsignificant difference
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Figure 2: Box-and-whisker plot comparing the number of mast cells in
endocervical smears between patients with dysmenorrhea and controls
without dysmenorrhea. The number of mast cells in the dysmenorrhea
group (n = 34) was significantly higher than the number in the control
group (n = 55) (P < 0.0001).

DISCUSSION

We investigated the association between dysmenorrhea and
uterine mast cells by comparing the endocervical smears
of patients with and without dysmenorrhea. This study
revealed that an increased number of mast cells are present
in the endocervical smears of women with dysmenorrhea.
Women with any cervicitis and vaginitis were excluded
from this study because one report indicated an increased
number of mast cells in association with vaginal
trichomoniasis./”! Although the association between mast
cells in cervical smears and uterine cervix neoplasia is not
clear, none of our patients had a smear showing dysplastic
or malignant cells. There is a reported relationship between
mast cells and pain in diseases other than dysmenorrhea.
Barbara et al.'¥! documented that colonic mast cell
infiltration and mediator release in proximity to mucosal
innervation contribute to abdominal pain in patients
with irritable bowel syndrome. Furthermore, mast cells
are located in the central nervous system and modulate
the nociceptive process; they perform a similar function
in other regions of the body.”! Of equal importance, the
release of mast cell mediators such as histamine and
serotonin in the uterine myometrium evokes strong
contractions."”! Furthermore, the prostaglandin which
causes the uterus to contract is produced by activated mast
cells." Therefore, the association between increased mast
cells in the uterine cervix and dysmenorrhea identified in
this study is consistent with previous findings. Because no
change was observed in the number of mast cells during
the menstrual cycle, these cells may be activated especially
during menstruation.

One of the limitations of this study is to be unclear the
type of dysmenorrhea, which is primary or secondary
dysmenorrhea. However, 11 patients had endometrial
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cyst in the dysmenorrhea group of this study. Endometrial
cyst clearly indicated the secondary dysmenorrhea and
endometriosis. There was no significant difference in
the number of mast cells in the smears of dysmenorrhea
patients with an endometrial cyst (n = 11) versus those
without an endometrial cyst (n = 23). In general, the
severity of endometriosis increases in the presence of
an endometrial cyst according to the revised American
Society for Reproductive Medicine classification.!! This
result suggested that the number of mast cells in an
endocervical smear had no association with the severity
of endometriosis and dysmenorrhea.

On the other hand, several reports suggest a relationship
between mast cells and endometriosis.">'*l An association
between atopic disease and endometriosis has also been
reported.'>'°l However, we could not demonstrate an
association between allergic disease and mast cells in the cervix
in this study. Further studies are also needed in patients with
more precise diagnoses; i.e., radioallergosorbent-confirmed
allergic disease and laparoscopy-confirmed endometriosis
to examine the type of dysmenorrhea.

To the best of our knowledge, this study is the first to
report a higher number of mast cells in the endocervical
smears of patients with dysmenorrhea compared to
those of patients without dysmenorrhea. Our findings
are preliminary, and it is unclear whether the increased
number of mast cells we found is the cause or result of
dysmenorrhea. However, the evidence of increased mast
cells in association with dysmenorrhea may contribute
to the establishment of a novel method for the objective
evaluation of this condition.

CONCLUSION

In this study, we performed endocervical smears and
found that patients with dysmenorrhea had a higher
median number of mast cells compared to patients
without dysmenorrhea, and this difference was statistically
significant. To the best of our knowledge, this is the first
study to implicate mast cells in dysmenorrhea. These
findings may contribute to the establishment of a novel
method for the objective evaluation of this condition.

COMPETING INTERESTS STATEMENT BY
ALL AUTHORS

All authors declare that they have no competing interests.

AUTHORSHIP STATEMENT BY ALL
AUTHORS

Each author should have participated sufficiently in the work to
take public responsibility for appropriate portions of the content.

3



CytoJournal 2018, 15:27

ST, KT and HO acquired the data. ST performed statistical analysis
and drafted the article. KT, HO and MT contributed to conception
and design of this study. MT developed a concept for this study
and revised the manuscript. All authors approved that the final
version was read and published.

ETHICS STATEMENT BY ALL AUTHORS

This study was approved by the Ethics Committee of Shiga
University of Medical Science (approval number 26-217).

REFERENCES

I.  Lefebvre G, Pinsonneault O, Antao V, Black A, Burnett M, Feldman K,
et al. Primary dysmenorrhea consensus guideline. | Obstet Gynaecol Can
2005;27:1117-46.

2. JuH, Jones M, Mishra G. The prevalence and risk factors of dysmenorrhea.
Epidemiol Rev 2014;36:104-13.

3. Menzies FM, Shepherd MC, Nibbs R], Nelson SM. The role of mast cells
and their mediators in reproduction, pregnancy and labour. Hum Reprod
Update 201 I;17:383-96.

4. Howard FM. Endometriosis and mechanisms of pelvic pain. | Minim Invasive
Gynecol 2009;16:540-50.

5. Graziottin A, Skaper SD, Fusco M. Mast cells in chronic inflammation, pelvic
pain and depression in women. Gynecol Endocrinol 2014;30:472-7.

6. Mori A, Zhai YL, Toki T, Nikaido T, Fuijii S. Distribution and heterogeneity
of mast cells in the human uterus. Hum Reprod 1997;12:368-72.

7. Kobayashi TK, Fujimoto T, Okamoto H, Yuasa M, Sawaragi |. Association
of mast cells with vaginal trichomoniasis in endocervical smears. Acta Cytol
1983;27:133-7.

8.  Barbara G, Stanghellini V, De Giorgio R, Cremon C, Cottrell GS, Santini D,
et al. Activated mast cells in proximity to colonic nerves correlate
with abdominal pain in irritable bowel syndrome. Gastroenterology
2004;126:693-702.

9.  Héron A, Dubayle D. A focus on mast cells and pain. ] Neuroimmunol
2013;264:1-7.

10.  Rudolph MI, Reinicke K, Cruz MA, Gallardo V, Gonzalez C, Bardisa L, et al.
Distribution of mast cells and the effect of their mediators on contractility
in human myometrium. Br ] Obstet Gynaecol 1993;100:1125-30.

I'l.  Schwartz LB, Irani AM, Roller K, Castells MC, Schechter NM. Quantitation

http://www.cytojournal.com/content/15/1/27

of histamine, tryptase, and chymase in dispersed human T and TC mast cells.
J Immunol 1987;138:2611-5.

12.  Revised American Society for Reproductive Medicine classification of
endometriosis: 1996. Fertil Steril 1997,67:817-21.

13. Matsuzaki S, Canis M, Darcha C, Fukaya T, Yajima A, Bruhat MA, et al.
Increased mast cell density in peritoneal endometriosis compared
with eutopic endometrium with endometriosis. Am ] Reprod Immunol
1998;40:291-4.

14.  Fujiwara H, Konno R, Netsu S, Sugamata M, Shibahara H, Ohwada M, et al.
Localization of mast cells in endometrial cysts. Am ] Reprod Immunol
2004;51:341-4.

15. Nichols TR, Lamb K, Arkins JA. The association of atopic diseases with
endometriosis. Ann Allergy 1987;59:360-3.

16.  Giudice LC, Kao LC. Endometriosis. Lancet 2004;364:1789-99.

EDITORIAL/PEER-REVIEW STATEMENT

To ensure the integrity and highest quality of CytoJournal
publications, the review process of this manuscript was
conducted under a double-blind model (authors are blinded
for reviewers and vice versa) through automatic online system.

The FIRST Open Access cytopathology journal
Publish in CytoJournal and RETAIN your copyright for your intellectual property

Become Cytopathology Foundation Member to get all the benefits
Annual membership fee is nominal US $ 50 (US $ 1000 for life)
In case of economic hardship it is free

For details visit http://www.cytojournal.com/CFMember.asp

PubMed indexed

FREE world wide open access

Online processing with rapid turnaround time.
Real time dissemination of time-sensitive technology.
Publishes as many colored high-resolution images

Read it, cite it, bookmark it, use RSS feed, & many----
L CYTOJOURNAL
- www.cytojournal.com

Peer -reviewed academic cytopathology journal

@
NY/,




	Page 1
	Page 2



