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OBJECTIVE: Microchimerism has been extensively
investigated in autoimmune diseases, which display
similarities with graft-vs-host disease. This study was
conducted to investigate the presence of microchimer-
ism in minor salivary glands of hematopoietic stem cell
transplanted patients, one of the targets of graft-vs-host
disease.

METHODS: Labial salivary glands biopsy specimens from
Il stem cell transplanted patients were analysed. The
samples were grouped in control (five specimens from a
female-to-female transplantation) and study group (five
glands from male-to-female transplantation). One male
transplanted patient was used as a positive control. Flu-
orescence in situ hybridization with Y-chromosome
probe and immunofluorescence with anticytokeratin
AEI1/AE3 and CD45 were used to identify Y-chromosome
positive glandular epithelial cells from allogeneic hema-
topoietic stem cell transplanted patients.

RESULTS: In the study group, all samples were positive
to Y-chromosome and cytokeratin AEI/AE3, in agree-
ment with the pattern exhibited by male labial salivary
gland. None of the samples from control group were
positive to Y-chromosome despite being positive to
cytokeratin AEI/AE3. Positivity to CD45 was not rele-
vant.

CONCLUSION: Microchimerism in the labial salivary
glands of sex-mismatched stem cell transplanted patients
is a real phenomenon. Further studies are necessary to
elucidate the impact of this phenomenon on the clinical
status of stem cell transplanted patients.
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Introduction

Allogeneic hematopoietic stem cell transplantation
(HSCT) has been used with increasing frequency for
treatment of neoplastic and non-neoplastic diseases
(Gomez et al, 2004; Imanguli et al, 2008). Many com-
plications may occur following HSCT, but graft-vs-host
disease (GVHD) remains as the leading cause of
morbidity and mortality in HSCT recipients (Souza
et al, 2004; Fraser et al, 2006; Imanguli et al, 2008).
GVHD manifests as acute or chronic forms, with
diagnosis criteria based on characteristic symptoms and
signs that are not associated with a temporal definition
(Filipovich et al, 2005). Chronic GVHD (¢cGVHD) can
affect a wide variety of organs but most commonly
involves skin, oral, vaginal and conjunctival mucosa,
salivary and lachrymal glands and the liver (Filipovich
et al, 2005; Fraser et al, 2006; Imanguli e al, 2008).
cGVHD develops in approximately 40-70% engrafted
patients and it can persist for months or years, urging for
long-term multidisciplinary care (Fraser et al, 2006).
Allogeneic HSCT leads to the development of a
condition called ‘mixed chimerism’ on the recipient,
which consists on the presence of circulating donor and
recipient hematopoietic cells (Jaksch et al, 2005). The
monitoring of chimerism may indicate the risk of exten-
sive GVHD, rejection and graft fail (Balon et al, 2005;
Jaksch et al,2005). Microchimerism has been defined as a
chimaera or mixture of a small number of cells or DNA
from different individuals coexisting within tissues and
peripheral blood (Ando and Davies, 2003). It has been
demonstrated after organ transplantation, including
bone marrow, by identification of the concomitant
persistence of donor and recipient cells. The donor cells
may initiate GVHD and also have an important role in the
induction of host tolerance to the grafted tissue (Triulzi
and Nalesnik, 2001; Ando and Davies, 2003).
Microchimerism has been investigated in a variety of
autoimmune conditions to clarify its possible role on
their onset. Correlations of Y-chromosome microchim-
erism to Sjogren syndrome were investigated by deter-
mining the presence of Y-chromosome in salivary glands



(Aractingi et al, 2002; Endo et al, 2002; Kuroki et al,
2002). Nevertheless, the role of maternal-foetal Y-chro-
mosome microchimerism in the pathogenesis of Sjogren
syndrome remains an issue of controversy.

Bone marrow stem cells are believed to evolve into
cells of all dermal lineages, such as hepatocytes, skeletal
myocytes, cardiomyocytes, neural, endothelial, epithe-
lial and even endocrine cells (Maria et al, 2007). The
plasticity of adult bone marrow derived cells was
questioned by in vitro studies suggesting that fusion
between donor and host cells results in mimicking of
transdifferentiation (Terada et al, 2002; Ying et al,
2002). Epithelial tissue chimerism after HSCT was
demonstrated by investigation of Y-chromosome
microchimerism of cheek scraps and colon samples
(Tran et al, 2003; Spyridonidis et al, 2004).

Considering that microchimerism in sex-mismatched
recipients of HSCT is a real phenomenon in different
tissue, but was not yet proved in labial salivary glands,
we performed an investigation to verify the possibility of
its occurrence in labial salivary glands of male-to-female
HSCT recipients.

Materials and methods

The study was approved by the local ethics committee.

Labial salivary gland samples

Eleven samples of labial salivary glands (LSG) from
eleven patients submitted to HSCT were obtained from
lower lip biopsies performed at 100th day after
transplantation to diagnose and stage cGVHD in oral
mucosa and salivary glands (Nakamura et al, 1996;
Schubert ez al, 1999), according to the protocol of the
Bone Marrow Transplantation Unit of Hospital das
Clinicas, UFMG. Fresh tissue samples were stored in
Tissue-Tek (Sakura Finetek, Torrance, CA, USA)
solution at —80°C. These samples comprised of five
LSG from female-to-female HSCT (control group), five
samples of LSG from male-to-female HSCT (study
group) and one sample from a male patient submitted
to HSCT to serve as a positive control. Female patients
had no history of bearing male child. Samples were
examined by qualified professionals from the Service of
Oral Pathology at UFMG to determine the stage of
cGVHD, as described elsewhere (Gomez et al, 2001;
Souza et al, 2004). Experiments were performed blindly
and the results of the staging were only retrieved from
the files after the experiments. The frozen specimens of
labial salivary glands were submitted to sequential
7 um cryostat sections. Three sections from each
sample were fixed with 4°C acetone (Merck KGaA,
Darmstadt, Germany) and another section was sub-
mitted to Haematoxylin-eosin (HE) to verify morphol-
ogy preservation and adequacy to study; two sections
were reserved for immunofluorescence procedure and
another was reserved for the FISH procedure.

Fluorescent in situ hybridization (FISH)
Fluorescent in situ hybridization was performed with
slight modifications and adaptations to the protocol
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established by manufacturer of the probe and the
protocol described elsewhere (Bufio et al, 2003).

The sections were fixed by incubation with Carnoy’s
solution (methanol: acetic acid 3:1 by volume) at room
temperature twice for 5 min. The slides were incubated in
Eppendorf Mastercycler Gradient 5331 (Eppendorf AG,
Hamburg, Germany) with in situ adapter (Eppendorf
AG, Hamburg, Germany) at 90°C for 20 min and then
washed in 2X saline sodium citrate at 37°C. The sections
were dehydrated by crescent ethanol bath series of 1 min
each. The samples received treatment with pepsin solu-
tion 0.005% (Zymed laboratories, San Francisco, CA,
USA) with HCI 0.0IN at 37°C for 1h and were
dehydrated in alcohol. The probe solution was prepared
with 0.5 ul of Vysis CEP Y Satellite 111 Spectrum Green
(Abbott Molecular Inc., Des Plaines, IL, USA), 3.5 ul of
Vysis CEP Hybridization Buffer (Abbott Molecular Inc.)
and 1 pl of purified water for each sample, centrifuged,
vortexed and centrifuged again. The tube was placed in a
73°C water bath for 5 min and then placed on a 48°C slide
harmer. Reactions were performed in two sections of each
sample. 5 ul of probe mixture was applied to the section,
coversliped and sealed with rubber cement. For each case,
a negative control, in which the probe was omitted, was
included. Sections were incubated for 5 min at 75°C for
denaturation, and transferred to humid chamber at 42°C
to overnight incubation. After the incubation, sections
were submerged in a solution of 0.3% NP-40 (Sigma-
Aldrich Corp, St. Louis, MO, USA) at 75°C for 2 min,
followed by 1 min in a solution of 0.1% NP-40 at room
temperature. The samples were counterstained in 4/,
6-diamino-2-phenylindole, dihydrochloride (DAPT) (Sig-
ma-Aldrich Corp.) diluted 1:300 in PBS-BSA 2%, rinsed
twice and mounted with Hydromount (National Diag-
nostics Inc., Atlanta, GA, USA) at room temperature.

Immunofluorescence reactions

Two sequential sections from each sample were submitted
toimmunofluorescence reaction with cytokeratin to prove
epithelial nature of the positive cells for Y-chromosome
microchimerism and to CD45 to exclude the possibility of
donor-derived leukocytes in close contact to the epithelial
cells. The sections were rinsed five times with PBS for
3 min, fixed in acetone (Merck KGaA, Darmstadt,
Germany) for 10 min, rinsed with PBS, incubated with
PBS/BSA 2% at room temperature for 40 min and finally
incubated overnight with AE1/AE3 (Dako, Carpinteria,
CA, USA) and CD45 (Dako) monoclonal antibodies at a
ratio of 1:40. After rinsing with PBS, samples were
incubated with PBS/BSA 2% for 30 min and then with
anti-mouse Texas Red antibody 50 ul of solution (2.5 ul
antibody/250 ul of PBS-BSA) for 50 min. The samples
were then rinsed with PBS and counterstained with DAPI.
The slides were mounted with Hydromount. Negative
controls, in which the primary antibody was omitted, were
included for all samples.

Confocal microscopy

The images were obtained with Zeiss 1024 laser scanning
confocal using LSmix programme with Zeiss Axiovert
100 (Carl Zeiss, Germany) with oil immersion objective
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(60X, 1.2 NA). UV lasers (488 nm) or argon/krypton
laser were used to excite the prepared tissues (trough
363 nm, 488 nm or 543 nm) and the emitting light was
selected by using filters (505/30 to FITC and LP 560 to
PE). Z series was performed with an aim to demonstrate
the nuclear staining to Y-chromosome.

Five fields of each sample were obtained by confocal
microscopy utilizing specific wave lengths for FITC, PE
e DAPI (obtained with mercury lamp) and the images
were stored in DVD for further analyses. The processing
and analyses of images were made by mean of LSmix,
Adobe Photoshop 7.0 and Image Tool.

Images analysis

Only samples exhibiting nuclear staining were consid-
ered Y-chromosome positive, as previously established
(Kuroki et al, 2002; Buiio et al, 2003; Metaxas et al,
2005; Ferlicot et al, 2010). The epithelial nature of
Y-chromosome positive cells was confirmed by immu-
nofluorescence with anticytokeratin AE1/AE3 in the
7 um serial sections.

Patients’ information
Primary disease, type of transplant, labial salivary
glands cGVHD staging, donor relation and age at

Table 1 Female patients’ distribution by primary disease, type of
HSCT, labial salivary gland cGVHD staging, donor relation and age
at HSCT

Primary  Cell Patient’s
Sample  Group disease  source ¢GVHD Donor age
1 Control AA BM Absent Sister 26
2 Control CML  PBSC Moderate  Sister 51
5 Control  AML  PBSC  Absent Sister 16
6 Control CML BM Mild Sister 26
8 Control  AML  PBSC Mild Sister 25
3 Study CML PBSC Mild Brother 46
4 Study CML BM Mild Brother 53
7 Study AML PBSC  Absent Brother 44
9 Study CML BM Mild Brother 40
10 Study CML PBSC  Absent Brother 56

AA, aplastic anaemia; BM, bone marrow; CML, chronic myeloid
leukaemia; PBSC, peripheral blood stem cells; AML, acute myeloid
leukaemia; HSCT, hematopoietic stem cell transplantation; cGVHD,
chronic graft-vs-host disease.

(@)

HSCT were retrieved from medical and dental files
(Table 1).

Results

Extensive positive fluorescence for Y-chromosome was
detected in the sample from the male positive control
(Figure 1a). All five samples from the study group
(male-to-female HSCT) were positive for Y-chromo-
some microchimerism (Figure 1b). No positivity for
Y-chromosome was observed in any of the five samples
from female-to-female HSCT control group. Immuno-
fluorescence for cytokeratin AE1/AE3 was observed in
all 11 samples (Figure 1c), whereas a very low positivity
to CD45 was verified, unrelated to epithelial cells. Thus,
these results confirmed the epithelial nature of the
specimens with Y-chromosome positivity. Table 2 sum-
marizes the findings, including cGVHD staging
retrieved from the files.

Discussion

We demonstrated that microchimerism does occur in
minor salivary glands of female patients receiving HSCT
from male donors. As HSCT patients are submitted to
transfusion several times before and after HSCT, other
sources of microchimerism different from male donors
or male-child bearing history were impossible to exclude

Table 2 Female patients’ distribution for FISH Y-chromosome and
anticytokeratin AE1/AE3 positivity, labial salivary gland cGVHD and
donor gender

Cytokeratin

Sample  Group — Y-chromosome AEI/AE3  ¢GVHD  Donor
1 Control - + Absent Sister
2 Control - + Moderate  Sister
5 Control - + Absent Sister
6 Control - + Mild Sister
8 Control - + Mild Sister
3 Study + + Mild Brother
4 Study + + Mild Brother
7 Study + + Absent  Brother
9 Study + + Mild Brother

10 Study + + Absent  Brother

Figure 1 (a) Male positive control. Green points represent positivity for Y-chromosome on epithelial glandular cells with nucleus counterstained
with DAPI (red). (b) Female patient that received a sex-mismatched HSCT (study group). Positivity for Y-chromosome (green dots) on epithelial
glandular cells with nucleus counterstained with DAPI (red). (¢) Anticytokeratin AEI/AE3 immunofluorescence reaction exhibiting epithelial
nature of the cells (red) and nucleus counterstained with DAPI (blue). Bar, 10 um
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(Dzik, 1995; Bianchi et al, 1996; Kuroki et al, 2002; Yan
et al, 2005). However, we included a female-to-female
control group, in which the recipients had also under-
gone similar transfusion regimen. As we did not observe
a positive staining for Y-chromosome in this group, it is
likely that the microchimerism observed in the male-
to-female group is indeed due to HSCT.

All male-to-female samples evaluated in this study were
positive for Y-chromosome microchimerism but while
three of the patients presented mild cGVHD the other two
did not present cGVHD at the time of sample collection
(100 days of transplantation). Nevertheless, cGVHD
could occur before, during or after this time (Filipovich
et al, 2005). These findings brought the possibility of
Y-chromosome microchimerism positivity that could
precede the fibrotic changes of acini (Sawaya et al, 2004;
Spyridonidis et al (2004); Ogawa et al, 2005), as tissue
damage enhances the possibility of epithelial microchim-
erism (Borue et al, 2004; Spyridonidis et al, 2004).

The microchimerism of Y-chromosome identified in
the nuclei of epithelial glandular cells by FISH and
anticytokeratin AE1/AE3 probably represent transdif-
ferentiation of hematopoietic donor tissue into epithelial
glandular cells, as previously suggested by in vivo studies
(Tran et al, 2003; Spyridonidis et al, 2004; Brittan et al,
2005; Metaxas et al, 2005) and not cell fusion as
postulated by in vitro studies (Terada et al, 2002; Ying
et al, 2002). Furthermore, the very low positivity of
CD45 cells not related to the epithelial cells excludes the
possibility of donor-derived leukocytes in close contact
with epithelial cells.

In spite of the presence of the microchimerism of
Y-chromosome in labial salivary glands of male-to-
female HSCT, the relation of these findings with
damaged tissues in regeneration processes remains
unsolved, as observed in previous studies (Borue et al,
2004; Spyridonidis et al, 2004; Dubernard et al, 2008,
2009; Gadi, 2010).

Further studies with a larger series of cases are
necessary to establish the possible correlation of the
degree of Y-chromosome microchimerism with cGVHD
staging of labial salivary glands as well as to verify the
possible impact of this phenomenon on evolution of
these patients.

Conclusion

The microchimerism of Y-chromosome in salivary
glands from sex-mismatched HSCT female patients is
a real phenomenon.

Acknowledgements

This investigation was supported in part by grants from
FAPEMIG, PRONEX and CNPq, Brazil. Dr Gomez RS and
Dr WO Dutra are CNPq research fellows.

Author contributions

The authors contributed equally to the research and manu-
script handling.

Microchimerism in labial salivary glands of HSCT
LN Souza et al

References

Ando T, Davies TF (2003). Clinical review 160: Postpartum
autoimmune thyroid disease: the potential role of fetal
microchimerism. J Clin Endocrinol Metabol 88: 2965-2971.

Aractingi S, Sibilia J, Meignin V et a/ (2002). Presence of
microchimerism in labial salivary glands in systemic sclerosis
but not in Sjogren syndrome. Arthritis Rheum 46: 1039—
1043.

Balon J, Halaburda K, Bieniaszewska M et al (2005). Early
complete donor hematopoietic chimerism in peripheral
blood indicates the risk of extensive graft-versus-host
disease. Bone Marrow Transplant 35: 1083—1088.

Bianchi DW, Zickwolf GK, Weil GJ, Sylvester S, DeMaria
MA (1996). Male fetal progenitor cells persist in the
maternal blood for as long as 27 years post partum. Proc
Nat Acad Sci USA 93: 705-708.

Borue X, Lee S, Grove J et al (2004). Bone marrow-derived
cells contribute to epithelial engraftment during wound
healing. Am J Pathol 165: 1767-1772.

Brittan M, Braun KM, Reynolds LE ef a/ (2005). Bone
marrow cells engraft within epidermis and proliferate in vivo
with no evidence of cell fusion. J Pathol 205: 1-13.

Buiio I, Anta B, Moreno-Lopez E et al (2003). Lineage-specific
chimerism quantification after T-cell depleted peripheral
blood stem cell transplantation. Leuk Lymphoma 44: 659—667.

Dubernard G, Aractingi S, Oster M et al/ (2008). Breast cancer
stroma frequently recruits fetal derived cells during preg-
nancy. Breat Cancer Res 10: R14.

Dubernard G, Oster M, Chareyre F ez al (2009). Increased
fetal cell microchimerism in high grade breast carcinomas
occurring during pregnancy. Int J Cancer 124: 1054-1059.

Dzik WH (1995). Microchimerism after transfusion: the
spectrum from GVHD to alloimmunization. Transfus. Sci
16: 107-108.

Endo Y, Negishi I, Ishikawa O (2002). Possible contribution of
microchimerism to the pathogenesis of Sjogren syndrome.
Rheumatol 41: 490-495.

Ferlicot S, Vernochet A, Romana S er a/ (2010). Microchim-
erism in renal allografts: clinicopathological associations
according to the type of chimeric cells. Histopathology 56:
188-197.

Filipovich AH, Weisdorf D, Pavletic S er a/ (2005). National
Institutes of Health consensus development project on
criteria for clinical trials in chronic graft-versus-host disease:
1. Diagnosis and staging working group report. Biol Blood
Marrow Transplant 11: 945-956.

Fraser CJ, Bhatia S, Ness K et a/ (2006). Impact of chronic
graft-versus-host disease on the health status of hematopoi-
etic cell transplantation survivors: a report from the Bone
Marrow Transplant Survivor Study. Blood 108: 2867-2873.

Gadi VK (2010). Fetal microchimerismin breast women with and
without breast cancer. Breast Cancer Res Treat 121: 241-244.

Gomez RS Carneiro MA Souza LN efal (2001). Oral
recurrent human herpes virus infection and bone marrow
transplantation survival. Oral Surg Oral Med Oral Pathol
Oral Radiol Endod 91: 552-556.

Gomez RS, Pimenta FJGS, Guimardes ALS et al (2004).
Effect of bone marrow transplantation on the immunolo-
calization of p53, hMSH2, and HMLHI proteins on oral
mucosa. Oral Dis 10: 207-211.

Imanguli MM, Alevizos I, Pavletic SZ, Atkinson JC (2008).
Oral graft-versus-host disease. Oral Dis 14: 396-412.

Jaksch M, Uzunel M, Remberger M, Sundberg B, Mattsson J
(2005). Molecular monitoring of T-cell chimerism early after
allogeneicstem cell transplantation may predict the occurrence
of acute GVHD grades II-1V. Clin Transplant 19: 346-349.

487

Oral Diseases



Microchimerism in labial salivary glands of HSCT
LN Souza et al

488

Kuroki M, Okayama A, Nakamura S et a/ (2002). Detection
of maternal-fetal microchimerism in the inflammatory
lesions of patients with Sjogren’s syndrome. Ann Rheum
Dis 61: 1041-1046.

Maria OM, Khosravi R, Mezey E, Tran SD (2007). Cells from
bone marrow that evolve into oral tissues and their clinical
applications. Oral Dis 13: 11-16.

Metaxas Y, Zeiser R, Schmitt-Gréeff A ez al (2005). Human
hematopoietic cell transplantation results in generation of
donor-derived epithelial cells. Leukemia 19: 1287—-1289.

Nakamura S, Hiroki A, Shinohara M et al (1996). Oral
involvement in chronic graft-versus-host disease after
allogenic bone marrow transplantation. Oral Surg Oral
Med Oral Pathol Oral Radiol Endod 86: 556—563.

Ogawa Y, Kodama H, Kameyama K ef al (2005). Donor
fibroblast chimerism in the pathogenic fibrotic lesion of
human chronic graft-versus-host disease. Invest Ophthalmol
Vis Sci 46:4519—4527.

Sawaya HHB, Jimenez SA, Arlett CM (2004). Quantification of
fetal microchimeric cells in clinically affected and unaffected
skin of patients with systemicsclerosis. Rheumatol43:965-968.

Schubert MM, Peterson DE, Lloid ME (1999). Oral complica-
tions. In: Thomas ED, Bloome QG, Forman SJ, eds.
Hematopoietic cell transplantation. 2nd Ed. Blackwell
Science. Ch. 64: 751-775.

Oral Diseases

Souza LN, Carneiro MA, de Azevedo WM, Gomez RS (2004).
Vascular endothelial growth factor (VEGF) and chronic
graft-versus-host disease (c-GVHD) in salivary glands of
bone marrow transplant (BMT) recipients. J Oral Pathol
Med 33: 13-16.

Spyridonidis A, Schimitt-Graff A, Tomann T et al (2004).
Epithelial tissue chimerism after human hematopoietic cell
transplantation is a real phenomenon. 4m J Pathol 164:
1147-1155.

Terada N, Hamazaki T, Oka M er a/ (2002). Bone marrow
cells adopt the phenotype of other cells by spontaneous
fusion. Nature 416: 542-545.

Tran SD, Pillemer SR, Dutra A et al (2003). Differentiation
of human bone marrow-derived cells into buccal epithelial
cells in vivo: a molecular analytical study. Lancet 361:
1084-1088.

Triulzi DJ, Nalesnik MA (2001). Microchimerism, GVHD,
and tolerance in solid organ transplantation. Transfusion 41:
419-426.

Yan Z, Lambert NC, Guthrie KA ez a/ (2005). Male micro-
chimerism in women without sons: Quantitative assessment
and correlation with pregnancy history. Am J Med 118: 899—
906.

Ying QL, Nichols J, Evans EP, Smith AG (2002). Changing
potency by spontaneous fusion. Nature 416: 545-548.



Copyright of Oral Diseasesis the property of Wiley-Blackwell and its content may not be copied or emailed to
multiple sites or posted to a listserv without the copyright holder's express written permission. However, users
may print, download, or email articles for individual use.



