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Immunoglobulin and T-cell receptor gene rearrangement in Castleman’s disease: molecular

genetic analysis

Aims: Castleman’s disease (CD) is a rare heterogeneous
disorder that is associated with an increased risk of
developing lymphoma. Whether CD is primarily hyper-
plastic or neoplastic in origin is not yet clear. The aim of
this study was to investigate CD further by determining
the clonality status of its lymphocyte populations.

Methods and results: We reviewed 20 patients with CD,
15 with the hyaline-vascular type and five with the
plasma cell type. Immunoglobulin (JH) and T-cell
receptor (TCR) gene rearrangements were examined
using polymerase chain reaction and Southern blotting
techniques. B-lymphocyte clonality was also assessed
by flow cytometry (FC) and by immunohistochemistry

(THC). The age range of the patients was 15-66 years:
nine female and 11 male. Monoclonal rearrangement
of the immunoglobulin (JH) gene was detected in only
one case. No cases were positive for monoclonal
rearrangement of the TCR gene. All of the cases except
one were negative for immunoglobulin light chain
restriction by both FC and IHC.

Conclusions: The lymphoid cells in CD are most com-
monly polyclonal in origin, which supports a non-
neoplastic origin. However, rare cases may show
lymphocyte monoclonality, which could represent the
development of a neoplastic population. The latter
cases should be followed closely.
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Introduction

Castleman’s disease (CD), also known as angiofollicular
lymphoid hyperplasia and giant lymph node hyper-
plasia, is a heterogeneous group of lymphoid prolifer-
ations of undetermined aetiology. Three histological
variants have been described: hyaline-vascular, plasma
cell and mixed. In addition, two clinical types have
been described: localized (LCD) and multicentric
(MCD).! LCD is generally curable by surgical excision,
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regardless of the histological variant, whereas MCD
often requires systemic therapy and has a poorer
clinical outcome.! MCD may be further divided by
clinical criteria into two subgroups: MCD with neuro-
pathy [Peripheral neuropathy, Organomegaly, Endo-
crinopathy, Monoclonal gammopathy and Skin
changes (POEMS)-associated or neuropathic] and
MCD without neuropathy (non-neuropathic).” The
histology of MCD is usually of ‘mixed’ type. It presents
with widespread or generalized lymphadenopathy and
multisystem involvement. It probably arises in the
context of an immunoregulatory defect and it may
result in the outgrowth of monoclonal lymphocyte
populations, usually of B-cell type.>* However, whe-
ther CD is primarily a hyperplastic or a neoplastic



234 ] Al-Maghrabi et al.

disorder is still a matter of controversy. Only a few
studies have reported the results of molecular genetics
analyses for lymphocyte monoclonality in CD and the
findings are contradictory. In the present investigation,
we examined lymphocyte monoclonality in CD of both
LCD and MCD types, using a combination of immuno-
histochemistry (IHC), flow cytometry (FC) and molecu-
lar genetics techniques.

Materials and methods

Medical records were examined for cases of CD at the
Toronto General Hospital (now University Health
Network), Toronto, Canada, and King Abdulaziz Uni-
versity Hospital (KAUH), Jeddah, Saudi Arabia. Twenty
cases were selected (18 from Toronto General Hospital,
two from KAUH) from over a 15-year period (1988-
2001). HIV+ patients were excluded. The pathology
slides for each case were reviewed by two pathologists
(J.A-M., D.B.), and a histological subtype was assigned
by consensus. IHC was carried out on formalin-fixed
paraffin-embedded sections using the avidin—biotin
peroxidase complex (ABC) technique. Antibody re-
agents directed against CD45, CD45R0, CD20, CD43
and k and A light chains were obtained from Dako-
Cytomation (Carpinteria, CA, USA). FC was carried out
on nine cases using reagents obtained from Beckman
Coulter (Miami, FL, USA). Molecular genetic analyses
were carried out by polymerase chain reaction (PCR)
using snap-frozen tissue in 15 cases and formalin-fixed
paraffin-embedded tissue in five cases.” For PCR ana-
lysis, 500 ng to 1 pg samples of DNA were amplified
using the appropriate primers (see below), electophore-
sed through a 2% agarose gel and visualized using
ethidium bromide. Appropriate positive, negative and
internal controls were run with each specimen. PCR
analysis was carried out using primers specific for the
Framework 3 (FR3A) and ] consensus regions of the
immunoglobulin heavy chain gene (JH), essentially as
described by Trainor et al.® A second PCR analysis
using consensus primers specific for Framework 256
regions and ] consensus regions’ was also used to
increase the detection rate. Internal control primers
were multiplexed with each of the above to ensure the
presence of amplifiable DNA as previously described.®
PCR for T-cell receptor (TCR) y gene rearrangement
was performed according to standard methods. South-
ern blot analyses (SB) were performed on high-
molecular-weight DNA according to standard methods.
Seven cases were examinded by SB. DNA was digested
using Bglll, BamHI/HindIII and Xbal for the immuno-
globulin heavy chain gene and with BamHI, HindIII
and EcoRI restriction enzymes for the TCR B chain

gene, transferred to nylon membranes and hybridized
with the J6 probe or the CB1 probe to examine the
rearrangement status of the IgH gene and the TCRJ
gene, respectively.

Results
CLINICAL FINDINGS

The age range of the patients was from 16 to 90 years.
Eleven were male and nine were female. Seventeen
patients had localized CD (age range 16—65 years). The
sites of involvement for localized CD were abdomen
(n = 6), mediastinum (n = 5), cervical lymph node
(n = 3), axillary lymph node (n = 2) and inguinal
lymph node (n=1). Two of the patients had a
concurrent non-haematopoietic neoplasm: one phaeo-
chromocytoma and one colonic adenocarcinoma.
Three patients had multicentric CD (age range 28-
90 years). All three presented with fever, peripheral
lymphadenopathy and hepatosplenomegaly. Two also
had ascites.

MORPHOLOGIC FINDINGS

Histological sections from the LCD cases showed typical
features of the hyaline-vascular variant in 15 cases
(Figure 1A,B). These consisted of effacement of archi-
tecture, multiple, small to medium-sized follicles with
regressively transformed germinal centres and concen-
trically organized mantle zones of small lymphocytes
and hypervascular interfollicular areas. Two patients
had the plasma cell variant, characterized by a marked,
sometimes sheet-like proliferation of plasma cells in the
interfollicular areas (Figure 1B,C). The three cases of
MCD were all of the plasma cell variant.

IMMUNOPHENOTYPING

In all of the cases but one the plasma cells in the
interfollicular areas showed a mixed pattern of staining
for cytoplasmic k and A light chains. The one exception
was the single case classified as the mixed cell variant
of LCD, in which the plasma cells showed restricted
staining for A light chain. FC results were available for
nine patients and no cases showed light chain restric-
tion of surface immunoglobulin.

MOLECULAR STUDIES

The results of the gene rearrangement studies are
summarized in Table 1. Monoclonal IgH gene rear-
rangement was detected in only one case (Figure 2A).

© 2005 Blackwell Publishing Ltd, Histopathology, 48, 233-238.
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Figure 1. A, Section from medistinal lymph node reveals hypervascular follicles surrounded by a tight concentric layering of mantle-zone
lymphocytes. B, Higher power from the same cases. C, Section from case 1 reveals a marked plasma cell infiltrate in the interfollicular regions and
encasing the germinal centres. D, Higher power from case 1.

This was one of the two cases of LCD of the plasma cell
variant. All of the others failed to show a monoclonal
pattern, including the three cases of multicentric CD.
Monoclonal rearrangement of the TCR y gene was not
detected in any case (Figure 2B). Thus a polyclonal
pattern was seen in 19/20 cases for JH and in all 20
cases for TCRy. None of the cases studied by SB showed
rearrangement of the immunoglobulin heavy chain
gene or the TCR gene (Figure 3).

Discussion

The detection of monoclonality in lymphoid prolif-
erations is considered to be a strong indication of
neoplasia. Molecular genetic analyses are the most
recent and the most sensitive methods for determining
lymphocyte monoclonality. Only a few previous studies
have used molecular genetics methods to determine

© 2005 Blackwell Publishing Ltd, Histopathology, 48, 233-238.

lymphocyte clonality in CD and these have provided
varying results.*°~'? Hanson et al.'® detected mono-
clonal lymphocyte populations in three of four patients
with MCD but in none of four patients with LCD. On the
basis of these findings they suggested that MCD is
distinct from LCD in that it may involve a clonal
lymphoproliferation. Soulier et al.*? reported molecular
genetic analyses of 34 patients with CD. They detected
monoclonal rearrangements of the IgH gene in only
four of 30 patients with MCD and in none of four
patients with LCD. Two of the cases with monoclonality
had concurrent B-cell lymphoma and one had concur-
rent Hodgkin lymphoma, which suggested that the
monoclonal populations may have been derived from
these disorders rather than the CD. Only one case was
positive for monoclonal rearrangement of the TCR
gene, and this occurred in a patient with MCD who was
HIV+. The authors concluded that in the large majority
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Figure 2. A, B-cell-specific polymerase chain reaction (PCR) using primers directed at the framework 256 (FR256) regions of the
immunoglobulin heavy-chain gene (IgH). The top arrow represents the internal control that was used to ensure the presence of amplifiable DNA
in each sample. Patient 1 shows the presence of a clonally rearranged IgH gene using the FR256 primers. B, PCR for TCRY reveals no clonality in

any of the patients.
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Figure 3. Southern blotting: DNA was digested using BglIl, Bam
HI/HindIII and Xbal for the immunoglobulin heavy chain gene and
shows a germ-line pattern (patient 14).

of cases of CD the lymphocyte populations are poly-
clonal. Our results are similar to those of Soulier et al.
B-cell monoclonality was detected in only one of 17
cases of LCD and in none of three cases of MCD. T-cell

© 2005 Blackwell Publishing Ltd, Histopathology, 48, 233-238.

monoclonality was not detected in any of the 20 cases
examined. IHC for k¥ and A in that monoclonal case
(patient 1) was not conclusive because of staining
background. This case was a 65-year-old male who
presented with enlarged paratracheal lymph nodes.
There was no other lymphadenopathy or any systemic
symptoms. All of our cases were HIV—. These find-
ings suggest that the large majority of cases of CD
do not show lymphocyte monoclonality and therefore
are more in keeping with reactive than neoplastic
processes.

Several investigators have examined CD for cyto-
plasmic immunoglobulin expression by THC and have
reported both polyclonal and monoclonal find-
ings.*21913716 Our [HC results showed cytoplasmic
light chain restriction in only one (patient 10) of 20
cases. However, monoclonality was not detected in that
case by PCR. That case was an elderly lady, who
presented with cervical lymphadenopathy and was
found to have a localized CD with pathological features
of the plasma cell variant. IHC was not conclusive in
the case which revealed evidence of monoclonality by
PCR (patient 1).

Recently, it has been suggested that CD, particularly
the plasma cell and the mixed types, may be related to
an excess of interleukin (IL)-6-like activity. Kaposi's
sarcoma-associated herpes virus (KSHV or HHVS8)
encodes a functional cytokine (vIL-6) and has been
found in some patients with CD.'”?' Leger-Ravet
et al.*! found variable expression of IL-6 in CD and
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suggested that this finding, combined with the hetero-
geneity of the clinicopathological presentation, indica-
ted that different immune mechanisms are probably
responsible for the different forms of the disease.

Our results indicate that the lymphoid component in
CD is most commonly reactive. However, rare cases
may contain a detectable monoclonal lymphoid popu-
lation, and this suggests the possible outgrowth of a
neoplastic lymphoid clone. Patients who show evidence
of lymphocyte monoclonality probably should be
followed closely for the possible development of malig-
nant lymphoma. However, when present, it may be
associated with progression to monoclonality and these
cases should also be followed more closely. The bio-
logical significance of monoclonality in CD needs to be
evaluated in prospective studies.

References

1. Maslovsky I, Uriev L, Lugassy G. The heterogeneity of Castleman
disease: report of five cases and review of the literature. Am. J.
Med. Sci. 2000; 320; 292-295.

2. McCarty M]J, Vukelja SJ, Banks PM, Weiss RB. Angiofollicular
lymph node hyperplasia (Castleman’s disease). Cancer Treat. Rev.
1995; 21; 291-310.

3. Frizzera G. Castleman’s disease and related disorders. Semin.
Diagn. Pathol. 1988; 5; 346-364.

4. Nagai M, Irino S, Uda H, Ohtsu T, Tobinai K, Shimoyama M.
Molecular genetic and immunohistochemical analyses of a case
of multicentric Castleman’s disease. Jpn J. Clin. Oncol. 1988; 18;
149-157.

5. Griesser H. Applied molecular genetics in the diagnosis of
malignant non-Hodgkin’s lymphoma. Diagn. Mol. Pathol. 1993;
2;177-191.

6. Trainor KJ, Brisco MJ, Story CJ, Morley AA. Monoclonality in
B-lymphoproliferative disorders detected at the DNA level. Blood
1990; 75; 2220-2222.

7. Aubin ], Davi F, Nguyen-Salomon F et al. Description of a novel
FR1 IgH PCR strategy and its comparison with three other
strategies for the detection of clonality in B cell malignancies.
Leukemia 1995; 9; 471-479.

8. Hummel JL, Lichty BD, Reis M, Dube I, Kamel-Reid S. Engraft-
ment of human chronic lymphocytic leukemia cells in SCID mice:
in vivo and in vitro studies. Leukemia 1996; 10; 1370-1376.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21

. Hall PA, Donaghy M, Cotter FE, Stansfeld AG, Levison DA. An

immunohistological and genotypic study of the plasma cell form
of Castleman’s disease. Histopathology 1989; 14; 333-346;
discussion 429-432.

Hanson CA, Frizzera G, Patton DF et al. Clonal rearrangement for
immunoglobulin and T-cell receptor genes in systemic Castle-
man'’s disease. Association with Epstein—Barr virus. Am. J. Pathol.
1988; 131; 84-91.

Ohyashiki JH, Ohyashiki K, Kawakubo K et al. Molecular genetic,
cytogenetic, and immunophenotypic analyses in Castleman’s
disease of the plasma cell type. Am. J. Clin. Pathol. 1994; 101;
290-295.

Soulier J, Grollet L, Oksenhendler E et al. Molecular analysis
of clonality in Castleman’s disease. Blood 1995; 86; 1131-—
1138.

Radaszkiewicz T, Hansmann ML, Lennert K. Monoclonality and
polyclonality of plasma cells in Castleman'’s disease of the plasma
cell variant. Histopathology 1989; 14; 11-24.

Nagai K, Sato I, Shimoyama N. Pathohistological and immuno-
histochemical studies on Castleman’s disease of the lymph node.
Virchows Arch. A Pathol. Anat. Histopathol. 1986; 409; 287-297.
Nakamura T, Sato K, Harada N et al. [Plasma cell interstitial
pneumonia as a manifestation of multicentric Castleman’s
disease]. Nihon Kyobu Shikkan Gakkai Zasshi 1997; 35; 776—
783.

Weisenburger DD, Nathwani BN, Winberg CD, Rappaport H.
Multicentric angiofollicular lymph node hyperplasia: a clinico-
pathologic study of 16 cases. Hum. Pathol. 1985; 16; 162—
172.

Parravinci C, Corbellino M, Paulli M etal Expression
of a virus-derived cytokine, KSHV vIL-6, in HIV-seronega-
tive Castleman’s disease. Am. J. Pathol. 1997; 151; 1517-
1522,

Brousset P, Cesarman E, Meggetto F, Lamant L, Delsol G.
Colocalization of the viral interleukin-6 with latent nuclear
antigen-1 of human herpesvirus-8 in endothelial spindle cells of
Kaposi's sarcoma and lymphoid cells of multicentric Castleman’s
disease. Hum. Pathol. 2001; 32; 95-100.

Cannon JS, Nicholas J, Orenstein JM et al. Heterogeneity of viral
IL-6 expression in HHV-8-associated diseases. J. Infect. Dis. 1999;
180; 824-828.

O’Leary J, Kennedy M, Howells D et al. Cellular localisation of
HHV-8 in Castleman’s disease: is there a link with lymph node
vascularity? Mol. Pathol. 2000; 53; 69-76.

. Leger-Ravet MB, Peuchmaur M, Devergne O et al. Interleukin-6

gene expression in Castleman'’s disease. Blood 1991; 78; 2923—
2930.

© 2005 Blackwell Publishing Ltd, Histopathology, 48, 233-238.



