





Antibodies for the immunostaining of Bouin’s fixed bone marrow trephine biopsies

Figure 1
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nant T cells. Staining with UCHL-1 was
usually stronger (4+ to 5+) than with CD3-r
(2+ to 3+). In concert with others, we found
staining of myeloid cells with UCHL-1.¢

MYELOID/MONOCYTE/MACROPHAGE ASSOCIATED
ANTIBODIES

KP1/CD68, MPO, Leu-M1/CD15—KP1 re-
acted with marrow monocytes and macro-
phages in normal and pathological Bouin’s
fixed BMT biopsies (4+ or 5+) (fig 1C), and
strongly labelled myeloid cells in eight of nine
acute myeloid leukaemias. Rabbit PoAb
(MPO) against myeloperoxidase labelled blast
cells in nine of nine myeloid malignancies (4+
or 5+) (fig 1D). Leu-M1 stained mature
granulocytic cells and monocytes (5+), three of
seven acute myeloid leukaemias (4+ or 5+),
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Leu-M1; (F) bcl-2 labelling of infiltrating follicular lymphoma cells.
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and Reed-Sternberg cells in four of four Hodg-
kin’s disease biopsies (3+ or 4+) (fig 1E).

NON-LINEAGE ASSOCIATED ANTIBODIES

Bcl-2, Bcl-1, DO-7—Among the antibodies to
oncoproteins, bcl-2 but not DO-7 or bcl-1
(PRAD Dl/cyclin D1) reacted on Bouin’s
fixed BMT biopsies. Anti-bcl-2 MoAb consist-
ently stained follicular lymphoma (5+) (fig
1F), chronic lymphocytic B cell leukaemia (3+
to 5+), acute lymphoblastic leukaemia (4+ or
5+), and multiple myeloma (2+ to 5+), but, as
expected, none of the Burkitt’s lymphomas. !
CD30—Like LLN-2, CD30 labelled the Reed-
Sternberg cells in four of four Hodgkin’s
disease biopsies.

PCNA, MiB-1, Ki-67-r—Despite microwave
heating, no staining was observed with either
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(A) Group of hairy cells reacting with Ki-B5; (B) VS38 positive multiple myeloma cells; (C) Cellular contact between KP1 positive
N blasts by MPO in a case of acute myeloid leukaemia; (E) Typical Reed-Sternberg cell reacting with
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MOoADb or PoAb recognising the Ki-67 antigen.
On the contrary, nuclear localisation of prolif-
erative cell nuclear antigen (PCNA) was dem-
onstrated in more than 80% of the malignant
cells in highly proliferative Burkitt’s lymphoma
(4+ or 5+) without antigen retrieval.

Discussion

Among the antibodies tested, several demon-
strated excellent immunoreactivity on tissues
from Bouin’s fixed BMT biopsies. The anti-
genic specificity on pathological marrows was
in accordance with previously reported
data.**° However, the weak and inconsistent
immunolabelling with some MoAb that recog-
nise formalin resistant antigen (4KB5, Ki-B3)
renders them inappropriate for immunostain-
ing of Bouin’s fixed BMT biopsies. Lack of
staining was observed with DBA.44 from two
florid hairy cell leukaemia biopsies, whereas
they were strongly positive with MB2, suggest-
ing that DBA.44 labelling may depend on the
exposure to Bouin’s fixative. This seems also to
apply to VS38 where strong positive or totally
negative labelling of normal and malignant
plasma cells was striking on the same slides.
Interestingly, this staining variability was not
observed with other antibodies (MB2, LLN-2,
Ki-B5, UCHL-1, CD3-r, PCNA, CD30, Leu-
M1). Noteworthy, preliminary microwave
heating, recommended by the manufacturer’s
instruction, was not mandatory for immuno-
staining of Bouin’s fixed BMT with Pab CD3-r
or CD30.

In conclusion, reliable immunophenotyping
of archival Bouin’s fixed BMT biopsies is feasi-
ble. While demonstrating the variable degree of
reactivity obtained on Bouin’s fixed and decal-
cified tissues with some widely used or more
recent antibodies, this study presents a panel of
antibodies suitable for phenotyping the most
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common haematological neoplasms on this
material.
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