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Souhrn

Chronicka B-lymfocytova leukémia (B-CLL) je jedna z najc¢astejSich chordb lymfatického systému u dospelych pacientov. Je znama
roznorodym klinickym priebehom — od benignych az po infaustné formy. Pre spresnenie diagnézy a uréenie spravnej terapie su potrebné
spolahlivé prognostické markery. Perspektivnym sa ukazal byt protein ZAP-70, ktory mdze byt vo zvySenej miere exprimovany
leukemickymi bunkami pacientov s B-CLL. Dava sa do sUvisu s horSou prognézou pacienta vyzadujucou intenzivnejSiu terapiu uz
v zaciatoCnych Stadiach.

Zaklad prezentovanej Studie tvorilo 20 pripadov biopsii kostnej drene od pacientov s diagnostikovanou B-CLL a 20 kontrolnych pripadov
bez nadorovej transformacie. Pri spracovani materialu bol okrem Standardnej imunohistochemickej metédy vyuzity aj amplifikaény systém
(firmy DakoCytomation©). Vysledok bol hodnoteny semikvantitativne; ako negativny (menej ako 5 % pozitivnych leukemickych buniek),
pozitivny (viac ako 30 % pozitivnych leukemickych buniek) a nepravidelne pozitivny (medzi 5 % a 30 % pozitivnych leukemickych buniek)
a nasledne korelovany s klinickym hodnotenim prognézy pacienta. Vysledok pozitivity bol kontrolovany aj morfometrickou analyzou,
uréenim plochy pozitivity markera ZAP-70 voci celkovej ploche jadier v preparate. V kontrolnych pripadoch bola pozorovana pozitivita
markera ZAP-70 viazana Cisto na T-lymfocytov. Miera jadrovej pozitivity proteinu ZAP-70 pozorovana v transformovanych B-lymfocytoch
vykazovala signifikantnu suvislost s horSou klinickou prognézou pacienta v pripadoch ak bola hodnotena ako jednoznacéne pozitivna, resp.
negativna pri oboch spdsoboch spracovania preparatu. Pripady s nepravidelnou pozitivitou nevykazovali jednoznaénu klinicku korelaciu.
Pouzitie amplifikaéného systému s moznostou vyuzit nizSiu koncentraciu primarnej protilatky a potlacit pozitivitu pozadia, zvysilo kontrast
nalezu a redukovalo pocet pripadov s hodnotenou nepravidelnou pozitivitou z 30 % (pri beznom imunohistochemickom spracovani) na
10 %. Mozno konstatovat, ze ZAP-70 predstavuje hodnotny prognosticky marker chronickej B-lymfocytovej leukémie. Jeho hodnotenie
pomocou imunohistochémie je vhodnou metédou pre klinicki prax. Problematickym sa v8ak stadva hodnotenie hraniéne a nepravidelne
pozitivnych pripadov, pri ktorych méze byt napomocnym vyuzitie histochemického amplifikaéného systému. Minimalizacia vyskytu falosnej
pozitivity, resp. negativity vyzaduje striktné kritéria pri hodnoteni nalezu.
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Summary

Immunohistochemical Detection of ZAP-70 Protein and its Importance in the Diagnostics of B-CLL

Chronic B-lymphocytic leukemia (B-CLL) is one of the most frequent diseases of the lymphatic system in adults. It is known for its variable
course — from benign to prospectless forms. Reliable prognostic markers are needed to precify the diagnosis and the corect therapy. The
ZAP-70 protein, as a prospective marker, can be highly expressed in leukemic cells of B-CLL patients. It is related to a worse prognosis
requiring intense therapy from the beginning.

The present study includes 20 cases of bone marrow trephine biopsy from patients with diagnosed B-CLL and 20 control cases without
neoplastic infiltration. The specimens were investigated with standard immunohistochemical technique and with the use of the amplification
system (DakoCytomation©). The results were evaluated semiquantitatively as negative (less than 5 %), positive (above 30 %), and
imegularly positive (5—30 % of positive leukemic cells) and consecutively correlated with clinical evaluation of prognosis of the patient. The
evaluation of the positivity was controlled also by morphometric analysis by determination of the area of ZAP-70 positivity related to the
whole area of nuclei in the section. In the control specimens the ZAP-70 positivity was restricted to T-lymphocytes only. The level of the
nuclear positivity of ZAP-70 protein detected in transformed B-lymphocytes showed significant correlation with the worse or the better
clinical prognosis, respectively. Cases with imegular positivity did not show unambiguous clinical corelation. The use of the amplification
system allowed to apply lower concentration of the primary antibody, reduction of background staining and increased the contrast of the
findings leading to reduction of imegularly positive cases from 30 % (with routine histochemistry) to 10 %. It can be concluded that ZAP-70
represents a valuable prognostic marker for the chronic B-lymphocytic leukemia. Its evaluation by histochemistry is a suitable method for
clinical praxis. Problematic may be the evaluation of borderline imegularly positive cases, in which the use of the histochemical amplification
system is helpful. Strictly determined criteria are needed for limitation of inaccurate interpretation of the results.
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