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Materials and Methods

Patients” sern were obtained from the Mammary Cancer Department of All-Union Oneco-
fogical Seientifie Contre of the Academy of Medieal Sciences and preserved under — 20 (.

The sern were tegted in KLISA for the presence of antibodies reacting with proteins of the
following retroviruses: simian sarcoma virus (SSV), M-7, hovine leakaemia virus (BLV), Mason-
Pfizer monkey virns (MPMV), RD-114: tobaceo mosa’e virus (FMV) was used as control (the
virus preparations were obtamed from the National Cancer Institute, Bethesda, U.S AL, The
reaction was earried out as previausly deseribed (Litvinov ef al., 1984), The antigen was applied
in 20 pg/ml concentration (2 g viras protein per well), The patients’ sera were used in 1/200
dilution. For competition binding test, the sera were ineubated for 2 hr at 37 °C with viral
specimens ar a ratio of & pg of viras protein per 100 ul of the diluted 1:300. Then the sera
were used in BELISA as deseribed above, To control of possible interaction of the sera with
carbohydrate components of viral glycoproteins the reaction was earried cut in the presence
of 0.1 mol/l mon- and oligseecharides, N.acetyl-D.galactosamin, L.ramnose, D-fucose, L.ar-
abinose, D-fruetose, Delaetose, D giucose, maltose, D.arabimose,

The speeificity of positive KLISA results was cheeked against individual viral proteins by
immunoblotting. The proteins were separated by electrophoresis in 159, palyaerylamide gel
aceording to Lacmimbi (1970) (3 gg of protein per sample at 10 Viem) and transferred to a nitro-
ccllulose filter (Du Do and Rossen, 19335, All retroviruses were present on each filter, so that
they served as a marker of antibady interaction with heterologous proteins. The filters were
incubated overnight at 8 °C in 39, ovalbumin in phosphate buffer for binding of nitregellulose
free-honds, and then they were ineubated for 2 hr at room temperature with tested sera diluted
17300 in phosphate buffer saline eontaining 0105 T'ween-20 and 19, ovalbumin. After washing
with 0.19% PBSTween-20 the filters were inenbated for 2 hr at room temperature with per-
axidase labeled gont TgG against human immunoglobulins using the same buffer, After washing
the blots were reacted with 33-disminobenzidintetrabydreehloride as substrate (0.5 pg/ml in
0,05 mol/l Uris- HCL buffer pH 7.5) containing 2 pg/ml of 3%, Ha0q solution.

Resulls

The sera of 89 patients were tested for the presence of antibodies against
different retroviruses. Simultaneously all viral proteins. including TMV.
were stained to monitor the nonspecific reaction of serum components. The
medium square deviation of the estimated nonspecific reaction was deter-
mined from the reaction of each serum with TMV. Assay for antibodies to
MPMV was performed without the TMV samples so that in latter case the
statistical data were based on this estimation only. When the reaction level
exeeded X b 3.5, the sera were estimated as probably positive. The results
are presented in Fig. 1. When determining the background reaction, one
serum reacted positively with TMV in KLISA, but this was not confirmed
by immunoblotting.

The specificity of positive sera to individual proteins of retroviral prep-
arations was determined by immunoblotting. The lack of obvious reaction
with other viral proteins on the same filter, even under analogous condition
of treatment, served asinternal control of the reaction specificity.

Table 1T shows that among sera veacting with RD-114 three types of re-
actions were apparent. In the first ease the serum activity was directed
against p23 minor protein, whereas the reaction with p30, a major viral
protein, was not deteeted, This serum did not interact with any other retro-
virus, Another type of the reaction is represented by 2 sera. Their major
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