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zable leukocyte extract was estimated as 1,000-2,000 dalton (Wilson et al.,
1982). However, some differences between these models were observed, and
the molecular weight of TF also differed according to the results of other
research groups (Foster er al., 1979; Huang et al., 1987).

Most recently, a high purified active component of transfer factor specific for
HSV-1(PTFC) has been obtained in our laboratory by a very powerful purifica-
tion procedure consisting of affinity chromatography and RP-HPLC was desc-
ribed (Q{ er al, 1992). It has become possible to understand directly the
chemical nature of TF. In this paper, the characterization of PTFC was deter-
mined through highly resolution analytical methods, and the amino acid
sequence of PTFC was further approached.

Materials and Methods

Analytical size~exclusion high performance liquid chromatography (Size-exclusion HPLC) (Yao
and Ma, 1984). Chromatographic conditions: experiment was performed with a High performance
liquid chromatograph 721 (Millipore-Waters Associates), equipped with a variable ultraviolet
detector and a Model 721 system controller. A 7.5 mm X 60 cm Ultropark TSK-G2000SW column
(LKB) was used and the eluate for separation on TSK-gel filtration column was 0.1 mol/l phosp-
hate buffer at pH 6.8. Measurement was made at 214 nm in the sensitivity range 0f 0.05-0.2 absorp-
tion units full scale. The flow rate was 1 ml/min at room temperature.
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0.00 .J L\-\ Size~exclusion HPLC of PTFC on

. ’ a TSK-G 2000 SW 0.75 X 60 cm column
0 10 20 30 Chromatography was performed at a flow
rate of 1 ml/min with phosphate buffer
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Fig. 3
Thin-layer chromatography of PTFC on
¥ 10 X 20 cm silica gel HF 254 plate
E A 254 nm absorbent spot of PTFC (—)
) Rf 0.6 and a 366 nm fluorescent spot of PTFC
A 2 (---) were overlapping (RF = 0.6).

combine with primary amines of both the peptide and free amino acids to elicit
fluorescence at 366 nm.

Amino acid composition and sequencing of the purified TF component specific
Sor HSV-1

We aimed to analyze amino acid composition of the PTFC peptide. No free
amino acid was found in PTFC sample. However, at least twelve different

Table 1. Amino acid composition of PTFC

Amino acids Retention time (min) Peak area (%)
Asp 1.89 44.2
His 5.14 16.2
Arg/Thr 5.91 6.0
Val/Pro 6.32 18
Tyr 8.14 4.7
Met 9.14 1.6
lle/Leu 9.83 5.6
Phe 10.83 2.5
Lys 11.38 114
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