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Purification and Characterization of Thymus Activity Factor  from Calf Thymus
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Abgract A new thymus activity factor (TAF ) was islated and purified from calf thymus by ultrdiltrar
tion, Sgphadex G15 ¢d filtration, DEAE Sephadex A-25 ion-exchange chromatography and reverse-phase
HR.C. 0.92 mg TAF was obtained from 500g caf thymus tissue. TAF  exhibited a nolecular mass of
618.8 by ESFMS. Amiro acid conpodtion andyds showed that this peptide condged of danine, dycine,
dutamic acid, gutamine, lysne and serine resdues. The results of biologicd activity showed that TAF
ecificaly increased E rosette formetion of human peripherd blood lynmphocytes and increased the proliferative
repond of the mitogen GonA-induced mice Plenocytes.
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Fig.1 Sgphadex G15 ¢d filtration of caf thymic utrfiltrate
The oolumn was e uted with deionizied water a the flow rate of 12
m/h. The peak  with Erosgte -activity was pooled and concenr
trated

c¢(NH,Ac-HAc) / mol * L
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Fig.2 DEAE Sgphadex A-25 ionrexchange chrometography of the
pesk  from Sphadex G15 gd filtration

The column was e uted with a linear gradient of 0.05—0.5 ol /L
NH4AC HAc bufer (pH 5.8) at theflow rate of 30 i /h. The peak
6 with Eroste-activity was pooled ,concentrated and Iyophilized
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Table 1 Purificationdf TAF  from caf thymus
Sep Total protein/mg Totd activity/U Specific activity/ U-mg™* Purification factor Yidd( %)
Qrude extract 61 450 141 335 2.3 1 100
Ultrasonication 1950 46 800 24 10.4 3.1
Sphadex G15 278.6 30 646 110 47.8 21.7
DEAE- Sephadex A-25 8.3 5170.9 623 270.9 3.7
RP-HRLC 0.92 1749.8 1902 827 12
1 mg/mi (
8r 619.8 , ) ,
) °T 2.5 TAF
g .| QnA 37 24h,
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Fig.4 ES-MS gectrad TAF illugraing m/z 619. 8 as the
protonated nolecue [M + H] © o TAF
The result digplayed thet the nolecuar weight of TAF-  was 618. 8

2.4 TAF E

TAF ,
E (Table 2) . ,
TAF E ,
: (thy-

mopepti dum) , 24 g/ml TAF E

Table2 Hfedt o TAF activity in Eroste assay(n=3)

Qoncerntration ERFC Increase
/mg-m -t (%) rate F

Qontrol 29.4+3.3

TP (1.0) 48.5+1.7 65.0 P<0.01
TAF  (1.0) 20.7+£2.3 1.0 P>0.05
TAF (0.4) 33.3+3.2 13.3 P>0.05
TAF (0.2 36.7+2.1 24.8 P<0.05
TAF  (0.01) 46.5+4.3 58.2 P<0.01
TAF  (0.002) 55.7+5.2 89.5 P<0.01
TAF (0.001) 38.1+6.7 29.6 P<0.01

" TP: thynopeptidum
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Fig.5 The dose dependent efect of TAF  on the proliferation of )
@nA-induced mice Plerocytesin MTT , ,
Folerocytes were pre-incubated with GonA for 24 hours prior to a 48 TAF ,
hours incubation of varying concertrationsof TAF (" P<0.01, TAF
n=3,D:diluiond TAF saple)
— —JAF ; —o —Without TAF !
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