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Summary

Human Bence Jones Protein could be purified by DEAE-Sephadex A-50 column (2X 37cm)
with 0.02M phosphate Buffer (pH 8.0) and gradient increasing with NaCl concentration as

in Fig. 2—4.

Sample As (K-type Bence Jones Protein) had two component, F-I was major component
and its dried weight was 350mg. of starting material of 500mg.

Other Sample Im and Ik (1-type Bence Jones Protein) was purified by DEAE-Sephadex A-50
with 0.02M phosphate Buffer(pH 8.0)too. F-I (major component) of Im and F-I of Ik were
242mg and 146 mg. its dried weight respectivelly. K-type of Bence Jones Protein’s(As, Ko,
Ta.) N-terminal amino acid residue was determined by method of DNP,. K-type of Bence Jones
Protein’s amino acid residue were either glutamic acid or aspartic acid.

Sample Ta was confirmed as glutamic acid. its N-Terminal. As and Ko were aspartic acid.
Each yellowish spot (DNP-amino acids) were extracted with 4ml. of pH 8.0 5% NaHCO;

solution and calculated its recovery by O.D. (360mg)using the e=18.1x10% -DNP Asp.
e=17.4%10% DNP Glu, considering 50% lose during the acid (6N-HCl) hydrolysis.
Recovery of ko and As were 54.3% and 65% of its starting materials (DNP-Protein).
Sample Ta’s recovery was 85% of its DNP-protein.

J-type of Bence Jones Protein was not investigated its N-terminal amino acid residue by

DNP-method, probably it was blocked its N-terminal residue with glutamic acid.
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Fig. 1 Procedure of DNP method

Protein 10mg E

Dissolved in 5% NaHCOQg(pH 8.0) -+

0.5ml. 5% DNFB in EtOH 6hr. at 37°C in dark..-
Adjust pH 6 with N-HCl..+eeuneen.

1ml. of EtOH ++eereerns

Cent{rifuge

|
Sup.

pptl(yellowish)
...... wash X 2(N-HC] 1ml, EtOH 1ml)
------ wash X 1(EtOH 1ml, H,O 1ml)
...... wash x 2(EtOH)

wash x 2(Ether)

DNP-Protein 9.7mg

Hydrolysis with 0.5ml 6N-HCI 5hr. at 105°C-+ e+
Deionized HyQ 0. 5mles et er
1ml. Etherx 3« iseeee

Ether extracte

------ Removed DNP-OH by mills apparatus

------ Dissolved in acetone

Applied on paper for P.chromatography
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Fig. 2.
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Table 1. Amino Acid Composition of B.J. Proteins.

As (K-Type) 1 Im (2 Type)

Amino Acid | ¢ mole Molar Ratio I Amino Acid 1 pmole Molar Ratio
Asp } 0.436 15 Asp 0.613 16
Thr 0.546 19 Thr 0.797 20
Ser 0.857 29 Ser 1205 | 31
Gla 0.653 22 Glu 0.823 21

- Pro ©0.463 15 Pro 0.714 18
Gly 0.399 13 Gly 0.614 _ 16
Ala | 0.489 16 Ala 0.665 | 17
1/2 Cys | 0.075 505 1/2 Cys 0.072 5
Val : 0.468 16 Val 0.622 16
Met 0.031 1 Met 0.047 1
Ileu 0.206 7 Heu 0.169 4
Leu 0.334 11 Leu 0.624 16
Tyr 0.275 9 Tyr 0.334
Phe 0.186 6 Phe 0.179 5
Trp 20 Trp
Lys i 0.343 11 Lys 0.426 11
His 0.123 4 His 0.160 4
Arg 0.144 5 Arg 0.181 5
Total , 206 217
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