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ABSTRACT

In this paper, TPK activity from human peripheral blood lymphocyte membrane was

measured using synthetic PGAT as substrate.

The kinase activity was more strongly inhi-

bited by a synthetic compound,l-isopropyl-6-amino-thieno (3,4-d) pyrimidine-2, 4-dione
(IATPD); Cs, was about 300umol/L. Lineweaver-Burk plots revealed that IATPD was

competitively with ATP and noncompetitively with PGAT to inhibit the kinase activity.
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L1 wi

SDS FI—miagEEE (DTT) 24 Sigma 4
FlE gk B DEAE-Sepharose 6B,CM-~
Sepharose 6B,Phenyl-Sepharose CL-4B DI}
Sephacryl S~200,CNBr jE{Vf) Sepharose ¥
¥ B Pharmacia; B E @k A(hydroxylpapatite,
HA) 24 Serva P2l AH C18 #:2§ Synchro-
pak PEREEBRMEEIEN 4 Waters 650 B,
el RAr A Z B0 b s I =4,

1.2 HF&

121 E@AEANEKEERRY %
EERY R AR5 IL- 2R KRBT B4 35001 /min
BN E, H 50mmol/L Tris-HCI, 1mmol/L
EDTA, pHS8.3 ik 3 Wa, BB EE,
12000t/ min B 30min B W T €, L IEH
4mol/L REWH—W, 4 2%SDS,10mmol/L
DTT 11 50mmol/L PB, pH6.8 ZUMEA1IH Ik,
12000r/min [EW 7.

1.22 B 17X M i% DEAE-Sepharose
6B & (1.2cm X 20cm) B 20mmol/L Tris-
HCl,1mmol/L DTT,pH7.2 S£45 ;CM (1.2 X
20cm) A EMEY 20mmol/L FEERLE ph
& ,4% lmmol/L DTT, pH5.5, HHMER L
AT SR Z IR REE SDS REEX 0.1%, %
BERA 0—1mol/L NaCl BEEER pH BHE.,

1.2.3 H/K{ER 3% Phenyl-Sepharose

CL-4B # (1.0 X 20cm) £ 259 20 mmol/L
PB,pH6.8 , FITi B o 5 10 9 SRR BE U % 5 SR
ZHE10% (& 0.1% TFA) e85k, A &0.1%
SDS WyEE M LR, 10—80% O FEBEBE 3k
.

1.2.4 piiodigéai®  Sephacryl  $-200
B (1.5cm X 100cm) SEH#72% 24 S50mmol/L
PB, lmmol/L DTT, lmmol/L EDTA, 0.1%
SDS,pH6.8, EHEMSE A HE L,

1.25 EEBMKAOFHEE HA & (1.0
cm X 20cm) E#f & M 25 20mmol/L PB,
pH6.8 # 0.1% SDS, HEHEMEHLHENERE
SDS REE50.1%, ¥EBIAEH 20—500mmol/L
PB,pH6.8,% 0.1% SDS WMk HEL
Bt

126 Ef1éiE % CNBr F MG
BETERENEKT RS IL-2 PRNS
FEIEGLRMBECHI R RAA (0.8cm X 10cm), £
BRENZEOFEEE 20mmol/L PB, 0.1%SDS,
pH7.5 I Mt, A pH3 By NaH,PO,-#7 # &
(0.1mol/L) £ BE .

1.2.7 x#B&E Synchropak CI8 KAE
¥ (0.5cm X 20cm) & 10% 7.f%,0.1% TFA
T, HEESAZERT RREERKAR
Mg ER IL-2 G, HRETERE LR 2
BRI 10—70% CHEREEL, & 1ml/min,

1.2.8 IL-2 @HERAEEE [L-2 &
B MTT-CTLL 5&'™,12.5% SDS-PAGE &
SEHIRL,

2 ER5Wi

21 EFIxHeiH SDS-BEHEAYE
PSS ¥k E e, RAmnitkEs
Imol/L B{FEMRE MRS pH 3 5.5 J1RHE
EEBRER, Bi1fE CM-Sepharose 6B
TARE., RATEHA MonoQ K7 FPLC 4%
BERIRUNER, SAEPETFREE LY
BEOERRENSGTARER, XEZEOH
B L5 10 AN AL W 7 HE S IR AR,

M4 £ SDS 5SEAHEEERE,
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Fig. 1 Hydrophobic interaction chromato-
gram of SDS-protein complex
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Fig. 2 Gel permeation chromatogram of
SDS-protein complex
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Fig. 3 Hydroxyapatite chromatogram of
SDS-protein complex
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SDS S EHEZFHEHRE HA £ ERRE, X
BERENHSEES TRRAERD TR
BIEEAEX. REBRAGIEHREDKTAR
ZRMERORE, EmkektRaiEEd
X H.

25 EHEE SRV K TAE

S SH RS &, [BIRM B RA RGERE

% 10mg BIRRE R AR S %
B, MEE pHé BRKDREAD BIAR
EOBEGRRIES, ZRABR). EERT
teE7E SDS HERBIARRKE, AiES IL-
2 4,8 SDS IR T ik 51 B Sepharose
PRI R R LRI B, b B X — R,
g AW ek TRENERE, DRSS
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SDS-%& 11 5 &4 B HhAUIE FtE.
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Fig. 4 RP-HPLC of SDS-protein complex
after imnitial purification
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Fig. 5 SDS-PAGE of SDS-protein complex
after chromatographic purification
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WEHE S 36 HEK3 HhE MW B, B L
F MW 4513 94,67,45,30,17.5kD.
lane 1,2,4,5 indicated IL-2 peak after hydro-
phobic, gel permeation, affinity and hydro-
xyapatite chromatographic purification; lane
6: total inclusion body proteins extracted in
SDS; lane 3: low molecular weight markers
(94,67,45,30 and 17.5kD from top)
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THE STUDY OF SDS-PROTEIN COMPLEX
PROPERTY AND ITS LIQUID
CHROMATOGRAPHIC SEPARATION

Xu Mingbo Yao Zhijian
(Instisute of Basic Medical Sciences, Academy of Military Medical Sciences, Beijing 100850)

ABSTRACT

A systematic investigation of the property of the SDS-protein complex and the influ-
ence of the detergent sodium doedecyl sulpbate (SDS) on protein purification is reported.
The data demonstrate that SDS in the sample doesn’t disturb gel permeation and hydre
xyapatite chromatographic separation, but reduces the separation efficiency and protein
recovery in hydrophobic interaction, affinity and reversed-phased chromatographic methods.
A successful separation of many membrane and inclusion body proteins in genetic engine-
ering will therefore require new concepts in column design as well as critical revision of
the choice of mobile phases. This study provides important data on membrane and inclu-
sion body proteins purification.
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