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Fig. 2 Preparation of trypsin inhibitor of crude soybean
column :(50 x 4.8 cm) Qme PEI S-200 (30M m)
mobile phaee:
. 40 min
0.01 mad/L Tris HCL(pH 8) 0.5 mal/L NaCl(pH 8)
flowrate:50 mL/ min  UV:254 nm sample: 7.0 g crude S72
a
1.2
o d , / : : C 98 %,
)
10 o2 > 0
b , Cs (50x4.6 mm)
i 20 :
l 1
(50 x 4.1 mm) -PEI Wydac silica (5.5u m) ' ’
. 20 min
:0.01 mad/L Tris HCL(pH 8) 0.5 mad/L NaCl(pH 8) (2)
1.0 mL/ mi 1254 . b. .
.m m . nm a ) : Varian 5000 :
Fig. 1 Separation of trypsin inhibitor of soybean
coumn :(50 x4.1 mm) Qme PEI Wdac silica (5.54 m) ( )
mobile phaee : ( Sgma ),
0.01 mol/L Tris HOL(pH 8)—=""0.5 mal/L NaCI(pH 8) (RNase) (Lys) c(Cyt)
flowrate:1.0 mL/ min  UV:254 nm a. crude b. standard (Ins) (BSA) (OVA)-
(50 x 4.6 mm) Syn-
, Chropak Cg 254 nm, 25 , 1.0
2. mL/ min, “(A) 0.1 %(Vv/V)TFA
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PH=2,(B) 0.1 %(V/ V) TFA , C
pH=2, 40mnB 0 % 80 % , 3.

AW AR ,

10 20 30

(50 x4.6 mm) SynChropak Cg
40 min

:0.01 (V/ V) TFA in water pH2 80 %0.1(V/V) TFA in isopropyl alcohd pH 2
:1.0 mL/ min 1254 nm 25
Fig. 3 Preparation of mix proteinson RP- chromatography
column :(50 x 4.6 mm) SynChropak Cg

40 min

mobile phaee:0.01 ( V/ V) TFA in water pH 2 80 %0.1(V/V) TFA in isopropyl alcohd pH 2

flowrate:1.0 mL/ min  UV:254 nm temperature 25

C “ 3m 5 ”
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Fig. 4 Separation of proteins on RP-chromatograpy 5 BSA/ Rnase A
1. ribonudeaseA - 2. cytochrome C (100 x 4.5 mm) C4 Vydac silica (214 TPB RP-4)
3. lysozyme 4. albumin-bovine 5. ovalbumin 40 min
0.1 % (V/ V) TFA pH2 —
80 %0.1(V/V) TFA pH2
(1) 1.0 mL/ min 254 nm 25

BeckmanrAltex Mode 110A
Altex ,Model 7120

) Fig. 5 Hfect of flowatefor BSA/ RnaseA
, column :(100 x 4.5 mm) C4 Vydac silica (214 TPB RP-4)

3 000M L 1000M L ,Altex 254 nm, mobile phase:0.01 ( V/ V) TFA in water pH p—0min
, +0.5 , 80 %0.1 % (V/V) TFAin pH2
C4(Vydac 214TPB RP'4) 100 x 4.5 mm. flowrate:1.0 mL/ min  UV:254 nm temperature 25
Sgma ,
-A (Ribonuclease-A) C(cy-
tochrome C) (lysozyme) (adbu- '
mi n- bovi ne) (ovalbumin) . '
(2) ’
BSA Rnase-A , '
H y 6
’ 6 ’
, 4. : “A”0.1 %
(VI V) TFA pH 2, 40 min ' '

80 % “B"0.1 %(V/V)TFA ’
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Fig. 6 FEfect of BSA for BSA/ Rnase A
chromatographic condition as ame as Fig. 5
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Fig. 7 HEfect of voume of BSA for BSA/ Rnase A

chromatographic condition as same as Fig. 5
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Preparative High- Performance L iquid Chromatography for Proteins

SHI Zhi-xian®, FAN Li-min?
(1. Northwest Plateau Ingtitute of Biology , the Chinese Academy of Sciences, Xining 810001, China;
2. Lanzhou Ingtitute of Chemica Physics, the Chinese Academy of Sciences, Lanzhou 73000, China)

Abstract : Two preparative HPL C model for proteins are discribed. (1) Under condition of volume overloaded on
column , the preparative ion exchange and reversed phase chromatography for proteinson column, the volume of
the injected sample may be  large that el uted peaks are dgnificantly wider than those from anaytical sample.
Although the solute concentration islower , but we still can get more pure protein. First the preparative ion ex-
change chromatography was prepared trypsin inhibitor from crude oybean by Qme- PEI-S-200 (300 m) , under
condition of volume overloaded on column. The column were eluted with a gradient from 0.01 mol/L Tris HCl
pH 8to 0.5 mol/L NaCl pH 8, 40 min, at flowrate of 50 mL/ min, 30 min, fractions were collected (Fig. 1,
2) . Second, the cytochrome C from mix proteins was pured on preparative RP-HPL C by usng SynChropak Cg ,
the column were euted with a gradient from 0 % to 80 % iopropyl doohol , containing 0.1 % TFA pH 2, at
flowrateof 1.0 mL/ min 15 min, fractions were collected (Fig. 3). (2) Solute-olute digplacement chromato-
graphy for proteins. This study deals with of Rnase by RSA-Rnase displacement on reversed phase chromato-
graphy. The amount of displacer , volume of digplacer , flowrate of column and digplacement effect on the gradi-
ent elution RP-HPL C with Vydac C4(100 X 4.5 mm) column is discribed. The optimum displacement and high
yield has been obtained.
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