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(PEANFR LEEHLIHERR L& 20003D

FERARAARORI TREEEEUBRES FTRSERATR, £k, 8. S48 pH
BETETEORSHARGEA. MEERSERALARINE, B XD, FASHLS L
BARE, ARRTHH. BFEAAMASEREUNERFR RS EHRE, X, ¥ 5
ot BN, ARAHWERS . Ber SUYEFBITHEANAR. ZEANHBRETRL
M TFRESHTRHALY, ZLRYARFA RS R (Y (Recycling free -flow iscelectric fo-
cusing, RIEF) G#1TT pH BRI E Y. MAEA SO I T, HELBWER, FUENATERER
BOMMEAMEEER, BENRETEFS TR IZRE —SHENG R0 .

1 MRy

1.1 NBEAN

1-1-1 (3. EHREHEFEF LN RF3 HXEH Rainin 2 577~ 5.

1-1.2 o, Pt MR R B S Pharmacia AR R EREFRSREL, MOEH HY, SREXC
(Cyt. ), FMHEEH (BSA), HRMBMI A (RNase A) ¥ R RAEERMT ™8, pH #d
# & Beckman 28] (5209A), pH i+3% Hanna 288 (8502),

1.2 Ak

1.2.1 HERSEFTL. WHRAARSURERBLEROIORTRREHF T LA, % 3 B /et,
ERERNPHEEHREN, REMARLS, YERRRAH, BRSBRETER B ¥ S —& mA%F
REETRE  AZTRGEE, RELETREER -AEMEN TR, RE—RERARBLY
BE (1000VEH), BEREEEHBERE 500~800V s —B bt E HdE.

1.2.2 pHERMBLONE, RERMERSEENY 2% Amploline (pH3~10), 10%H#. ki
WHMARSEUHETRARBESE RN pcH BEDET 0 S P BEHH. R HE/SH pH 50
Rt M E H pH .

1.2.3 HXZUEMEMILE: KA Hb M BSA EAMELESH, MEAELRTRASY, ABRHE
HNE, B \EARENBHANT, FRBER, FERAENRTHEHRNERN LS, BNy
(WFE% LEHATR,

1.2.4 RNase A My E RFIWIEC: RNase A 15. 7mg ZER BAERGWRR 30 %, MHE 2800m TR
W, HHRBER=17.3. RNase A M¥E N3 0. 5m] WM S 0. 5ml 0. Imol/L, pH5. 0 REBLHILE o
B 37CHRE Smin, A 0. 5ml 1% RNA, B4R 4min, WA 0. Sml 25% 3 HBL L 1L 5 1Y, 2KIB Smin
B, BO.iml HEE 3ml, & 260nm FHRRYE, HHHEAEMT.

Ao X 30
RNase A/mg

u/mg=
2 BRAiw
2.1 MMORRANERNpH BRI

EXF 1994411 Hs AW,
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SHRANXBRETRIES. &4, %

‘2( BMpHBE, EESANHEEREEXREE>
o —. BT E R, pHEH %, BE]
£, RERAFRANAELRRR AR TEEYE
] REEREL, BADIRTRMpH X, B 2E
= o} RF3 ¥ R Au( L8 BiaY pH SRHE. B LSt 210
= FESHESNEROSHNE, FEAmELHE
it AREMEIRE, £ 280nm BETHEORENX
BEAERTEXRAMERES, RESEAREES
2 ' MR SPEBC T AR R, WRE RN SR
. . -~ RALTTRES O ARER, RAREpH BE
0 5w FML;N:'U 3 % HTHW, REHE S XU AMENHEERES
REWMHEY, FHABLERZ «THERHN

M1 pHEE =

ERFRELRP-REANGR ERER. £
feos pH BB, EREAALERERGTERREREERARIRHR cHBREDERS.
2.2 MBS ENSR
Hb, Cyt. C, BSA # 25mg (BSA AIRBERRE), REEMATREL BN pH HE . X
ERERBETEN IRAVURNEOEH, WRA 0K, FHWEGEE 410nm # 610nm T H R
=@ 2.

]
=
g
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| \/ \)
2 x‘\
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- .““.3 \: |0
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Frachion No

M2 Cyt. C, Hb#I BSAMaW . B3 RNase A fy45+ %

2.3 SEAHEHEWINHER

EEMTR-SNSEEEIBT, SEARMEREDFENES —FRXAEHEZ—, RIEF
RRsREAEENRERETEWHRSEAREYHEEIER,. MEXREIRERTFADPRES
HESTRHELEEANEE, #SEWTHERKER TR %, A RIEF 3 RNase A i H 4
., IBEOMEENRER K (B, REaEK Y, AFEFT oLl b, EHEK 58%.
HEIRTEERM - TR RN ERR WA R R,
2.4 EXSHOHER
241 EREFMERE RATHKAFTEDREE, HRTBUE ARSI E SRS F, Bk
HREARDTFHR RN LN, SEREZTRERAEATRE, SREERY 0. 1mal/L

Age(2)
e e s o o wf m e A - e

Fraction No.
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H.PO., Hi# ¥ 0. lmol/L NaQH, HWHH#E WA 40ml/min,

242 FHERFREFEIREAREWN. & TRANSTERR, MEETRZ 0T & #0ERTH
BEM, RN EETEEER. BRUE, R —RERERRR RN 24 .

o

20T

/ A /‘i\f\

0 A
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l__;:ﬁf\. A P |
0 30 10 20 30 11} 20 k]

Fraction Nox

B4 FE®KERG RIEF b
—r —Aumes —A—Ane
| H K /1 000V WA 235ml/min; X ME W /L105min, W MEFMH/45min, BN /18T
2.4.3 SREEE, RIFEF URaHERBEREE, SREBE" (LB O, KRN DI EH
REFEAEEHAERBORI .S —FHBETRESAEMERSES, AR FREIEPRERE
WENOER, CEFESERMERKGEEE T E. RF3UHFEH @K EEEAT 1g.

1000V 500V 200V
105znin 135min 160min

0 W 20 30 W0 20 30 10 20 30
Fraction No. '

5 ARE®ETH RIEF L&
L /mg r 25Hb+-25BSA; WM MAHE 45min; @A /18T

244 FMEEYMBESERATERVOBDRY . SRR, SR EBE. FRHTOH R
H (LES, BREAMNTRSCIAREBNEN, R, SRELSEERREND, =2 XRY
AN, HRASTHARHENN, BNERARRES LR, AENEWIEFHEE, RIEF dE g
BRHE 1000V EEMEE, '

2.4.5 BXBEZMNER ERARELBTIENYEZLE —FHTUENREESEHRE T
2 ARTHREARWERAWENEAZINERESRX, AREFEEERNECETHRES, AT
MRS — R R R B R AR R .

246 EERABPYE.MRMGBHEN: REZRFAFAMREUREMNHEL, ERPREL,
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S48 pH BEESR 30 MEF RGN E S TR, REMOEE RH 0. 75mm, Hd T 30 B
BEAR, WA NDEHENE ML ARENER, RESB S0 BEHSN T &8, WRARD
B A AL 3 0 o R R R R T S

EXRABRFRLAFERLC—HE R, WA AW E &K — BV EFRBE 20mmal /L, F R
EFREMRSERRAK, ERERGRTHHR RAMBREREYEE, THTUEREER
BEEEAS LR, ATUEERANE, EAIRENER. ATHORSESEA pHAREER
yiiE, EHit, ERSETARNSIARE, RRTRURE LIEE oH EFEXRFFRA,

# ¥ X W
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Recycling Free-flow Isoelectric Focusing and its Application

Gu Zengwang Shao Xiaoxia Zhang Lihua Wan Qian Xia Qichang
(Shanghai Institute of Biochemistry, Academia Sinica, Shanghai 200031)

Abstract A new approach of preparative electrophoresis (Recycling free -flow Ison-
electric focusing, RIFE) was established. Some parameters of this method (flow rate,
loading, voltage and temperature) were compared. A mixture consisting of model com-
pounds (Hb, Cyt. C and BSA) was separated. Crude RNase A was purified and its purity
was improved to above 99%. Some harmful effects in RIEF ,such as diffusion,convection
and electroomosis , were discussed. High protein loading and high acativity recovery were

achived.

Key words Recyeling free-flow isoelectric focusing (RIFEF), preparative separation of

protein
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