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(SVPI .SVPIV ,SVPV, . SVPV, B SVPV]) 2 LI REIETH=F: 1, Sep-
hadex G-100 B R iLid; 2, LG, BEEALFELPHBEE, AEBRRAEOR
MEH (FPLC) Z2:&f&-F X4 Mono S, BLBHHARREREHTHRS
MR R Bk (SDS-PAGE) XA (EF) XX, fx, &3 £Terit
HARBHEILZOH>TERFR L
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EHEEERRIEAORESRE, EWRUERYEEEANI FILELSERRSREZ
Bl RARBHERER Y. KRMEESBEOHS BMRA, X200—300mg/ml, HFBEL
ERMK G3mmo/em, FUHMIEHMEZ—), HrhXEA sy, AEIESHERRERRER
SHEREGERMITE ), XEIEALARMBRABAE, 1979 4 Ostrowski 55 (1 575 HHR
AMmBLEBE R sk (SDS—PAGE) B, BHAANEERIAR, RRAEKTHBREF, a
£HSVPI—V, &4, BRSVPINS, i L FoBROEEAL SRERAILYE. R
MEXAREE QRMEER (FPLC) {, KT Rk (MonoS) i, mIhibaiitT
SVPII .SVPIV SVPV, SVPV, & DL B MARMELA SVPVI. 2 30H 85X — B8 o 3y
sk, MmVBERMBE W ERMEBRD L ERREMNBOPRIT A RN RH
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1. B8 BosiEO MBI, BETFRHE (MonoS, 50 x5mmID) X didk REEHY
Flat Bed Apparatus 3000, Capilliary Casting mould ECPS 3000/150, VH-I }¥)#%& Pharmacia

FEis UK T AR E Labeonco 2 Ry dhs 7514 I A LW W =)o
2. iR7: Sephadex G-100, pl marker Kit, Pharmalyte(3—10) 334 Pharmacia 2} ]
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28 Acrylamide 3% fluka /A Flj5,; Bis, SDS Jt MW marker & Sigma 24 G725 H4id
7138 b &l 7= 4 B At il o
3. #h#p. Wistar K RAIFr, HARKZWFHZH.

=. H&

1, fEMEsBEAMaL. REERS® P4 s MR, HhiRh HAc-NaAce 2
ik (0,05mol/L HAc-NaAc, 0, 15mol/L NaCl, 0,005mol/L Na,EDTA, pH4 4, 8°C) 3}k
SRR )S, 40008 BE.L 10 2r8h (4°C)s B L5 LB T Hi%k A 0.05mol/L HAc-NaAc,
0.075mol/L NaCl pH5 43Ef#§) Sephadex G-100 BEHFHE (2.6 X 100cm), fH [ #EA0 28 vhik ¥
B, Ui 12ml/h, FEUHE 4, 5ml, RIERARRME Fadligk. & SDS-PAGE &
EREOL S ek I (WFig.1)2 60 458 ERLTEE, LR TFPLC RGiR Mono S 4 |,
FA0,05mol/L BERRLR Mk RMEBE FEBEIX GERZR Mhifk pHS. 1, RRSE M 0,5mol/L NaCl,
PH11.0), H¥EBikk (LFig.2) *f0,005mol/L NHAc i&#, Kk T4k, £ SDS-PAGE } %y
R# (EF) L@ aipE, B4 SVP; Sephadex G-100 BRI I/SHBEHGI. IV, MK
dd)E, LHETF MonoS K, Fj0,05mol/L HAce-NaAc Fipik MBI (RSB Wik pH
5.4, RIREZ M 0,5mol/L NaCl, pH6 0), Y/iMk a,b.c (] Fig.3 Fig.4) DB/Ir. Kk
F#R R SDS-PAGE X5, # SVPIV SVPV, SVPV, #1 SVPVI R R

2, KB SVP FBAH%&, 3% Ostrowski gk 141

3. HRAEARHRAHIEIAEMIS FRME. ARM% R Leammli (9 3347
Hko

4, FaRMhdk. REDBEEKRERM T.C, RE ", 7 Capilliary casting mould g
filJi¢, B Flat Bed Apparatus 3000 fpgik, FHERIEHD 0,04mol/L XAEER, PR N
1mol/L NaOH, Fi¥# 500Vh (F VH-I 8], @ik Sample applicator f#g, 4% 3000Vh,
210K =HHEERR. 5% HBEKBRRERE, LA0.2% %LU Rooft BRIL0 00 KERR, 35%ZBF
Bt. FIRAEIEBEMbrAE pI marker YRz BERERY PH BB A FF RS Y pL,

% R

—, EMEDWE L Sephadex G-100 B2 BASe B thek W Fig. 1, dudksrbr &g
(Fig.5): 35 1 ®& SVP [ SVPII SVPII; EM& SVPIV SVPV, SVPV,; FN&EFE

H SVPV; FH&gA—SHEMBABEN.

=, 5% Sephadex G-100 B/ IESr BSAYSE 1 ME#E R F i PHES 728 ik Mono S 247,
B3R T — A4 Fig.2, £ SDS-PAGE i3k (Fig.5) ﬂ%axﬁ (ERERPD E%, K
ﬂﬁﬂjbﬂaﬂsﬂﬁ SVPII,

=, £ Sephadex G-100 ﬁH Wy ek F 4, il Mono S H:EHr, #B =414 N
Fig,3. SDS-PAGE (Fig.6) ¥, 49 h4ifkiy SVPV, SVPVAISVPY,,

M, Et Sephadex G-100 sy B{fh3 IVeE#ES, it Mono S R 4F, MKB=AkWFig.4,
SDS-PAGE jEsz 3 a i % SVPV],

A, Wy BT R R &R SaBEL e SDS-PAGE @R, Fig.5, Fig.6, MEH

492



W -
l H NaCl conc. (mol/L)
H 0.5
190
E 0.81
& 06- 0.25
q 4
O 04-
0.2+ “
\ "___
10 20 30 40 50 60 70 80 -0.0
Tube f
Fig.1 Rat seminal vesical secretion pro- Fig.2 Cation-exchange separation on Mono
teins fraction profile on Sephadex G-100 S HRs/s.chromatographic conditions, col-
chromatography. umn Mono 8 prepacked HRB5/5, buffer A
column, 2.6x100 cm; flow rate, 12mL/h, 0.05mol/L PB pH 8.1, buffer B 0.06mol/L
eluting solutiony 0.05mol/L NaAc-HAc PB pH 11.0 plus 0.5M NaCl, gradient o-
0.075mol/L NaCl pHs.4 100%B in 18mlsflow rate 1.¢ml/min, paper
speed ¢0.5cm/min, sample 2.0ml of peak I
fraction from Sephadex G-100 chromatog-
raphy step, detection 280nm, 0.2AUFS.
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Fig.3 Cation-exchange separation on Fig.4 Cation-exchange separation on Mono
Mono S HRs5/5.peak No. correspond to S HRs5/6.conditions, buffer A ¢.05mol/L
the following proteins, a=SVP Va,b= NaAc-HAc pH 5.4, buffer B 0.05M NaAc-
SVP ¥,c=SVP Vb.conditions, buffer HAc pH 6.5 plus 0.5mol/L NaCl, gradient
A 0.05mol/L NaAc-HAc pH §5.4,buffer 0-100%B in 27ml, flow rate 1.5ml/min,
B 0.05mol/L NaAc-HAec pH 6.0 plus paper speed 0.5cm/min, sample 5.0ml of
0.5mol/L NaCl, gradient 0-100%B in peak IV fraction from Sephadex G-100 ch-
27ml, flow rate 1.sml/min, paper speed romatography step, detection 2s8onm,
0.5cm/min, sample 4.0ml of peak X fr- 0.2AUFS.

action from Sephadex G-100 chromato-
gruphy step;detection 280nm, 0.2AUFS,
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T, MBS WEAMN 6 XEERXS, AR Mono S syl LRE sy VPR,
SVPIV .SVPV, SVPV, SVPV], &M T2 —%K#. X F|fA SDS-PAGE ¥, Ri#

B4t MB s B EONS> TR SVPI47,000(Rf=0,26), SVPIV15,000 (Rf0,77),
SVPYV,. ‘ g

Fig.s Pattern of SVP on slab SDS-PAGE.
major stained bands were labled I to VI.
lane No.correspond to the following samp-
les, 1=purified SVP IV, 2=peak | from
Sephadex G-100 chromatography, 3=peak I
from Sephadex G-100 chromatography; 4 and

. 8=8VP powdery 5=peak X from Sephadex
G-100 chromatography, ¢=purified SVP |,
7=peak IV from Sephadex G-100 chromato-
graphy.
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Fig.7 Determination of the molecular
weight of the purified SVP by SDS-PAGE.
The marker proteins used were ovalbumin
(45,000), pepsin (35,000), carbonic anhy-
drase (29,000), chymotrypsinogen (25,000),
and cytochrome ¢ (12,500).The molecular

weight of tested samples was extrapolated
from the plot of Log MW of marker pro-
teins against their electrophoretic mobil-

ities.

424

SVPV, 13,000(Rf0,85) ,SVPV] 11,500(Rf0,90) ()& Fig.7).

Fig.e Electrophoresis profile of pur-
ified SVP. lane 1 represents SVP IV
from peak b in Fig. 3, lane 2, SVP

Va from peak a in Fig.3, lane 3, SVP
powder; lane 4, SVP Vb from peak ¢
in Fig.3y lane 5, SVP VI {rom peak
a in Fig.4.
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Fig.8 Measurement of pH gradient pro-
file using the broad pI calibration kit
(pI 3.50 to 9.30) which consists of try-
psinogen (9.30),lentil lectin (8.65),lentil
lectin (8.45), lentil lectin (8.15), horse
myoglobin (7.35),horgse myoglobin(6.85),
human carbonic anhydrase B (§.55),bov-
ine carbonic anhydrase B (5.85), B-lact-
oglobulin A(5.2), soybean trypsin inhi-
bitor (4.55), amyloglucosidase (3.5). co-
ndition, T,C, polyacrylamide gel cont-
pining Pharmalyte 3-1¢,



K 8 TCREMBERBBREL SR ANNT ORI RFIR), DA% HTEE 3.5
~9. 3 PLERME R IER B IEFRIC, WHBPARERS pH XA, WL T REPA pHE
Bk (Fig. 8), Mmid& difti it % s. SVPI9.7 (HFAMRIER 0.3cm) SVPIVS,9

(1,3ecm), SVPV,9,5(0,7cm), SVPV,6,55(5,3cm),

1 S

—. &F 5 A EEE GRS MK RALN T W Bk A R R RS E REFE
Ty SDS-PAGE rhfRf3Hy, XTHRBIAI W, BRATE 3mol/L R . 0.1%SDS, 15% A
MBS R TRk, WABATRUMER: RN, RIOBRIAIIH TR RBEHSE
6 ZREAXH: HEBRMERG TR, KHHEBRIEHR, RIFKZASVPV., LiFBRRE
BRI 5 MRS, BhRERBXBL, XFTUNRMNSELELERBEEKREH
® mRNA f9R0 iRty Rk 8 ) B BEK. Bk, RATAD SVPVIML A £IE
S RERMREARBESERBEZAHRFR, 3 SVPVAALRIBIRFA Fit—
PUWA. FLREH NaAc-HAc Ml BAR Tris Z2hil ) FhEEERE 2 2 W W, SVPI A
SVPII R K& #UtdE, SVPIUTRENMAE LA Tris ZdhikishEb, SVPIV, SVPV  SVPY]
MILPARZRM. EFMF, i SVPIEE, BATMME—1 7 RREX Lis WK
R SR A R A UL _

=. BxSVPIVSp, RAWMALHERES B ELHIBEL. &K i Stephen & U F|
JA SVP jifE SDS-PAGE Hi3k /5yt (Electroelution) ¥, 4T HH 5 Frk ERY,
R TEEERAETOE, ¥mTHELAERIDROHTR. RIRAEEKTEEREAHET
Rtk (Mono S) By, liIhibalifb T SVPI, SVPIV, SVPV,, SVPV, f#1 SVPV] ,Mono S
R FHRMRTRBN, ASERMAES, Bk, BRAERLRBEMpH BERSE T & £
SEBR. YR MonoS R EBE My i —#k, £ SDS-PAGE 5r47iEsk, RIBME & YA
—X . BMIPAYR, FRITI7E MonoS H:oy B RBL, SVPV &M SVPV,, SVPV, Z A & 2
4R 24 SephadexG-100 £ )5 o 5% I Mk A¥ it MonoS #: )5, (HREMA =/ BElikk (Fig.3),
Ferh a G c AR B 17em R FAR SDS-PAGE, B 5 SVP VXM — B(Fig.0), &
Fa, c BRI RID KX H; DFARMOFTRIA, aHR GRZ HVD B p]
H6.55, 1 cMikefh (V) MRS {EFH SVPV., SVPV, SR B 048 B i i % T4
HTRARI Y, RAMELRBERIXREL . XEHRARE SVPV,, SVPV,, 5 F
BASRMAE (413.000), B3R =AML R4y, iX—£5 R 5 Stephen ') F 4k (32¢m)
fy SDS-PAGE @3k REL SVPV i =/ 414y (F\. FOUAMTEL—H.

=, MRy UuEqUBEREANE, HEFQLRME0~0% 'Y . FXB LAt
SiEOLFAREME, HrLEA SVP EERHH SVPI SVPIV, SVPV, # pl 5 5
H9.7. 8.9, 9.5, WIEMT SVP Mgkt iE. £4, RTHIASVP ¥ & WX 4
VETE B R R B AN E MBS L RIS E AL, X SVP i ELBBM AR A X
BRH OV EHESBBESETZNAX, Kb SVP £RHEERBRE Bk,
OSVP R ) Aoy e M FHPEDUR (Sperm Coating Antigen) 3R (10, BB W
WEESHERALENE O, WXy, SVP ZRFMENERBRHEERH Y,
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X TFEAD L — M TBI%, XTldiEsRaE SRk AmR, ARHT2H
®. FWEATHREEA TR EHELBEAN-EREHLEEOHRESY, N
B AT AR, TR TRES .

Tk, HERRBEAMAL, WEE—SRFEBIR. EIHHEALROHER
RyFFoe. H-F SVPIfn SVPIIfEJR{LfhiREY, BDJLPELvide, Wik, A AT BTkt
Zo MUBAFFH—-FEAR LS.
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Androgen-regulated Proteins of Rat Seminal Vesical Secretion

Isolation by High-performance Ion-exchange Chromatography

Wang, Zhen-xi Zhang, Sheng  Chen, Su-qing Lin, Guo-qing
(Dept, of Biochemistry, Zhejiang Medical University, Hangzhou)

Abstract The major androgen-regulated secretory proteins of rat seminal vesicles
(SVP]I. SVPIV. SVPV,. SVP,. SVPV]) have been purified by high-performance
cation-exchange chromatography., The purification procedure involved two steps; 1,
gel chromatography on Seph adex G-100 and 2, cation exchange on Mono S column
in FPLC system by using combined salt and pH gradients, The purity of selected
peaks was evaluated by sodium dodecyl sulphate polyacrylamide gel electrophoresis
and isoelectric focusing, The molecular weight and pI of purified SVP were dete-
rmined by using SDS-PAGE and IEF,

Key words; Rat Seminal Vesicle Secretion protein Isolation Top—excha~

nge chromatography

496



