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Fig. 1 Electron microscopy of a pellet of pur-
ified intracisternal A particles from a
fraction of the sucrose density gradient.
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Fig. 2 SDS-PAGE analysis of purified intracis-
ternal A particles. Lane 1 ; Purified A
particles. Lane2 ; Molecular weight
markers. The gel was stained with
coomasie brilliant blue.
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Fig. 3 Two-dimensional slab gel electrophoresis of purified intracisternal A particles. A series of bands
of purified intracisternal A particles is at the left-hand position. Molecular weight markers are
at the right-hand position. An arrowhead indicates K70. The gel was stained with coomasie

brilliant blue.

ESRKEIRYIZ25mM 1) Z, 100mM 771 & >,
1% (w/v)SDS, 5%7Y) tu—n% Ah/E
PrBE <y sy U7, fld L7z K701 1 mM
p-Amidinophenyl methanesulfonyl fluoride
hydrochloride (FO¥t4i3), 1 zg/ml Pepstatin
A (BAE~7F FF%EA), 1 wg/mlLeupeptin
(B&E~7F FHF%EFT), 1 mMEDTA # A
72 —80CIRFEL 72, Zo#iH K701312.5%
¥j—4 L% 7z SDS-PAGE (2 & ) /3> By
FRIK ZN L > DfiBlcb bbb Z L2
L7
6. RP(reversed phase)-HPLC

Mt KI0DBHESIEERA 7 u~w 77
74— (LLF HPLC) 2k N9T-72.

Bt &4 T RP-HPLC ici3 3 BUHMAEA 7
2 uBondasphare 5 x#C,-300A (19X 150mm;
Waters) % Fv 7z, fH3 i K7T00#1/68D
10% ) 7 o uEcEe % N2 #pH 2 (2P L 7214,
HTLCREEE,0.1% ) 7o oEBRE S

0-60%NT & k=t V) JLVEMHRLE (4.0ml/min,
1204308) ok DiEdL 7o,

F iSRG T RP-HPLC (ci3 ot B4 7
2 Asahipak ODP-50 (4.6X150mm;fB{bER) %
By 2 kEX¢721%, 10mM Tris-HCI(pH
7.5 TO-60%NT+F=1F")NEKDE (0.7
ml/min, 120%) (ZX D &EHL 7.

M FiE TR I3 280nm DIESEEEIZ K
=17,

BoNT 773 VI HEELERE BEE
HFPFTHHPLC 777> 3>nA1 N NaOH
TpH#% AL L, Laemmli'*®DH iz & 1) SDS-
PAG 7v— } (10-20%BEE7 v, F—bFEE
) % v SDS-PAGE #1772, $faiciz 2 D
BemRE (F—bFEER) 2RV,

& £

1. AKIFORE
SEERERL 72 A MITFOMEITE FRMEEE



202 ¥ n % — BB
] L
f”’-- 60 []
4 i
0.10f S
i 2o 130 o
""‘ ‘C
o ,v"
g | 10 2
N
<
, 0.05'\)
A 4
0.000 5 26 38 51 59 62

Fraction Number

Fig. 4 Chromatogram of a main structural protein, K70, by reversed phase-HPLC. K70 extracted from
SDS-polyacrylamide gel was injected onto a Asahipak ODP-50 and eluted at Tris-HCl (pH7.5)
with a linear gradient, 0 -60%,0f acetonitrile. An arrowhead indicates fraction number 26 which

contained K70.

ISk OREL . BUREEETHL L a BE
EOERLECLNBLNL-ABLE Y Fo
FEENERIL 2L v FTIRIZEA EESLY
o ARTFICRL > TERLZ EDBERTLBRE
Ens, HBIOERLLENV v P TIIERS
L) R —LDBEL LU EEHTONM KD F
— 2k E BT AR E LD ANTFHITITHR
icEHsNn (Fig. 1), NERBBARTFEL
TUTOERICAWT,
2. SDS-PAGE

BE AKTFOBEESSHT % SDS-PAGE T
Fio 78R % Fig. 210RL 2, Ho— b —EH
‘& phosphorylase b (94,000), bovine serum
albumin (67,000), ovalbumin (43,000), car-

bonic anhydrase (3¢,000), soybean trypsin
inhibitor (20,100), @-lactalbumin (14,400)

DFEIEEE (R fH) 2 F N £10.367, 0.458,
0.600, 0.758, 0.879, 0.958CHNAFEED
BifR % R4 ERA L log (5 FE)=1.440—
LBBIXRE TH 7z, ZoERERL N ARFN
BREANGFROMELT- 122, BLERD
WY FRGFEIK SV ofiBicd Y, K
BLOnEEICH B KI0Ic—FL 72, 2o K70
P iz FRBRK F vt v, 55K b v o
RBICHL /N> F (K92, K55) #8H7. =
noEEBEBA LIS, SFEITK Fvb
Y2 1AD, X43K 70 b v AhRC 4 R0t
Ny FRERERS L L (R, LEaosy



IEEA A KT 203

94K
N 67K
43K
‘ = 30K
—
- 20.1 K
bd
. "Wmy14.4 K

Fig. 5 SDS-PAGE of fractions obtained by
reversed phase-HPLC. Acrylamide gra-
dient slab gel (10-20%) was silver-
stained. Lane 1;Fraction 26 (Fig.4).
Lane 2 ;Fraction 38 (Fig.4) . Lane 2
shows some polypeptides broken down
from K70. Lane 3; Molecular weight
markers.
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Structural protein analysis of intracisternal
A particles in adenovirus-induced mouse tumor
Eiichiro HIRAKAWA
Department of Pathology,
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(Director : Prof. M. Ohmori)

Analysis and purification of structural proteins of intracisternal A particles produced in
adenovirus-induced tumor were described. SDS-PAGE of purified intracisternal A particles
demonstrated its major structural components, K92, K70 and K55, and minor components, K43
and K37. Two dimensional gel electrophoresis indicated a pJ of K70 and K55 at 6.5 and 6.3,
respectively, in the presence of sodium dodecyl sulfate. Purification of the main band, K70, in
SDS-PAGE using reversed phase-HPLC was difficult in the standard acidic condition, but
could be achieved in the neutral condition. Although purificatin of K70 is generally difficult
because of its hydrophobicity, the method shown here will be useful for further study of
structural proteins of intracisternal A particles.



