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Two-dimensional electrophoresis of native proteins on cellulose acetate membranes.

* Mochihiko Ohashi, Tosifusa Toda and Toshiko Fujita; HE&ZE ARSI AE (LSS

** Mitsutaka Yoshida ; B KSEEISASHIE (L4

Correspondence address: Mochihiko Ohashi, Department of Biochemistry, Tokyo Metropolitan Insti-
tute of Gerontology, Sakae-cho, Itabashi-ku, Tokyo 173, Japan.



(178) HEHYEity

(1) &

E MEEE 200G « TERESKEEEIC X DB LA
B s=yv—T—CLhEEROREBETS. AH
HORTHO R « TIRELUICES7 4 VI3, ELXH
H74 vappatk it b,

(2) # #

b MM7ED 5 AEkEERIEE O F 2MCEH&TS
SAEOMEL LTERTICEHNTES, ThoRR
v M3, RE(EFENFERESCLD T TIRASARES L
TWaHY, Libl, BEHE LTREEIC LAEEL
MOMEESL, BRIy P& LTEES T,
ZZIERONTWARAEy P EEELTEELTV A
EhE (BT 4 vH4 L0BHEBEBR).

3. O’Farrell &+ « 72 RTEMIEO

EFORETHRKIIZN A 2w, SDS 4 LB kB
WLT, SEBREIHELAS (B FHESED 2
WITTEMROLE"?). oz LRBLLLVWI LT,
native DIRFEIZ, 1A NATLEH X his4r TG
Li-RiBich sz L2 ETE, YRoT L L3,

a

pl

Fig. 1.

TAVHFALDRRAICONT

1. BREHERL-EETHOBEEL b U CikFE
7584
O 2@nELAkEEIC S, HAREOHESS .
Tigbhb, 2UGCHICEEARARBEERA LTV
OT, KEEEEO - TEEICE, ¥ohic pH I
BESH TV, ZOARENEERIGHRICREG—IIEH
EEZ BAEEEOSZCEREETSIL.
2T, vy AMoEmlREREE L, 2RTE
BHL7-T, SHEMTNEOREIZHET L€=THEKT
BloRaHEEZEEL, TRNICE 54 vERETS
Vi OBREET 2 72,
(1) # &
TR 1 ocoSRARAKBEkc LD =y A B0
Hig2RBH LT, B Folé{nmshi.
A. 20% BAFIRAZE, 5min
B. 30% #afIFE%E, 5min
C. 40% fafs%E%e, Hmin

Effects of concentrations (% saturation) of ammonium sulfate (AS) on fixation and

rinsing of LDH isozymes are showing after the developments by two-dimensional
cellulose acetate electrophoresis (a, b and c) and by isoelectric focusing on CA
membrane (d). LDH isozyme from kidney of mouse was used.

a : 209 satur. AS. (stained by PMS method), b : 309% satur. AS. (stained by PMS method),
c : 409 satur. AS. (stained by PMS method), d : 20-8094 satur. AS. (stained by Diaphorase
method; Lanes from A to G are fixed with 20, 30, 40, 50, 60, 70 and 809 saturation of AS,

respectively.)
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PMS #:: 2.6mg NAD, 0.076 mg PMS, 0.51mg

NBT, and 57.6mg Li-lactate in 3.0ml of 0.3
M Tris-HCI, pH 9.5.

Diaphorase #:'V : 2.6 mg NAD, 0.51 mg NBT, 57.6
mg Li-lactate, 22 units of Diaphorase in 0.3M
Tris-HCI, pH 9.5.
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Fig. 2.
on CA membrane.
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Demonstrations of multiple isozyme staining and high sensitive staining methods

a : Isocitrate dehydrogenase and glucose-6-phosphate dehydrogenase isozymes from kidney
of mouse. b : Malate dehydrogenase and sorbitol dehydrogenase isozymes from kidney of
mouse. ¢ : human serum LDH isozymes. 5 ul of serum was applied and stained by dia-

phorase method.
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Fig. 3. Replicative staining method for indepen-

dent color reaction of enzyme.

a : SorbDH isozymes on upper layer of
piled CA membranes. b : MAD isozymes on
middle layer of piled CA membranes, ¢ :
LDH isozymes on lower layer of piled CA
membranes.
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