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Table 1

Showing the Decrease in the Lytic Activity of Streptolysin S after
Incubation with the Tannic Acid-Treated Goat Erythrocytes

Streptolysin S

(1:100,000), and incubated as follows :

Tube no. 1 2 3 4 5 6 7 8 Control
50% red cells 0.5 ml
Treatment with Red cells were treated with 5 ml of tannic acid
tannig acid (1:5,000) in cold 10 minutes, and then washed.
Red cells were suspended in 2.5 ml of St-S 2.5ml of S-S

(1:100,000)

in the ice- .
Incubation at 37°C for at 29°C for water bath at 37°C for ?—3 g
B
. . &
(min.) 15 | 3 [ 60 | 30 | 60 | 120 | 60 {120 15 | 30 | 60 | &2
{
Centr;fuged
i
Supernatants Red cells i
washed Hemolytic titration
¥
Hemolytic titration Test for hemolysis
1: 100,000 | ## # + Hit it H it ## it 1 1 Hit
1: 200,000 | i H — Ht H H 1t 1 Hit i i H#
n
.g 1: 500,000 | + + - H + — it H# it i i 1#
3
E‘ 1 : 1,000,000 + - — + — - HH H H H H Ht
w
Yl
; 1: 2,000,000 | — - - - - - H H H + * H
S
211:500000 — | — | — | = = | =+ | x|+]| x| -]+
a
1: 10,000,000 | — — — - - - - - + - - +
1:20,000000 | — | — | — | — | = | = | =1 | =] =] =] =
Hemolysis of /
residual red cells + H L - - - - - |
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Table 2

The Rate of Decrease in the Lytic Activity of Streptolysin S after
Incubation with the Tannic Acid-Treated Bovine Erythrocytes.

Exp. no. I I I v
Control
Tube no. 1 2 3 4 5 6 7 8
50% red cells
(sml) 0.5 1 2 0.5
Red cells were treated with

Treatment

with 5 ml 10 ml 20 ml 5 ml

tannic acid
of tannic acid solution (1:5,000), and then
washed.

Red cells were suspended in 2.5 ml of St-S of 2.5 ml of $t-§

Streptolysin §

Dilutions of streptolysin S

: : 00
1:100,000 | 1: 50,000 1: 25,000 (1 = 25,000)
Incubation at 37°C for at 37°C for _‘.;
. ]
(min.) 30 | 60 | 80 | 60 | 30 | 60 | 20 | 50 | 30 | 60 | o8
{
Centrifuged
!
Supernatants Hemolytic
! titration
Hemolytic titration
1: 25,000 | - . . . HHit Hit i it Hit it Hit
1: 50,000 | - . H H 1 H# Hit Hit Hit Hit 1

1= 100,000 #+ | H | H | -+ | | | #o| MO} HO W W

1: 200,000 | £ | £ | £ | — | H | H | # | H | | # | #
T2 500,000 — | — | — | — | H | A+ | # |+ | | o | o
1: 1,000,000 — | — | — | — | = | — | # | £ | # | & | @
1: 2,000,000 — | — | = | = = | = + | = |# |+ |#
1: 500000 — | — | = = | =] =] =] ~|+{|-=1%+
1:10,000,000 — | — | = | = | = | = | = | =~ | = | - | =

1 : 20,000,000 | — — — —_ - — - — — — -_
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Table 3 . .
Comparison of the Effect of Trypan Blue on the Hemolysis of the TA-Treated
Goat Erythrocytes after Incubation with Streptolysin S and the
Hemolysis Induced by the Lysin of the Normal Erythrocytes

TA~treated erythrocytes experiment: 0.4 ml of 509 suspension of goat erythrocytes was treated
with 4 ml of tannic acid (1: 10,000) in cold for 10 minutes, the cells washed, and suspended
in 2.5 ml of St-S (1:100,000), followed by incubation at 37°C for 50 minutes. The cells were
then washed, and resuspended in 20 ml saline. One ml portions of the red cell suspension
were added to a series of tubes of 1 ml portions of two~fold serial dilutions of trypan blue.
The tubes were incubated at 37°C.

Normal erythrocytes experiment: One ml portions of two-fold serial dilutions of trypan blue in
saline containing St-S at a final concentration of 1:1,000,000 were mixed with 1 ml portions

of 1% suspension of normal erythrocytes. The tubes were incubated at 37°C,

Hemolysis Dilutions of trypan blue )
test g | 8|88 |8 glg|8| 8|8 |8 | ~
< < < < < S| <= < < < < 2
=) =) = = = =) = o = < = *‘é
oN 10 < (=] f= o > b =4 (= < o
- « 0 < < < < < < ]
Red — ~ ™ = S 3
cells - . “ -
TA-treated Ht H H H H tH ) 1 it H Hit H#
Normal —_ — - — - — - + H i i 1
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BEEO 1 %HEBINT 44V IERE» ORI NT
¥551 Streptolysin S B, (7 MRS IR —1:20,000,
000)2 AfER L7,

2. B &

RO & THIRBRESE M.

(a) EOSWE#R -

Pepsin, 1:10,000 {F1¥¢); Trypsin (Griibler); Papain
(Merck); Subtilisin (Crystalline proteinase from
B. subtilis; Bioprase, Rj#pE¥); Erepsin (FH{L
). ’

(b) Lipase (G#).

(c) HOmEAmREF :

o~ Amylase (G#); B-Amylase (Nutritinal Bio-
chem. Corp., U.S. A.); Hemicellulase (BZ{kik);
B-Glucosidase (Nutritional Biochem. Corp., U. S.
A.); Hyaluronidase (Spractor, 1E5535).

Z oth, Papain, Erepsin ¥ Lipase @ 3iERI%

BEKCREETH DT, BEERO—FEEBERE
KL BREEL, T0ALEREBREE:L L
TEBWM U, X OBOBREEL, ALEIEE
BEREO | %EERO LiEk-cr “1:100” » LTHRE

L7z,

3. BERAERIIROHE.

REMHE 0.8ml (7 x vEAMACTEREBHS)
EELL, ROBEAEKTSERREL, ChEER
Y 3 ml (BERENAESE pH EE L4l
WK WEHELT, 87°C k—eHiimET 5. WE
#%, RMERAEAREKT SEBEHEL, BR300
ml ZEEL, O 1 BiRmBREREE A>T St-S
BMRBAET Ok, BBCOBE BT 2BROBEY
Ul EABEcBE LT, THERE LTI %ERER
BRI ABEE A, @ pH, 37°C T2 i
FEE€ L, BREKE L ABENRIDOFEERKX
BZL, Lhs, AERCRALLRET ZHLRY
B TRIMO BRERL REL S 5 W EREH
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£ R K K

1 RIFEASEEEER 5 F(Pepsin, Trypsin,
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HoEEFRSE (- XU f-Amylase, Hemi-
cellulase, B-Glucosidase % ¢¢ Hyaluronidase),
RENIEOBRY T, KR St-S BZik
CRIETEBROEEBYRELREY—EE
RLedbDTH5B. CORE,LD, BELER
MG % S-S EMf123, & OoBEERK
BWTH, EHERMRCHTS S-S EmAc
HUTHBAEEDLIUNE W E WD & 2ok
5.

Brg2kn, H1EEBohsS Trypsin
LB FRIMBR K R ARIMBRC 35 St-S i
HEHABROFEMER LA O TH B2, 20K
rotT, k¥R St-S oz b 2FBORMmER

&=
KRAMRC, BEASEEEE (Pepsin, Try-
psin, Papain, Subtilisin, Erepsin), Lipase & ¢X
¥ R EE F (o R U° B~ Amylase, f~Glucosidase,
Hemicellulase, Hyaluronidase) ##E & L% T,

4

1) BARE : WY OHER, 106, 1953,  2)
Okamoto, H. et al. : Japan. J. Med. Sci, IV.
* Pharmacology, 14, 99, 1941. 3) PEEs .
HASRYSME) 28, 41, 1940, 4) Mor-

X+ 5 BEMMCERERRWERLD TR L, B
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Table 1
Streptolysin—S Susceptibility of Enzyme-Treated Erythrocytes
Enzyme-treated red cells Dilution of streptolysin S
zs|slslalzslslslz]z
=~ =~ < < < = o o S
Enzymes Experimental S| 8|8 |88 8|8 |8|&
—_ o B = o <
(concentration) conditions ) . i N b
. . acetate buffer —
pepsin (1-300) pH 5.0’ 37°C 2 hr. 'HH’ Hit 'HH' Ht 1 ‘HH' H +
. . phosphate buffer _ .
trypsin (1.200) pH 7-4, 37°C 9 hr. Hit it it i H ++ +
subtilisin phosphate buffer _
(1:10,000) | pH 7.2, 37°C 1hr, | M | it | W M H )+
papain phosphate buifer _ —_
(“1:200") | pH 7.2, 87°C g nr. | M | M | | H | H o + ;
erepsin phosphate buffer o
(“1:200) | pH 7.2, 37°C 2hr. | M | HE ) M MM H O+ ,
lipase phosphate buffer _
(“1:1,000") | pHT.2,37°C30min. | M | HE | | ) ) # ) H O+
a-amylase phosphate buffer _ _
(1:200) | pH 7.2, 37°C 2hr. | M| M| H | | H ) H )+
g-amylase _ _
(1:200) v o] W #o W M H | +
hemicellulase P W m m W W H + _ _
(1:200)
B-glucosidase P ™ m W W H H + _ _
(1:100)
hyaluronidase
(5,000 units ” HH H## H# 1# H H + — -
per ml)
norial cells (control) H i it o H H + - -
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Table 2

Hemolytic Action of Streptolysin S upon Trypsin-

Treated and Normal Erythrocytes

Hemolysis test

Dilution of streptolysin S

Red Time slsglslslgslslslsls
f=] < o (=] [~ < L=3 =] (=)
of = =~ o < < = s S ™~
cells = & 2 =3 e b= 8 =4 b=
reading —_ Y vy = =) )
30 min. H# i i H +H + — - —

Trypsin-
1 hr. it #H Hit H# H + + - -

treated
2 hr. Hit it it 1 it it H + -
30 min, i i H H + - - - -
Normal 1 hr. Hi it Hit Hit H + - - —
2 hr. Hit # | H# i H H + -




