Peptone EEHIZD\WT? Streptolysin=S 3 2 %) &
B & Peptone H1{Z RNA OFEED W HEEEIC DWW T

SRAFEZHREEHE (XF - BRI

1NN

#

(A} : BFIB95F10A3 6 H)

19394 ) :Kikfe @ Streptolysin-S HEEEZIR
DLREVINTL%K, 1 —% b RNA O#RKK
2rbrro, *OMEZOPYHE R ONTED
7iaE o Streptolysin-S (LT St-S & T
) AR TEENEEINZ. LrLK
OIEEE % 288 L D R IEE L s s WA
HERTIOCRBEVIFEE (WbW3
Weldhemotoxin)2> Di4ici, WwE7IZEEPE
T St-SEELRILDHBE O RUIELL
o, 37D

Lo an, B3 EMr I BUEEERE
hEiglER Lok 3% Peptone HMEIET )

vELED 37°C T4 F 2X—FLEBD
T, O LERIBWENEERLTWET L
RERLLEHhD, TOBERLEDONWTINS
WAHEDHEND OEEYEDR. £LT, X0
BERL LT oBAOEMBEE RNAKI-T
WEasns St-S YR r o PFRHERLED
HABRC R W TARLTWDZ LR EDLND
& 2 e, Peptone HiciED RNA DELE
BHEINZE -T2,
AHTRFORBFL2PVWTERLAEDDOTS
5.

- RBR A&

AR TORRAELOERIT Peptone PIANITIR
EhmkowEs—Na T nOBBES ) vy viRE
EEAD AL Lt BIEEEL X > RAIH 5.

1) Bk : BB REOEEE S A ER.

2) BEEE) YIRS (UT PBR EEEREY) 2
M/15 BBy (oH7.2) 18%2 Y v 7 A4
TmAitzbo.

3) Peptone S : HRD I 7=, EH, RARY
Witte o 4 T, W7+ vERD5 %, 10%,
30%, & BWIFBOBKIFIRERIEE UTHET 5.

+ 154 4c Peptone JFIRIIEREN i < DT 10%

NapCOz Tk BIE L.

4) HEIEEHOEN  HEEASE 74 3 100ml

(pH7.6) iR, 37°C TIC20R & Licb D

Ak Uik, BOIERICH LT LERERET.

ke L PBR gk % 3 EOERERE
A L1, AR EEREOY0ED PBR K
AINATEEE LS. THROLAREEROBEE
Eld 74 3 vERDZNKINEL TV B C&LR
5.

5) #ilmmicraEmBERER: (a) T
P BR ¥ 0.8m! ZFTERE D Peptone B 0.2ml
ANA, CHCHERER 1 mlEnZ Rk (73h
+ Peptone BRI Yo KFEHEN3) £37°COK
B I 2B BEELDLE Y, (b)) 550V
Peptone DFFERELSHER LY/ PB R1iml &
Bl 1ml ORE%E 87°C F2REBE <.

KTZNALWThOHFRRK L EEATS, £0OR
W & ELEEE (3,000 1. p. m., 204)) iIKX - TH
WAEBREL, B3 HERC OV TUHZERAOE
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Research Foundation,
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THRREIC L ZBOARRAT -7, 158, HEE
UT Peptone & %41y [PBR 1ml+ BigEng
1ml} BRI BT 2 EZREHE Lz,

6) IAMRER: ¢ BER LD 0.85 YAk X
BETHIR 1ml it U1 By 5 £ RIMBRITER

£ B

I X% Peptone oW TOER

¥ =7 68, BRAKY Witted 4 B O
TR P Y EREDWT, 2hZFho 3 %
EREHLE Yy sk 2ANEOENRE
REfTokeT s, R1DZTLERENEDR
e, ThbbEN HEMBREELC X > TH
BL, /7-ER%b->TOERTRLEEBED
11280 RBRIEHEME - T HICH L, BA
& Witte oER <k 1:32;8, FreEscr
L IGEBEMA > T B E W 2R TEH 3.
COES I 7 =RmERT, IRTRKN, Witte,
ESDETH 5z &b, LUTOEHRERCL
I7=FEREHATsLE LK,

T (Peptone+Streptococci] BHED 4 ¥ * -
N— b THERD NI RO BN
B XT3 Peptone g
Peptone fin PBR ¥ CA MR Mk & i e

LODTAYF aN— 338, 20 L5k S

WEBIEAZRTRES L WS L0 Bk

L C¥k Peptone ic & - ¢

D AHEOKRNEZENEIEDL L,

2) BEECHEOEINEO EkAE- .

WS ZODHREERELLRDL. Z ORI

Bx5mh5~2L, (Peptone(5 %) +isulg

EEE) By 2RH3T°C wf v 2 ~x— h

LTReEL EFEEZMWT, *oElAcs

XiZ3 Peptone OEBUFLRLEE C 5,
R2TABNB X511, B EEROKIMIE

HAORBxL Peptone DAMNAH % » Tl

HETHB L WSEERBORE, Thbb,

T ORFREETRE (1) oWl (T4bbim

BOWE) »EERLDZ302 215,

I Peptone DIAMBE MR EET 5RHTF
2oV TORES

- GRMERARKT 4 MBS 1ml 554 M2 725k,
37°C OS5 P/TI 2B & —H, RELHEL,
B 5 I 2RARTFRICHEE Lib 7z b Ot >0 Tl
DEERFOLAOEHEET > TEORETER

L7,

K &

1) Peptone o jHErEEHR
PBR iz Peptone I 7/ =%%+hZFh1%,?2
%, 6%, WHLaEELH»E PBR & I mlc
MU, EEEKO 1ml 584 ER, 37°C T2
KA Y F 2~} LB BRI WTH
MAZRELLE 5, leRLek 5,
TRIM DEEH B Peptone JBEICHEIT 5 & \»
SEENEL N, 7k, ARt Peptone A3
0.5 DYk 1k LIFEOEMBRRE R 1:16
THHEAFL S BICEF s L1 @ 256~512
Lo EAkc Peptone JBE D104k CrAL
BEHEISMEL K> T3 TR EEEST
LLTBHTHAESh.
2) AvFa~—yvarEEoME
[Peptone 10% 4% ® PBR 10ml+Ei%Eik
10ml) Bik% 37°C oBEBFcs, 15, 30,
60,0+ 1803 H & Fifyic 2 ml 285 3L, %
DOOEDBEL EFEEXKE T RBELTCES,
RFRce EFRIC 9w CRIMARRZ T - .
KIPRD T BMBO EHS Adkic £
(1653 M. H. C=1:128) 605 53515/
(M. H. C. =1:2566) ;RLTwBE\Wotz
BiEcas s, 05BN BOSBEEDHTERE
KOBIMERIHL THB01, BFH<—B
EHINRBEMES 90~180 3% 4 V4 o ~N—
FINTWBRICH#ERLER Lz X 3
bDOTHD D,
3) pH oBR
a) [10% Peptone in PBR (pH 7.2) I ml
+Cocci-suspension in PBR (pH 7.2} 1
mi) ’
b) [10% Peptone in PBR (pH 6.6) ! ml
+Cocci-suspension in PBR (pH§6.6) | ml
) ,
¢) [(10% Peptone in PBR (pH 6.0) 1 m]
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+Cocci-suspension in PBR (pH 6.0) 1

ml) '
DO3EHKED 37°C 2B A Fa~—PLizd
O DL EFRIC DWW T ARRET > .
Z DR Peptone 1T & % iAMEE HEER TR
AU Y AD pH #6.0k 0 & 7.2KU6.60D 7525
M. H.C. =1:1,024) P RF TH55
hE v EENEL L,

D EI~MROBRMER/NET 5 &

1) AEEEEAZEB LD PBR &k
Peptone iz edD% A4 VF 2~ 1T
t, ERFHOARK LK A EEMEYET
BEESBD,

2) ik Peptone ic X %7 O M AEE
HotERic i<, LaLl<T

3) oA
a) JAIMMFSOMEEER. Peptone R ciaE
,L,

b) 87°C O A4V F 2~— }260QRT, # ¥
v 40 pH #7.2~6.6 HNTBTH 5.

IV Peptone® FEE M 7 & RNAFE Strepto-
lysin-S & O FEEFEER

GoRBE O BT % AMmFEEr i Streptoly-
sin-O(oxygen labile) & Streptolysin-S(Serum
extractable) ®ZH¥F1® 2350, D RNA
X - T HEExhs BAmER (RNA-induced
hemolysin) 2% Streptolysin-S i 3% %3 5 &1l
HF T B &ix+ Tk Bernheimer b OFEER
CBWIRENED LI HBTHS.

L b3 Peptone O 7E7E THE S h 5 AINMTE

(Peptone-induced hemolysin) Z v ic ?

AT ORI 2WTERL TEAKE
EDOWTERT 5.

1) 4—=21t RNA & Peptone *OROL
ER

¥4 1%4—A1+ RNA-PBR i+ 5% Pe-
ptone-PBR?&@ﬁ!ﬁf JyADEIEEE X DA
MEDEMNERYT-kez b, RIKRLE

X351 5%D Peptone B CTEHZI AN
HEXE (LEKOBNRFAEE=1 :1,024)
1% RNA oR#ECEMIRS St-S & (k.
T OB R A =1 :4,096) OWURETH
ZEWSERERBLNE.
2) FEHIEK BT HRR

RNA O BB &+ 5 St-SHERE -1
MECEWTOAEDNAHERZ DD TH
—T, Str. nonhemolyticus, Str. viridans,
Prewmococcus, Staphylococcus #x LD &L
CHEMO ST LB BHEERRE LD TR
B pelk < Str. nonhemolyticus RIEME L
BT 5 X 3o 0, ¥ lcPneumococcus &
O OB MBEENERTS LRI LARND
THBHn, Labid Peptone-induced hemol-
ysin OFAE WA ? ¥FTHILEKRC L -
< Peptone OE MBI X T 5 HRBHKE —
RNA o#E & o kic s T— R L.

A) fERp c v 2 Hhofic 8 IR AV

23} b B OB
1) Streptococcus hemolyticus “Sr¥
2) Streptococcus hemolyticus “X”

3) Streplococcus viridans EET
4) Staphylococcus aureus “209-P"* | 43y
5) Staphylococcus aurenus” Terashima”

6) Staphylococcus albus

7) Pneuwmococcus type 1 109 MK ER

8) Corynebacterium diphtheriae Loeffler 3l
9) Clostridium welchii JisS=iiilian) - A =
10) E. coli EHETA3Y
B) SHEROBE : FIEREO B/ thTh
#WT 4 2 (pH 7.6) 50ml sgcHHEL, Gk
ELYZ v VERGRIFR2MASOIRT 4 2
V) S7°CF20Ms ke Lictk, BOLBENT.
Bonirhd (&EEK) i PBR 50ml 5%
> TF B USREA 3SET>TH»S> PBR 5ml
CEBICEHE LD B, '
C) #HLEEOMN : FERER KOV T RRD
Zo0¥EHBR A RN
i) [10% Peptone-P BR (pH7.2) 1.0ml+
& 1.0ml]
i) (2% RNA—PBR (pH7.2) 1.0ml+3

SEIA ORI T~ TREMEEREL VA5 Shic bOT, HRKRICLE bRHOBERT 3,
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# 1.0mI)
iii) (PBR(pH 7.2)1.0ml+3#1:0ml] ()
BOTEL37°C F2MMEA vk an—} L
e, BOERBINT, B30 Bl
DOTHEMDOHEARETS.
RORZEHTOREY —FERLELbOT
b-T, Tk
1) Peptone (5 %) &FOHILE A v AT
BMEDNEBD L WBENE>TWBD
REEE (280 20 cho, Faamiy
RE, BET FURE, AGT FURE,
MRHE, Y77 )TH, vTArvE, K
BREOEFIC S » TR B 4 T kA
BEHOKRSLRICBET, Lind
2) The Fok<EH R BEOREEH»
RNA (1%) 4B0BILE »Y v Ak
F% St-S EHERTHELIATWL 3,
TERERTRETH B,
3) Trypan blue % ¢ - TOHIEMRKER
Trypan blue 7% St-S Al i3 5 45 Ry
ERWE TH - TREBRI X 5 BHEHRLFR
THZ T St-S & o BIMEYE (Stre-
ptolysin-O %3 &% T) &4 EFEHCHILES
& 5 EEEE12-15) = HL T Peptone-induced
hemolysin OEMIEMAK %iZ4+ Trypan blue
DE% RNA-induced St-S ¢ o Hic
BHhT—HRLk.
i) 0.1%Trypan blue 7 : Trypan blue(Merck)
20mg Z K 20ml TiEIR Lz,
) FRMBRIEHEN : 1 %Y+ F RPN 200ml
ZHRHEL, 20
a) 100ml ¢ 0.1% Trypan blue J5}k2.5ml %
mZtzbd (R+T1 (4755 Trypan blue
DEE=1 :80,000DFRIMIKEHIE) &,
b) 100ml ic&HEK 2.5ml 2Nz -4 ® (R)
ZHETS.
i) JAMmEELER
a) [10% Peptone-P BRAHK (pH7.2) 2.0ml
+IEEEIEER (pH 7.2) 2.0mD)
b) [2% RNA-PBR #%iE (pH7.2) 2.0ml
+ R (PH 7.2) 2.0mI)
DR EZRE, 37°C 24 v+a~— 1t
Utet, EOTEBICA U EERES T,

iv) BMARE : & EERICOVTHOCE (Al
KICLBETHRT (B8 1ml 55) O=F%E
#, Z2od—%liciz Trypan blue &FRMBITHE
B (R+T) o 1ml 555002, M3licid1 %m
BBHER (R) © I1mlgEdnz, 28R37°Cic
BOTHINC B B IEMBEO LBERRETE -
7.

# 6 IR L & & 5 i Peptone-induced hemo-
lysin OEKBR TR ZO%MIERAA RNA-induc-
ed St-S OERc kit 3 & i Trypan blue
DFET CEACHIEIRTWEDER S
49 B &aH R R

RNA-induced St-S 23 & b8 THIC REE (
b - & HSt-S721F Tl < Streptolysin-O¢ & [F
RTHB0) THsz LRfEAD, @ik 19,
Bernheimer2® {ic k s T D bRk E = 5
TH B rgh  #hZFh Peptone-induced
hemolysin @ L# ik 1 ml 55% &% L /N Ek
HEO—3%HEL, cheEthZh0°C, 10°
C~100°C OKBFICI0FRE & Wk dDIc D
THEMABRET>7%2, R2rRRLEL Sk, &K
BMFER bR L CRARLETT 56°C, 304
DRECT @A In 5.

5) Peptone-induced hemolysin & ¥4 258

LW SH g o g

Streptolysin-O g Eic it cHEK X » T
bARB I &5 L Cysteine, Thioglycolate ¢
BLATHEENIR D L WS EE16-18)
&, zOB{%% Peptone-induced hemolysin
COWTEELE, ThbbRTEABZ L5
Peptone-induced hemolysin @© LiER o
XL

a) BIOODELFLIATDH, T

b) Cysteine (5mg/ml) Z#mML T
BCABELCERY & 23y, Thb
% Peptone-induced hemolysin % Strepto-
lysin-O Tl & WHREREL R,

6) & Wt E R

(10%Peptone-PBR(pH 7.2)10ml + &i%¥
®10ml) B 87°C 2Kl 4 v+ a~"—} L
LbOOELEEREZAY, 05t 2ml %
WEHE LT4°ClrefffE, 0ml %+ 77y
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sy 2 AN4°C Of 3E /K 100ml Hic 245
4°C TrBEir# Lok, BN, BEANTK
AT O IR LR O ZH I OV TSR
1o,

% 8IRT & S ICEIT AR R L T
bEMCBEMIBMETLTWAEFTH 5. T
i1 Peptone-induced hemolysin XIEEHr
HTHD 5L LTETHEWR L E W - el
RiEL R, ks RNA-induced St-S o JE&E
FETh sz LT TREAR X > THEWT S
w@jé Z) 1)18)20)21)

IR VHD (2)~(6) kK sKEH%Y
—FEERLAELDTH DM, cTET Pep-
tone kT BkEEE RNA ki 5ikEie o
o MFALTHWT, oMb OFE
bW ENBERINIS, wE, TOMOK
HIeonT» & I»ilEThid,

1) B#dE e JEB Tk & ik Streptolysin-S I
0 Tie ¢, Streptolysin-O 0¥k TcdH 5D
¢, = O {i % &z Peptone-induced hemo-
lysin 28 St-STH->TH, St-OTlenwz & O
P ERWw, Ll

2) B CAREMAINT, Zk Cysteine T
FERELE Rln v & S S Peptone-induced
hemolysin #3/>7¢ < & & Streptolysin-O Tk
7z ¢ Streptolysin-S ThH 5 L HHRT S
HDOThHD.

L Citkic
38) Peptone I Xk BiAIEDOHEE,N RNA
X % St-S gL M A-hemolytic strepto-
coccl L OWTOHEBFHRIAFTH D L&, &
Peptone-induced hemolysin & X 5 JAIML{EA
2 RNA-induced St-S oEIMIERICK+ 54
REREHYE TH 5 Trypan blue ic X - T
HIhsde W HEEEcERT 2B,

a) Peptone-induced hemolysin ik AER

et RNA-induced St-S ¢ [A—Th b &
WL CETHEBEVWEREVWESES T L,

b) Peptone* KRkt HED RNA »
BEELTWT, o® RNA 25 St-S B
ORHNEELTWSEHEELBZLIBT
b5.

e, WIH(1) oD Peptone MEER D BOWE
oRIMmE (St-S) FEHIES, RNA 1%Ki?
SPSEJ”®h$EKu£T6kh5&%#
513 Peptone I3t 5 RNA 0&#120.05%
FRETHLLEHNINZC L DETCETSL
CAHTHHDM.

PlEoT & { “Peptone PERficiiiE RNA
HELET~XL” % Peptone-induced hemo-
lysin & 2w COEYERHTE 25 O & ALK
HOHEEINLLOTH B, b MEE
DikjE23) 1z Peptone®* int 4 —2& F RNA X
DR LK ENNL St-S MER LYETS
Polyribonucleotide %4y (R v OT w2
— WA --»>DEAE ®#vu—X7 o = MOH
—BERMmLIE) THCLERYL, Tk
MBOBKERR LB HCE->TRTHS.

LT HT, TbAEYFENWT K LFELHE
OWEBEROEZCHEL TTHHH, chidfit
3 Peptone RiFicownwTit, zhit RNA %
GEHLTWRC 2 HRL L2 R T AMLT
2, FhonE CEERORI e RSP —7
43 VERETOSt-SOELRELHLSHED
Bk R7 b v ER kO RNA %Rk B
BLTW5TH55 LB IR D,
TREHLE-> BEIh ChinhoReT &
cMET 5 ALEABOrAE VWL LS. T
/ri>1H Peptone k&2 ® RNA 2#4FT5C
L g X 5 Streptolysin-S B EEBR %
ALCZ B d THRIN TEFLRTH 5.

5 1551C, %1013 Peptone-induced hemolysin {3

* EFI522) (3 Peptone i3 RNA® St-S iR RE LnEiy Cofactor (BEiiE) =48 Lichs, &
it Polypeptide #:TdH -T, ZNAKTIE S-S BEDHRIED. B25 {OHHEIT Peptone 1
DRNAR X2 St-S H#ggicid Cofactor & LTRIL->TNBT ETHAHD.

** Peptone ERDKAE TRENGRIEEERICL>Td, BRICET LT F FOFEDDHIK RNA

RAREE S LIS,
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TETNA-VATEOERBRETH B, TOBAK
BE 41 :6,400 0 HRIGEEMIER SRS 2T
BoNn0 T, PHOEREO RNase-core 7 4

1

D) BHEEEEARLHEE LD 3~5% Pe-
ptone fit PBR %% 37°C it 4 v F a2 X~ } 7
3L, ERMENCTO ik < BmEmL
ETBHES.

2) = ®FE%i1: Peptone-PBR b CixmigA
MmEFoHENL S (Induction of hemolysin
formation) % Th -, = OBABIMBOE
Hig i Peptone BEC IS %

3) z pELx, RNA ki s &k, #£-
BHEECOWTOS Abh 3 BRARTH 5.
4) Peptone-induced hemolysin %, 1) %
ORIMERE Trypan blue it X » T3 1
%, 1) LT ETHB, iii) Cysteine ¢
EHLI R, iv) BT, Fk v) ¥

X
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Table 1.

Effect of different commercial pr

on hemolysin production by resting cell

eparations of peptone

of hemolytic streptococci

Test-tube No. 1 2 3 4 5
pH7.2 | -
g Washed streptococci suspension (ml) 1.0 1.0 1.0 1.0 1.0
w
& pH 7.2
= P B R (ml) 1.0 0.8 0.8 0.8 0.8
0
gl <
£ | © « | “Mikuni” (ml) 0.2
o =1 =)
= 8 o “Arei” 1 0.2
5 5 g rei (ml) .
2 & & § | “Teruuchi” (ml) 0.2
SR B 8w
& 2 ¢ 5| “Witte (ml) 0.2

the

Further treatment of mixture

After placing in a 37°C-bath for 2 hrs.,

content of each tube was chilled and

centrifuged

Clear supernatant

Titrated for hemolytic activity *

Results of hemolysis test

1: 2 - 1ht - 1 1

‘(;é : 4 - Ht H it Ht
‘é’ 1: 8 - H +H H H
g 1:16 T R TR et
k] 1332 - H - + +
-ig 1:64 - +H - - -
a 1 :128 - + - - -
1 :256 - - - - -

M. H. C, ** 1:2 | 1:128 1:16 1:32 1:32

*1ml of 1 9 washed rabbit erythrocyte suspension was added to 1 ml of each diluted supernatant.

All tubes were incubated at 37°C for 2hrs. Reading was taken after standing over night in the cold.

4 indicates complete hemolysis; #, 44, -+, ==, indicate partial hemolysis;

— indicates no hemolysis.

*¥M, H. C.: Minimum hemolytic concentration on a supernatant basis.
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Table 2.

Influence of peptone on hemolytic activity of supernatant

from incubated peptone-cocci mixture

A hemolytic supernatant from incubated
5 % peptone-streptococci mixture was
o diluted serially with
o
5 0.85 % NaCl containing
a 0.85% NaCI
2 % Peptone 10% Peptone
1: 2 HHit it #H
1: 4 1t it H
1: 8 H H +
1:16 H Ht + .
132 H + -
1:64 ++ - -
1 :128 ES - -
1 :256 - - -
Table 3.

Effect of incubation time on rate of hemolysin production

in resting cell medium containing 5 % peptone

After placing a mixture of 10 ml of streptococcal suspension in PBR (pH7.2) and 10 ml of
10 % peptone solution in PBR (pH 7.2) in a 37°C-bath, 2 ml aliquots were removed and
chilled at 15, 30, 60, 90, 150 and 180 minutes.

The aliquots were centrifuged in the cold, and the clear supernatants were measured for

hemolytic activity.

Time of
incubation Minimum hemolytic concentration of supernatant
(minutes)

15 1:128

30 1: 128

60 1: 256

20 1:128

150 1: 64

180 1: o4
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Fig. 1.

Relation between concentration of peptone “Mikuni” and

degree of hemolysin production
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Table 4.

Comparison of hemolysin formation inducing effect of peptone and

streptolysin-S formation inducing effect of yeast ribonucleic acid

Test-tube No. 1 2 3
Streptococci suspension  (ml) 1.0 1.0 1.0
§ 2 9% Yeast RNA solution (ml) 1.0

é 10 9% Peptone solution (ml) 1.0

PBR (ml) 1.0
Further treatment of mixture As in Table 1.
Results of hemolysis test

1: 2 # i +H
1: 4 i it +
12 8 it it -
1: 16 1 1 -
2 1: 32 H H -
g 1: 64 i 1 -
2 1: 128 - i -
8 1: 256 H # -
2 1: 512 it + -
é 1: 1,024 H + -
1: 2,048 + - -
1: 4,096 + - -
1: 8,192 - - -

1:16,384
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Table 6.

Influence of trypan blue on hemolytic activity of peptone-induced hemolysin

and that of RNA-induced streptolysin-S

1) Peptone-induced hemolysin : Clear supernatant prepared from an incubated mixture
{2 ml streptococci-suspension and 2 ml 10 9 peptone] (pH 7.2)

2) RNA-induced streptolysin : Clear supernatant prepared from an incubated mixture
[2 ml streptococci-suspension and 2 ml 2 95 RNA] (pH 7.2)

Each of these samples was measured for its hemolytic activity in the absence [R)

or in the presence [R-+TJ of trypan blue.

_ Peptone-induced RNA-~induced
Dilution of hemolysin streptolysin-S
samples
R R+ T R R+ T
1: 2 1 - Ht -
1: 4 1t - H# -
1: 8 1 - # -
1: 16 1t - # -
1: '32 1 - #t -
1: 64 1Ht - it -
1:.128 H - #t -
1: 256 H - #H -
1: 512 +H - H -
1 :1,024 + - Ht -
1 :2,048 - - H -
1 :4,096 - - + -
1 :8,192 - - - -
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Fig. 2.

Experiment on thermo-lability of peptone-induced hemolysin

1:740

1:120

~

2100

180

160

Dilution. of peptone-induced hemolysin

~

140

\
\ (The time of heating was 30minutes)

20 40 60 80
Temperature ( C)

Table 7.

/00

Influence of oxygen and SH-compound on hemolytic activity of

peptone-induced hemolysin

15 ml of peptone-induced hemolysin

| |
5.0 ml 5.0 ml

l
5.0 ml

Treatment . f |
Bubbled with Addition of Stored at
air for 60 cysteine-HCI 4°C for 60
minutes at 4°C at 5 mg/ml minutes
1: 2 it it H#
1: 4 1 Hit #
1: 8 it it 1
g 1: 16 HHt 1 #
5 1: 382 " #H H
a 1: 6 H + +H
1: 128 +H + +
1: 256 + - +
1: 512 - - -
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Table 8.

Dialysis experiment with peptone-induced hemolysin

Treatment

Dialysed,

Inside fluid

in

a cellophane-bag,
100 ml of 0.85 % NaCl at 4°C for 24 hrs.

12 ml of peptone-induced hemolysin

10 ‘(ml)

{
Qutside fluid

against

2 (]ml)

{
Stored at 4°C
for 24 hrs.

}
Original peptone-
induced hemolysin

Dilution
L S Y
.

w
£

B+ EEE =

it
#Ht
it
i
H
+
=+

Table 9.

Showing the possible identity of peptone-induced hemolysin

with RNA-induced streptolysin-S

Agent added to
resting cell system
medium

Peptone

Yeast sodium
ribonucleate
(RNA)

Hemolysin formation
inducing phenomenon

Specific for
BA-hemolytic

Specific for
B-hemolytic

streptococci streptococci
i‘igﬁljtw Antagonized by Antagonized by
o (3) trypan blue trypan blue
Q
5
° Heat . .
=
B (4) Labile Labile
g
= Effect of _
g atmospheric Not inactivated Not inactivated*
K] oxygen
“ (5)
> Effect of No change in No change in
= cysteine hemolytic hemolytic
5 (5) activity activity*
)
& . .
Dl?lg §ab111ty Non-dialysable Non-dialysable*

* Not tested in the present work
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Table 10.

Alcohol fractionation of peptone-induced hemolysin

20 ml of peptone-induced hemolysin
| +1.0m! (M. H. C.=1:64 (on a supernatant basis)]
+ 40 ml of cold 98 9 alcohol
centrifuéjed (4,000 r. p. m.,, 15’ at 4°C)

Precipitate® Supernatant
)
White amorphous + 20 ml of cold 98% alcohol
powder, 45 mg l
M. H. C.**=1:6,400] centrifuged
|
. |
Precipitate Supernatant
}
Brownish powder 420 ml of cold 98% alcohol
10 mg }
M. H. C, = 1:200] centrifuged
\
Precipitate Supernatant (discarded)

Brownish powder
10 mg
M. H. C.=1:200)

* The precipitate, after being washed two times with 98% alcohol and once with ether, was placed
in a desiccator.

** Minimum hemolytic concentration on a weight basis.



