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Abstract
Basing upon the results of present study it was concluded that RNA (12 )-Choline (1%)-
Bloodagar, pH 7.6, may be useful in practice for the purpose of detection and isolation of
Streptococcus hemolyticus and pneumococcus present in human samples.
The characteristics, which made it possible on the RNA-Choline-Bloodagar plate to dif-
ferentiate colonies of hemolytic streptococci and of pneumococci from those of other bacteria,

were as follows :

1) Colonies of Str. hemolyticus were surrounded by enormously large zone of 3-~hemo-
lysis. Microscopically, the organisms were found as isolated cocci (and here and there in the
form of lineal arrangement consisting of less than 4—6 cocci).

2) Colonies of pneumococci were surrounded by faintest zone of greenish tinge. Micro-
scopically, the organisms were found as distinct long chains.

3) Viridans streptococci could de differentiated from hemolytic streptococci in not forming
B-hemolysis, and from pneumococci in not giving long—chain growth.
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Table Il Cultivation Experiments with a Mixture of Hemolytic Streptococci
(S-strain) and Pneumococci (Type I)

Time of incubation
at 37°C 1% RNA-Bloodagar 1% Choline-Bloodagar Bloodagar (Control)
(in hours)
24 5.5mm — 2.5mm {4 2.0mm —
(=) (=) (=)
48 11.5mm — 3.5mm 4 3.5mm —
(=) : (=) =)
7 13.0mm — 4.5mm Ht 4.0mm —
=) (=) (=)
96 14.5mm — 5.56mm # 4.5mm —
= = (=)
Notes :

a) The figures were millimeter measurements of diameter of the hemolysis zone around
the colonies of hemolytic streptococci.
(—)=The hemolytic streptococci were found as isolated cocci (and here and there
in the form of lineal arrangement consisting of less than 4~86 cocci).
b) The following signs were arbitraily used to express the growth form of pneumococci :
H##=Long chains
—=No chaining (i.e., the organisms were found as isolated diplococci

Table Iva Culiivation Experiments on RNA (0.5%)-Choline (0.5%)-Bloodagar

Streptococcus Preumococcus A mixture of Streptococcus
Bacteria hemolyticus hemolyticus (S-strain) and
(S-strain) (Type 1) Puneumococcus (Type 1)
Culture
) medium | RNA (0.5%) RNA (0.5%) RNA (0.5%)
;ff"‘;‘lfcuba‘ ~Choline (0.5%)| Bloodagar -Choline (0.5%)| Bloodagar |-Choline (0.5%) Bloodagar
tion at 37°C -Bloodagar -Bloodagar -Bloodagar
(in hours)
24 3.5mm 2.0mm ++ —_ 3.0mm 4+ | 2.0mm —
48 6.0mm 4.5mm +H — 6.5mm ++ | 4.0mm —
72 8.5mm 5.0mm H o —_ 9.0mm H | 5.5mm —
96 10.5mm 5.5mm H — 10.5mm H | 5.5mm —

For convenience, the abbreviated nomenclature, RNA (0.5%) -Choline (0.5%)-Bloodagar,
is employed to denote “Blood (5%)-Agar, pH 7.6, containing 0.5% sodium yeast
ribonucleate and 0.5% choline chloride.

+4=Long-chain growth of pneumococci

—=Growth of pneumococci in the form of isolated diplococci
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Streptococcus Preumococcus A mixture of Streptococcus
Bacteria hemolyticus hemolyticus (S-strain) and
(S-strain) (Type T) Pueumococcus (Type I)
Culture
. medium | RNA (1%) RNA (1%) RNA (1%)
:ff"’il,fcuba_ —Choline (19%) |Bloodagar -Choline (1%) |Bloodagar -Choline (1%) | Bloodagar
tion at 37°C ~Bloodagar -Bloodagar -Bloodagar
(in hours)
24 5.0mm 2.0mm H+ - 5.5mm # | 2.0mm —
48 11.5mm 4.0mm H — 10.5mm 4 | 3.5mm —
72 13.5mm 4.5mm #H — 13.0mm 44 | 4.5mm —
96 15.0mm 5.5mm H - 14.5mm 4 | 5.5mm —
Table V Showing the Results of Cultivation Experiments with 18 Strains
of Hemolytic Streptococci and 3 Types of Pneumococci
Species Streptococcus hemolyticus
Strain or Type S 15 16 17 23 39 46 59
Culture -
Time AL L AR LA DL A L L.
oCoCoCngCoCngCoC
incubation ;’g & & ;'ﬁ o A ™ [ n'd
at 37°C
(in hours)
mm| mm| mm| mm| mm| mm| mm| mm| mm| mm| mm| mm| mm| mm| mm| mm| mm| mm
24 5.0 2.0/ 4.0| 2.0 4.0 2.0| 4.0 2.0| 2.5| 2.0; 2.0] 1.0 2.0/ 2.0| 5.0/ 2.0| 4.0} 2.0
48 9.0/ 3.5/10.0{ 2.5/ 8.0 2.5] 8.0; 2.5| 7.0| 2.5| 8.0| 3.0( 8.0] 2.5/10.0| 2.0| 8.0, 2.0
72 11.0} 3.5|11.0| 2.5(11.0f 2.5/10.5 2.5{ 9.5| 2.5/10.5| 3.0[12.0| 2.5{11.0| 2.5/11.0| 2.5
96 12.5 4.0’12.5 3.0{12.0] 3.0/11.5| 3.0/10.0( 3.0/11.5| 3.5/13.0; 3.0{12.5| 3.0{12.0; 3.0
Streptococcus hemolyticus Prneumococcus
. . Mizu- _ Huzi-
61 67 149 151 152 154 shima Satd kawa I i1 m
a| qm| @) fml el Jml el m | e @) (@ s
olClo|clo|c|o|C|o|clo|clo|c|lo|Clo|C|uo|clolciolc
+5 a1 [+ =] ~ =] o4 =} ~ ~ =} o
5.0/ 2.0] 3.0/ 2.0, 5.0 2.0/ 6.0; 2.5/ 5.5| 2.0 5.5/ 2.0/ 4.0/ 2.5{ 4.5| 2.0| 3.0] 2.0| 4+ |—| +4# |—| 4 |—
8.0 3.0/ 6.5/ 2.5/ 8.0 3.0 8.5 3.0/ 8.0; 3.0 9.0, 8.0[10.0} 2.5/10.0; 2.5| 8.0 2.0| # |—| 4 [~—| # |~
10.0| 3.0 8.0| 2.5/ 9.5/ 3.5[10.0| 3.0| 9.5 3.0/11.0| 3.5/13.0] 3.0/12.0; 2.5{ 9.5/ 2.0| #} |—| H|—
11.0| 8.5/ 9.0| 8.0;11.0| 3.5{11.5| 3.5{11.0| 3.0{12.5| 4.0[14.0} 3.5/13.0( 3.0/11.0| 2.5 #+ |—| 4 H |-

R-C-B=RNA (1%)-Choline (1%)-Bloodagar
H##=Long-chain growth of pneumococci
—=Growth of pneumococci in the form of isolated diplococci

C=Bloodagar (Control)
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Fig. T a
48-hour culture of a mixture of Sireptococcus hemolyticus
' and Type I Preumococcus

RNA (19%)-Choline (1%;)-Bloodagar

Streptococcus hemolyticus Preumococcus
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Fig. 1b
48-hour culture of a mixture of Streptococcus hemolyticus
and Type I Pneumococcus

Ordinary Bloodager

Streptococcus hemolyticus " . Phenmocgééus




