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1. B-SYE X0 fREs X CANE

B-SYE % X3t (Buffered starch-yeast extract
agar) DOER% Table 1 ILRLA, AEEOENITER
300 R4 % R 980 ml I EML, 121°C, 15 HRA
ERE%, # 50°C pAHcERECTREL, ShEF
BRELE: L-v2F ( vERER LT Cr ) /BEZ
FmBu M, pH % 6.9+0.05 CRAELIOD, ~%
& (# 15~18ml) ¥ WB7/ v — PEHELE,

2. RELERAR

i) frREEK

BRELUEERED L. pneumophila serogrov?
1-6, L.micdadei, L. bozemanii, L.dumoffii, L.gorm
anii, L. longbeachae, 35 X O¢ L.jordanis O EBHEHK 12
#its L OBBIK, MULAME L preumophila 3%, L.bo*
emanii 3#, Legionella-like organism (L.L.O. LR
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Table 1 Preparation of B-SYE medium for
sensitiv ty test agar on Legionella bacterium

1) Base medium
ACES buffer 10g
Yeast extract 10
L-glutamate monosodium 5

Potassium hydroxide 2.6
Starch, soluble 15
Agar 15
Distilled water 980ml
2) L-Cystein hydrochloride 0.4g
Distilled water 10ml
3) Ferric pyrophosphate 10.25g
Distilled water 10ml

4) Directions
Suspend each ingredient of base medium in 980ml
of distilled water.
Sterilized by autoclaving at 121C for 15 minutes.
Cool the sterile medium to 50C in water bath.
Add (2) and (3) solution sterilized by filtration to
the base medium.
Adjust pH 6.910.05

1) 2¥DE 20 HETH oo

ii) RELERR

AEMORE®LY BT B oD AV To xR AR
B-CYE EXEMTHS, ABRFEL, HEREKDO B-
CYE SR 24 By %E > pH7.2 OE PBS
“C McFaland $5 (1.2~7.0x10°CFU/ml) o & EE I
FEL, ZOEKYRE PBS AT 107! 525 107¢
¥C 10 EFERETRY, ThEhOFREL AFHE
YU B-CYE X Iz 3 7075 v 52— (EAHS
Y67 % B\T 5.0 ul ML, 35°C, 4 HEIERY TR
v, A0 ETCORERBY HERF L1

3, EMIZEAEHAEFOHERECRETER

D %A

BN L7 #4#i2 erythromycin (EM), josamycin
(JM), lincomycin (LCM), chloramphenicol (CP),
minocycline (MINO), amikacin (AKM), gentamicin
(GM), tobramycin (TOB), dibekacin (DKB), ampi-
cillin (ABPC), sulbenicillin (SBPC), piperacillin
(PIPC), cefazolin (CEZ), cefoxitin (CFX), cefmeta-
zole (CMZ), cefotiam (CTM), cefotaxime (CTX),
cefoperazone (CPZ), cefmenoxime (CMX), cefotetan
(CTT), cefbuperazone (CBPZ), cefpiramide (CPM),
vancomycin (VCM) 25 XU Ro-139904 D& 24 R#T
Hoto

i) FiEHROWEREE

At XU B-CYE D8R bERXYR 1o
e, EIEROETIAR Y RAKMREAS 100 ug/ml, 10
pg/ml 36 XU° 1.0 pg/ml OWET A X STz, 1~2
FMIZR TR SRk BETIHERORELHE
Fisg#b & LT Mueller Hinton agar (Difco) % fi\»,
Micrococcus luteus PCI-1001 35 X U° Bacillus subtilis
ATCC6633 ¥*KREE L LcMBFIRY » 7HEICT JE
Tl ot HMPIEFIDOEEMBIL, EHEHY pH
6.9, 1/15M-) YEAEER CEREL TV, RFFCHE
Lo

II.
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A M3 L OF B-CYE RS L TOREREO LB
% Table2, 3Rl BPFDORFRMBL 1072 FRK
TRELALDOR, 107 FRETRELLCLOY +,
1074~1075 FRWCTRHE L b DR, 107 HRETR
Hlicbok#tTtERbL,

EREEE 12 BV cFE ETORFRBO LB
X Table2 1/ LT X 51z, L. pneumophila © 6 #, L.
micdades, L.dumoffii 3s X 0% L.gormanii Ol 9 BRix
TEOEHE T, LORERBIIZ LA EERIR

¥ #

Table 2 Growth of Legionella stock strains on B-SYE and B-CYE medium

B-SYE medium B-CYE medium
Organisms No. tested

24hr. | 48hr. | 78hr. | 24hr. | 48hr. | 78hr.
L. pneumophila 6 + |++H|++H] + [FHFHEEF
L. micdadei (Tatolok) 1 + |+ |+ + |+ [FHH
L. bozemanii (WIGA) 1 + |+ |+ |+ [+
L. dumoffii {Tex-KL) 1 + |[+++[+++ + |[FHHFH+
L. gormanii 1 + |+++H[+++H + [+
L. longbeachae 1 + + | ++ | + |[F+H|+++
L.jordanis 1 + |4+ |+ | |

44+ : Growth on 107¢ dilution, ++ : Growth on 107 to 10~° dilution,
+ : Growth on 1073 dilution, + : Growth on 102 dilution
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Table 3 Growth of environmental and clinical lsolates on B-SYE and B-CYE' medium

B-SYE medium B-CYE medium
Organisms
24hr. 48hr, 78hr. 24hr. 48hr. 78hr.
L. pneumophila 1 + + + +++ + ++ +4++
2 + t+ | ++4 + ++ | +++
3 + ++ +44 + ++ | +4++
L. bozemanii 1 + ++ ++ + ++ +++
2 + ++ | +++ + ++ | ++4
3 + +4+ +++ | ++ +4+4+ | ++4
[. 1.0 1 + ++ ++ + ++ ++
2 + ++ ++ + ++ ++

+++ : Growth on 10~* dilution, ++ : Growth on 10~¢ to 107* dilution,
++ ! Growth on 10~? dilution, £ : Growth on 102 dilution
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Fig.1 Comparison of antibacterial potency of ma-
crolides, chloramphenicol and minocycline bet-
ween B-SYE and B-CYE medium
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Fig.2 Comparison of antibacterial potency of peni-
cillins and aminoglycosides between B-SYE
and B-CYE medium
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Fig.3 GComparison of antibacterial potency of
cephems between B-SYE and B-CYE medium
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Fig.4 Comparison of antibacterial potency of
cephems and vancomycin between B-SYE
and B-CYE medium
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NEW SUSCEPTIBILITY TESTING MEDIUM
(B-SYE AGAR) FOR LEGIONELLA
AND LEGIONELLA-LIKE ORGANISMS

KaTsuniko SAwaTAri, Naomr ITon, Masao Nacasawa,
Hiroko Nakasato, Hironosu Koca, Koicut WATANABE,
Hikaru Tanaka, Kivo Funta, YosHiTERU SHIGENO,
KEzo Yamacucui, Kinichr Izumikawa, ATsusHi Saito

and Kouxer Hara
2nd Department of Internal Medicine, Nagasaki University School of Medicine

F-G agar, buffered charcoal-yeast extract agar (B-CYE agar), or YPH agar has been used as sus-
ceptibility testing media for Legionella. The result of our examination showed that YPH agar was
not able to support the growth of Legionella species and Legionella-like organisms, and therefore this
agar could not be used for susceptibility testing. Also, it has been well known that activated char-
coal in the B-CYE agar could inactivate some antimicrobial agents.

Buffered starch-yeast extract agar (B-SYE agar) is newly devised medium for the susceptibility test
for Legionella and Legionella-like organisms. This agar was modified from B-CYE agar. A base
medium of B-SYE agar was prepared as follows ; ten grams of N-[2-acetamide]-2-aminoethansulfonic

. acid (ACES) buffer, 2.6 g of potassium hydroxide, 10 g of yeast extract, 5g of monosodium glutama-
te, 15g of soluble starch and 15 g of agar were dissolved altogether in 980 ml of distilled water, and
sterilized by autocleaving at 121C for 15 minutes. And then, 10 ml of each filter-sterilized solution
of L-cysteine hydrochloride (40 mg/ml) and ferric pyrophosphate (25 mg/ml) was added. The medium
was adjusted to pH 6.940.05 with each of filter-sterilized solution of 1 N KOH or 1 N HCI.

B-SYE agar supported the growth of all of the 20 strains of Legionella and Legionella-like organi-
sms which were isolated from clinical and environmental sources. According to the comparison of B-
SYE agar and B-CYE agar, B-SYE agar did not inactivate the antimicrobial agents except minocycline
than that of B-CYE agar. Minocycline inhibited by B-SYE agar probably because of binding of the
antibiotics to Fe** in the medium.



