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ERBRMBEB RS U KA E

1. E P HEF R H X 0 B & & K

E P BT BB ko BER, 7 x v B H T,
Keenel!® o K & ik & b, & B 20~ 308 © & F
TR ALXD KB TTHERLALE BRR®%B, H>B

i -20C &k T H®EBEHRE L .

2. # A BE K

Porphyromonas gingivalis 381, ATCC

33211 B, Prevotella loescheii ATCC

15930 #, Prevotella melaninogenica ATCC

25845 %, Prevotella intermedia ATCC

25261 %, Prevotella denticola ATCC

33185 ¥ i, ¥ v X % — (B) E B B % fFF X

D 5 & h ., h 50 BB %, 40mg/ml O
Y S F Y — vy 4 7 #H — ( BBL: Becton
Dickinson Bicrobiology Systems, Cockeys-

ville, MD, U.S.A.), 1lmg/nlo B 8 = + =2 X

442

( BBL) , 5 g/ mld ~ v, ly g/mlo A F



v A v, Ske v VR @END%* S U MKk £ X E
K BERE L, I BERREE (Forma Scientific
Anaerobic System Model 1024:; Morietta,

OH, U.S.A.) %2 A vwW, ®B®BA N KX HTFT (10%

CO0,, 10% H,o,, 80% Nj) i T 37°C T £ % fT
W, 1 B M &k, B E MBS REEL
THERELA. #ELBOERR {1 £ b

?
2z
X

Ilng/nloo B 8 = # % *, Sy g/ml oD

Ly g/nl © £ + ¥ v 2L Yy 7 F

) NS
o
"

v 4 7 v 2 (BBL ) 1omli B E L, -

# F (10% CO0p, 10% Hp, 80% N,) i

& A
=

480 M B B L £, C OB B B * B B B
& B L, B — &% BT TEREL .

Streptococcus cricetus E49#, Strepto-

coccus rattus FA-1H, Streptococcus

mutans NCTC 104439, MTT703R, OMZ175 %,

Streptococcus sobrinus B13, 6715%,

Streptococecus downei MFe?28#, Strepto-

coccus mitis ATCC 9811#, Streptococcus

sanguis ATCC 10557#% 2, X 2 0 BB @ & 2



BE, xR HX THER XL 985 % F 3 . #R
Bk, 7 v 4 v =+ A4 v I a2 —-— Y g v 7 H
— (Difeco Laboratories, Detroit, MI, U.S

AL O H O OB R i TR BB L KB, 4°C T

wElRAEEL, 1 » BT &, F ftixH #K
BEELAEL O EHVE., Ch oS> o0BEOE R,
REZHMH oo 7 v 4 v =+ 4 v 7 2 — P g
¥ (Difco Laboratories) 10mlic # B L, &

M & B T TITC, 240 M # B 8 8 L £. <
OB BB E:2HEHEEE ®KIOnNLIE B L, B — &£ #&T
T B L K.

2R L O KEMEEE, 10,000xg 204 B o

2 OB MER- I BB L, £ENAEE KT3I MHE
BE R, 0.15M A >+ F U v A %2 & UL 10nMY
v B+ Y v A B &K (PBS) (pH 7.0) %
o R O0.ISME ML F F Y Y A 2 & EL 10aMF Y X
EBM&®®E (TBS) (pH 7.0) & @ % ic % &
L. 2, #EBE K &K MDBRKE Birker-
Tirk® o 1 R 3t B ® *+ A v T HEEL ~.
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2%F M R 50 1% &

i

BRI & 8 2 %, & 5 |

m L, 1 BB, Z& B &EL - %, ¥ &L 7.
2 ) 4 Kk E 3 %2 A W fo P.gingivalis 381#
O F M Bk & £ 5 - 0o L F FE 0 #l &

10mM PBS (pH 7.0) 2 nlodo KR & ® & & 5 x

107 o % Mm B & 3x10°8 O P.gingivalis 381

> =
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41TTAR M RN v — ¥ v 4 — (Applied Biosys-
tems Inc., Fostercity, CA, U0.s.4.) % H
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6. H B S K
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o OE B F & ®EE (FAB ) T, B Fic ok £ 4 4
¥ 1 @@ ML A1 @0 IE A A v [M+E]IT % H

E L, % 0o MME» 5> HREL K.

7. SDS-F Y 7 2 Y AT I FF LBEE K
SDS-F U 7 7 Yy T I FH¥rEBKI Y (
SDS-PAGE) &, Phast System ( Pharmacia
LXKB Biotechnology AB, Uppsala, Sweden)
EH W, BHEEKE-> TIT» ., ML L~T

F FE &K %2 2.5%F F v VEHE®BRF +F UV v & (
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sodium dodecyl
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v oy Y27 Yy M E®RBRFFEYU Y A E (sodiunm

ethylenediaminetetraacetate; EDTA) ,
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2 10 1 O 50nMY ¥ B + b U v A & & #& ( pH
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CA, U.S.A.) &5 1O 0.5mg/ml% v 5 ¥ v -7

m K E:*MA T, ZEB ik TRIIEE2MEBL~A. 60
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Bk oK HERZ Y Y < s v vy — (LEB-
Fallac 1282 CompuGamma, Wallac Oy.,
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FETT, RHREAEERLEARLCRE S E, %0
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Z®B TIS2MMEH s ® 7 2 29

Y 7 & 8 1.

R v T InM phenylmethylsulfonylfluoride,

InM EDTA% & & 10aM PBS ( pH

# L, L& %2 K3l BEL . o
A Py 2 EB& % & (pl 6.
20% 7V 2 Y vy & F ) BT, 6
B LA 2o, &2LOL0HEE2F
ANV A 7T b= 5 7 - N E WA,

~

7 U w
T v FF M (4-20%) (% — ft
) T®B KA k8 %2 1T » £ 23,
P Y 7 v 2 BERTHE E ®, 0.

Yy Yy 7T Y TN - TR B LK.

B & L, o Kk $ T K sk &, 65°C
7. & B L < ¥ v %® Kodak Di
X-O0mat XAR-5 ( Eastman Kodak
Rochester, NY, U.S.4.) Lt T,
Ml & 5t ® Kodak GBXi T B #,

F B o Bl E iR, 7 4+ R 7 2 Y

sy m® 7z N T v, BB E 7 N 7
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 F = F YU VBB KK XD EKREIDE KD
BH X E AL S EH > - RE KRR E D -
foe 8, FER Y -7 0OHBR/NMNERE -7 B
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B E R LK (C *r R EBER EEHRT B)
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BR ER o7 31 7 BEM R x F =2 v 52 8B C
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Fl i 7 3 7 RO K & HBSHFE OREREE — XKL
., BuUBRKRoEBS FA 4+ v ([M+E]*) o &
B fE»1562.9T, WEMEE—-—HLTWw R,
o7 I /7 BREF e#® - T, BHEHERK XD <~ S
&l L . &K X7 F F % % # HPLCT

%
BH T %2 &, BHEBRR L2 LREERMBO
5

N
[

B H & h 2.

3. N7 F F ik & 5 FKMZBREREKE OHF
BME R K &2 o0& KT F F Lys-Phe-His-
Glu-Lys-His-His-Ser-His-Arg-Gly-Tyr ( =
7 F F 1 & M HF T B ) I L Oppenheinmd
24 kW HESEShTWY B AEK T F K Asp-
Ser-His-Ala-Lys-Arg-His-His-Gly-Tyr-Lys-
Arg-Lys-Phe-His-Glu-Lys-His-His-Ser-His-
Arg-Gly-Tyr (X7 ¥ F I &¢ 8K ¥+ 35 ) & %
H W T, KM KREEREHEOHEF 2 H ~ .
Gk ok B I i X B R M R EEIEHE 0B E
R ERS TR LA HEBEREE®2RERINKX

52 &, 542nm & B I 3 B A E 0o B 2 A S5 h
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Purification and some properties
of a peptide from human parotid saliva

which inhibits hemagglutination of

Porphyromonas gingivalis

Yukitaka MURAKAMI

Department of Preventive Dentistry

Osaka University Faculty of Dentistry

1-8, Yamadaoka, Suita, Osaka 565, Japan

Key words: histidine-rich peptide - hemagglutination - Porphyromonas

gingivalis  receptor

It is known that hemagglutination of Porphyromonas gingivalis is

inhibited by whole saliva, especially high-molecular-mass components of
saliva. However, little attention has been paid to the inhibitory
substances such as low-molecular-mass peptides on hemagglutination.

A peptide from human parotid saliva which inhibits hemagglﬁtination

of P.gingivalis 381 was purified by ultrafiltration followed by DEAE-
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Sephadex A-25 column chromatography and by gel filtration on Sephadex G-
25, and then by reverse-phase HPLC. The complete amino acid sequence of
the peptide determined by automated Edman degradation was as follows;
Lys-Phe-His-Glu-Lys-His-His-Ser-His-Arg-Gly-Tyr. The peptide contained
12 residues and the charged amino acid predominated with 4 histidine, 2
lysine, 1 arginine and 1 glutamic acid residues, thus being a histidine-
rich peptide. The peptide was an active inhibitor of hemagglutination of
P.gingivalis 381. The bacterial cells were incubated with the !25]-
peptide in the presence or abscence of the unlabeled peptide, to
evaluate the peptide binding capacity of the cells. The binding of the
peptide was rapid, reversible, saturable and specific. The number of the
peptide binding sites per cell was 1.5x10%, and the dissociation
constant (Kd) was in the order of 10°® M. The binding was increased
about 30-fold by addition of 0.5 mM Cu®*. Crosslinking experiment of
'25[-peptide to P.gingivalis cell surface receptor with disuccinimidyl
suberate (DSS) in the addition of 0.5 mM Cu®* revealed the presence of
two receptors vith apparent molecular masses of about 44 and 41 kDa

respectively.
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