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Mycoplasma preumonige (LIF Mp & B&$)
TR R L Tz, HMILEEDARK
FHEFITH D f—lactam RIFEFUIETHY,
invitro D LIZTF L IHAL )V R, w0
7 4 ¥R, lincomycin, clindamycin #545%h &
ENTwB Mp B ITgRBIIv( 77X~
ffigs (Mp Wiz L 8&3) 25k 2%, BlE, Z0g
WrhEE L L CMIBFNRE, EEEFES,. L
2L, INLOMBETRIHEREZBLILHIC2~3
EEFEL, FEEZMIZ retrospective i L 5 X
LT, HAWENBRL EOLHICRER
BICREC2HT2HEVLEE 5T 5,
T, BPETR{ Mp 7 X 1gG 2ERL,
Fi MR & 0 Mp Fi BB OIER
Kot ), Mp IR+ RBIERPICBMTLHE
FEZRL Y, LA L, ZoEREE Mp HUR
27X RBE LS OnEZERLELR)
suF—NFETHN, ZORERERotIZL S
HAREOMEE L FORELH N, HEEEAR
BETHHEIBELES LI 2. ZOH,
L VBEHRNE T 7ot LEkEERT
i, SLIHESERICZ DT wh L
;7. LT MpHiE% BALB/c =7 RIof
L, w7 AD B——cell HkN) >3k
myelomacell ¥ 2 B&3¢ T 7o~ 7 24T
w, Mpicid 5227 of—nitikE 8L 1,
ZNE/ 7ot 8K Mp oY B RIE
BT & % ELISA TR L, Ehkikic &
2 BESEER VIS 5 D Mp FURDRERK
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R 7o F—AHRORR Y B L BE 21T

2172,
72 = SR -

1. €7 7o+—nbikniER
1) Mp HiENER

Mp FH-Liu #k# Hayflick @85 1 AR5
1, 15000xg 2 0 > EKLTHEEL, phos
phate buffered saline (PBS) T# &L ¥k
L7z, B#BYyic PBS TL00MEBGERE L, %
BHmEE LTERL.,

2) RS 2—

Mp FiE & incomplete adjuvant # BE&IiciE
FiL, 0.1ml3> 3 B4EC 2 @, BALB/c =7 X
DETBLUBRNICESFS21T-72. 2612 Mp
HE£0. 1ml T o3 BECE TBIUHANICHE
S U7z, oS THEEHEREC & ) HUkifiss
EALT2B 2L, 8K~ F—L
LT MpHiE%#0.2mlE#kMiIcRE L 7z (Fig.
1).

r3daysT3daysT3daysT—8dnys —f-3days—1
Mp Mp Mp Mp
+incomplete adjuvant

0.lml O.1mi
0.lm 8.1ml

remaval
of splesn

0.tmi
0.1 mt

s.c. 0.1mi
0.1ml

im.

v, 0.2mi

Schedule of immunization

Mp . Mycoplasma pneumoniae,
s. ¢. . subcutaneous injection,

i. m., . intramuscular injection,
i. v. ! intravenous injection

Fig. 1
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3) Myeloma cell »FH#&

Myelomacell & LT X 63—Ag8—6.5. 3,
#HRELL. ZoMigiz10% dimethyl sulfox-
ide+60% RPMI16403% e (= » 2 A)+30%
fetal calf serum (FCS) {2B#&H3 N, 1mlT
FEEIN T2, ZoE#E myeloma cell 237°C
IZBEICIROHBEL, 10m PBS Tk (BAMIL
I 4CTI50xg 5 MEEL, EHEERIIER
FL 72, 2 oifed RPMI1640+10% FCS 5ml
TEML, 3HM, 37C? 5% CO, incubator
THEREL 7o,

4) Bl

Mp SIE CRB LI A RIS »5 3 H
#I7oaRVLTHREEL, 0% 45 /—NT
TANEREEIEEL, MEEHEHRL 2. PBS
DR TEEY L CoxL, 4 TCTI000Xg 5 4R
ELL7, EERRE, RONPEMIEE2:
#120.83% NH,C120ml TR LRt 2 47- 72,
LI EERRE, BLoN KA PBS TH
HL 72, EAGLE-MEM (= 2 1) 10mlicif
L.

5) MRS

LECotn  Mia % AR L Fig. 2 nRfEIEF T
MRS £ 1T - 7293, T, myelomacell B
LU #0.2% b U o T~ THREE TV,
g el % L 72, myeloma cell 1.3 X108

&R 3IX10"EZ BE L ERT00Xg 54
FELL, LEERE, RiEE37CH water
bath & #, 45%polyethyleneglycol (#F&
4000) % 1 RS IT TEANBNL 2, 2014,
4 5¥I37°C  water bath i8>, Eagle-MEM
EFFR (VN CoBBEZRTI0OE 74
BhELE EEE8C BER 2 X10ME L
100mlnEI &z HAT 3520 2 B L 72,

FEORENFFNEN0, 2mlT 0% well plate
joey F4 7L, $7 B CO, incubator
THEEL, FN%, 0.1ml$TD HT $HICE = #
2 72 (fluid change), T 3 H# HT 553#0.1
ml T fluid change %17V, & 52 4 H normal
medium (RPMI1640+10% FCS) ic & B %5 2
2 BMEELIT- 12,

6) ELISAICL 20l Mp RN AT ) —=> 7

ELISA m#iEEAIZ &4 277 X2nEE

F

Immunization to
BALB/c mouse

Frozen myeloma cells

(x63-Ag8-6. 5. 3.)

Removal ff spleen culture 3days

Spleen cells Myeloma cells
(1.3X107) (1.3X10%)
[ -

]
Cell fusion (4 minutes in145% polyethylene giycol)

Suspend with HAT medium

} culture 7 days
Fluid change with HT medium

| culture 3 days
Fluid change with HT medium

} culture 4 days
Suspend with normal medium

| culture 14 days

Screening‘by ELISA

Cloning
Screeninglby ELISA

Culture in normal medium
Monoclonal antibody
from sup. of culture medium
Injection to intraperitoneum of mouse

Monoclonal antibody from ascites of mouse

Fig. 2 Preparation of anti-Mp monoclonal
antibody

DEERAL, ToREo—- KLV EEE
RERIL 72, ZoEES S LT3, PBSicvwi
TR AR R IR TR L 722, 17000 X
g 204MELL - Ei% 2 512100000 X g, 604
BEBhL THRAARERERLZ.

Mp SURZEBE 2 10ug/0. Imlic % 5 & 5 IC A
L, ELISA FE96well plate i20. ImI$-ofm 2 72,
4CT1MiRE %, PBS+0.05% Tween20T 3
Bl#EEL 72, Kiz PBS+0.5% Bovine serum
albumine (BSA)+10% FCS £0.1ml §* > %
well IZhnz, 37°C T2 BRHREHREEL 2. B
HTEL N AEHI EFE£0.05m$ oM,
JICTIMMBEERKEEL, PBSH0.5%
BSA+10% FCS T400{5ic HI L 72 peroxidase
B~ 2 IgG (Goat IgG) #0.05mi3oin
Z, 3TCT1RFRMRBHEEL L2, Bikick
B X L T citrate diluent (0.1M C.H,0, - H,0
48.6ml, 0.2M Na,HPO,-12H,051.4ml, d.w.
100ml) 10ml+o-phenylenediaminedihydroch-
loride 20p1+H,G0, (1/30) 40] #0.1ml$o%
well {2z, 37CTHMEISES 472, Eihl
& LT6 NH,SO,#0.05ml¥ o2 &IRNHZ1L
BRIz b1, OMNERER TH S Mycoplasma
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orale (LI'F Mo & 88¥) L DRERG#HANS
7285, Mo ##H & L C ELISA #4T- 72,
7) 7a—=27

ELISA I2 &9 Mp iost L iR#ET Mo ioxtL
RGN well @AM B o—=27
#1T- 72, B 5 em plate |2 B1-A-#5845 5 mlic
*t L #5081 % 5 & 9 normal medium THER
L7z, BAGATICEEAMREZ = 70~y |}
T 1T OWREI L, 96well plate & well iz %
nEN#HL, normal medium 0.1mi% A2, #
2 BRI ST 2, T kiE* T ELISA
£47vy, Mp I LEBE T, Mo ic it LD well
BRAIZ,

8) ®/ 7 at—HANEREK

(1) BELE

300mi culture bottle i RPMI1640+10%
FCS #30mlAf, $ 7B Mp £/ 70t —
NKEEE o) hybridoma %358 2, 2 LiE
W% 3006 HRIIEAT % 1T - 72, Z D3k PBS I0EMT
L b sy Bwagic 7TEICBm L 1gG Eisr i 15
AR

2) HEKRDBEAAL

#1% 2 ~ 3380 BALB/c =7 ADBEEAIC
pristane (Aldrich Milwaukee WIS U. S. A)
#0.1ml3%5 L7, 7 H2I20.5mIpic k1 X107
> hybridoma &£ 05 L JICBMEL, B
Mo E L7, 7H>» 51081, Bk KREC
BE L -ra T, BEUBEAYEI, 30%HE
a2 47 » 72, £ 01 PBS BT L B#EIC Y
Lok FEE IgG B 2Bk,

2. W¥PUEEIC BT 5 Mp iROBH

Mp, Mo # W < & 5EIC PBS IcB&L, &
SALRTIAOLICHE( BN DOTERREYE, T
>+ BIERL0FHIT- 22,

ZOMFEZ A T—E2MEFRROEF X IgG &
18 20 E S 2 72, PBS T 3 BlH#E,
— kB E LTH Mp €/ 70— 8iE%37C
TGS, PBS T3 EEELEIC, =
sk#fifk & LT anti-mouse [gG FITC # R &+
7-. PBS T#igL 7214, glycerine buffer TH
AL, %4 #EEMEE (Olympus Tokyo) &
HeTtHgEsL2.

3. 2/ 70— BRI NT HRRARNE
it

A Mp, Mo D& A B & Uf Horse serum
DSDS- K P2 UAT I Y NVERAKEE

(SDS-PAGE) #17 - fz, SDS-PAGE (& Laem-
mli 5 DHFEIZHES 7289, 7 1i310% (W/V)
polyacrylamide gel % f\v>, 16cm X 16cm, B2
#1.5mm& L, PkEHISmANEERR, 4B TIT
o 12, 204 h &, Trans-Blot Cell (Bio-Rad)
% v~ Western blotting % 47 - 7z. Blotting
buffer {320mM Tris-HCl14+192mM Glycine+
15% Methanol (pH8.3) % vy, wkEHFEI1200
mA, 168%fC, PVDF Transfer Membrane

(Immobilon8p : Millipore Bedford MA U. S.
A) b2 77—L17.

FFT1%2%> 227 (20mM Tris—HCl+
250mM NaCl, pH7.5T#%#) T membrane %
1808, 2—F4> 7L, 7oy X7 kT
7z, KiIS—K¥EE LM Mp RKY 72—
kB L U Mp £/ 7 9+ — LR ns50EH
R 2MRESE, TRk E L THIEIC
{Z Goat anti-rabitt IgG Horseradish Perox-
idase Conjugate (MBL) %, ##!Zix Western
Blotting Grade Affinitry Purified Goat anti-
mouse IgG (H-+L) Horseradish Peroxidase
Conjugate (Bio-Rad Richmond CA U. S. A))
DYOMERRE Hyv, 1HMEGE S, REIC
sBEe v kEK % &1 HRP Color Development
Reagent (Bio Rad Richmond CAU.S. A) #
membrane I E3ETREEBI 2,

4. Mp B BEOHERK G ILIC BT 5 BER
ki (Fig. 3)

Mp ik & Bz BEICEBE SIS,
MHIEE R R W AT 7 CH BB L TR R
WMHEEZSA P77 ACE{—lcgEkL, B
%, Tl TUFEMEELZ. ZoERE
PBS T#i#%, BILE L L QQUEFRHEEY
X 1gG + £iE T30 FR G &4 72, PBS CHtif
%, —RHEE L C0HHFROAI XK 2
zat—nlgG ke Ax/ 7at—n11gG
*»BRETTEEIGEE, & 5 PBS Tkis
#%, k¥R L THIEICI3S0E AR FITC 12
W7 ¥ 1gG v ¥ IgG (MBL) 2, #&Icid
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Preparation of throat smears
Drying in cold air for 5 min

Fixation with cold acetone for 10 min
| -
Incubation with goat igG for 30 min at room temp.
*a

Incubation for 30 min at room temp. with
anti-Mp rabbit IgG (P), anti-Mp mouse igG (M)

| «a

Incubation for 30 min at room temp. with
FITC labeled anti-rabbit IgG goat g6 (P),
FITC labeled anti-mouse igG goat IgG (M)

*a

Observation with fluorescence microscope

Fig. 3 Detection procedure of Mp from throat
swabs by indirect immunofluorescence
* a : rinsing with PBS at 4°C
(P) : polyclonal antibody
(M) : monoclonal antibody

505 7% 7 FITC =~ 2 [gG ¥ ¥ IgG

(KPL Gaithersburg Mayland) % £i2 7305
IR E g7, +4ic PBS T#i#% glycerine
buffer THAL, BHEXELIEMSELHCCH
- DA

#% S

1. ®/ 7 v+—HEKOER
1) ELISAic L 286N 7 ) —=> 7

Mp THE 7> BALB/c =7 X 4 IE
§8 &, myeloma cell & H#BALE 1T, 1
Zh96well plate & well I EL 72, #LTH
well # EFE %M ELISA 247572, A7) —=
YIrBLUIo—=>77 Mp, Mo NHEEH
Bi310pg/0 1mlTiF - 72, HBBIZ K720 D
e L, BFOLICEN +++, + 1,
+, &L, Blbnhdrotbnk—r L2,
384well #, 51well 2 Mp o LBHTH - 12,
Zn51well BB, Mp 23t L T+ ++ThH -7z well
it20well &0, ZHHFT Mookl T++1t 3
well, +iZldwell, =13 2 well, =12 1 well TH
aiz, ¥ Mpicxt L TH+Tdh -7z well 1321
well ThN, ZoHhTMolc L T++id 2
well, +i3 7 well T, £i3 6 well, —{3 6 well &

¥

-7z,

2) 79—y

ELISAic & ) MpHIFEICHL+++H 5w
F++T,MowstLtdH b iz~ 7 well(1
—4, 1—35 1—71, 2—24, 2—47, 2—
66, 2—85) NEMAMEEHVIIv—=v7
iT-7. BMEeHEREARL, v{ 7oty
b T 1 B3 ouk5] L96well plate D& well 2 &
Ry F4rrLz, 3HAM, BERTVHEL
FEOBAKM % ELISA TRETL 72, Z0#%E, 402
well &, 35well ic &/ 7 v F— VHEEE 7
hybridoma #*1& & 172,
2. BEIANE /7 o — itk

1) ELISA it 8i13 £/ 7 ur—Nikot

RO

ELISA 22 st LARET 2 008ES L
VW—RFUED box titration #1772, Mp filK
13220.05°50.31256g/0.1ml, —XkHikiz 25 5
10245 %R T ELISA 21T - 72, #EI31.25,
2.5, 5.0ug/0. 1mIT, —RIAKIZ16D 564155
WTeHErbr ) RTh -7z,

Z ZTHUR & LT Mp, Mo, M. hominis (Mh),

M. salivalium (Ms), Acholeplasma laidlawi

(Al) 2, —KEEKELTLBELN BT, 7
v NG E vy ELISA #47- 7. ELISA @
BRII=4 707 — F AEREH £ Bv4ldnm
DORFEETHEL, OD 0.4LL % ++4, 0.3
50.4%++,0.2050.3% +,0.20°50.1% £,
0.1IUTR—& L7, avte—nE LT, HR
Db Yz PBS w7z,

¥ 9 Mp, Mo, Mh, Ms, Al #$HF & L T2.5
ug/0. Imlx Hvy, —kBif& (1—4—10, 1—
4—11, 1—4—12, 1—4-—18, 1—4—21,
13511, 1—35—200 ki%) & k%
R3¢, Zo#R1—4—188L 1135
— IR MDED -~ D TUTIc 2 ofERE Y
7 (Table 1),

1—4—18 (E#) Tz MpledLT+++
P AEERE T, +216EFRE TR
DHEIZIFL Tid Mh T+ 4 {ERRE THS
NEDATENLIEI TN TEH B0 E~TH
27, F, 1—35—11 (3 Tid Mpicxt
LT+ + + 225617 T, + +A5125 /K%
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TAbNI2, Molci L Cit 4 15H% 2 <, Mh
3L TR I6ERRE T+ +h B L iz, i
BIXTHBBENUTTH 72, S
P TR AR HHRB T O L O E e
131 —=35—11TH 7255, 1—4—18i2H4KME
BB L DDOREEIIED - 72,
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LEROHRE LT Z, SHitEAL DB
—4~18, 1—35—1mE /7 a+—iifitko
ELISA %17 7z (Table 2). H/Ei3 Mp, Mo,
Al ZB72052.5ug/0. Im TR BRI G2
L, URRES].254g/0.1ml& L TERZ1T-
72, 1—4—18743 Mp I23F L T+ + + %2048

Table 1 ELISA of monoclonal antibody (supernatant) with mycoplasmas

(1—4-—18)

X
.
X
o

Ag. Ab. X 16

X 32

X 64 x128 X 256 X512 x1024

Mp
Mo
Mh
Ms
Al

o+
HoH R+

(1-—35-11)

Ag. Ab.

X
S
X
o4
X
[
/]

x32

X 64 X128 X256 X512  X1024

Mp
Mo
Mh
Ms
Al

H+ o+
o+ oF o+ oE
H o+ o+ + o=

I+ + =

+

#
+
+
*

B+ H
Mo+ H

I+ + +
I+ W+

Mp : Mycoplasma pneumoniae.
Mh : Mycoplasma hominis.
Al : Acholeplasma laidlawii

Mo : Mycoplasma orale.
Ms : Mycoplasma salivalium.

Ag : Antigen Ab : Antibody
Table 2 ELISA of monoclonal antibody (ascites) with mycoplasmas
(1—4-—18)
Ag. Ab. X 4 X 8 X16 X32 X64 X128 X256 X512 X1024 X2048 x4096 <8192
Mp 1 # H# 1t H# # # # # H# + ++
Mo H# H# H# # # + + + + + * +
Al 1 +# +# + + + + + + + - —
(1—35—11)
Ag. Ab. X4 X8 X16 X32 X64 X128 X258 X512 X1024 X2048 X 4096 x8192
Mp # # 1 # # H# + # + # + H#
Mo + + + + b + + =+ * + + +
Al + - - - - - - - - - - —
Mp : Mycoplasma pueumoniae. Mo : Mycoplasma orale Al : Acholeplasma laidlawii

Ag. : Antigen Ab. : Antibody
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EHERE TAHLNZY, Mo loit L TR 16ERR,
Al L T4 EAERE CALNBICTE LD
o7z, E721-35—11Tit Mp it LT+ ++
HL2ERBRF CA L LT20%, Mo oL T+id
OIPTAERRE TALRLDATHIT T
THUTThHo7, ZOHE1—-B—-11iFdH
HADZ X 1— 4 —18TL BAKTIRIARMEILE
(, ZH2EBHENEL LR EEEHEKREN
Bk LCTERL 2,

2) £/ 79r—nHKicNT 2 EEAED

2500

Werstern blotting i Lt # ) 7v+—nLiR
WTIZ Mp BRI L Eic 8 -v KR
Ltz A, Mo S oL Tidoxy FRECR L
Roned -7, & 5iZ Horse serum T4 A
Dy FHER LN, Mo #HK & D REIE Horse
serum ¢ contamination NDEEEHIE 2 Lz,

€/ 7ut—ngdk (1—4-—18, 1-—35—
11) T3 Mp iR L RIS —ARD K S
FAR LN, 1—4—18Tix4 FE#80000,
1 —35—11Ci25 FEBA50000DM B KIGHR
L, FNFIGE)BEOTECHT 25K E
EZ .

3) EFARTORNEHEEC L 5 Mp HiK

DR

HEE LT Mp LU Mo mitEERKE, —
KHidk e LT 1—35—11(€ / 7 9 F—n$iK)
BEBL. —KkBIUVKAERNEFBES

x

T f2b, —RPKIT 5 5 564008 %, 2K
PR3 20085 L 20008 %, AR DY TERET
-72, Mp, Mo # IR T % & —KIUKIZ6404F,
TR 20045 DB R AR B £ R R A
ENAH LN, wTNL MpiciL TikdlEo
i —B L THBEREI S LN, Mo 2L
TRRBIZA LN YD -T2, L BREEIZIE,
—REARIZA0E R, RPARIZ100EFR T
Mp D ESEHH REP o 72,

4) Mp BEOHIERVIIC BT 3 HEH&K

HEiox 5 Bk

BEDZ AT L FRpc DEHAEE L
TEghmgER L (PHA) 281L, . <7
M¥ET 4 5L, B THITI20MELLES Mp
B rHEL2, BRI HEINZRED
IS I 4 BlH D, #5611 Tt PHA T320
L E, R 2 TI3640ME LI, ER 3 Ti3320
L Loy - 72, EF 4 TlrERSEE
i (CHA), PHA, ®&EARIEG (CF) m~2
THEORERT->TE), FRFANERE
iortL, 1645, 8 1%, 16/En LR R oz (Table
3). 4B & LBER EOHENEIEREEIT-
Tway, £/ 7at-—-LHATRENL, 2
T3 MIEEIC diffuse IC¥E-> T 28R4 & Mk
ANOESIC RIS K » T HERS L S
iz, SEW 3, 4 TIRMBREEIC diffuse 2
T 5513 B o e e o Rk o #
BRoNG -7 (Fig.4), —kHfkiz 1—4

Table 3 Indirect immunofluorescence and serological data of clinical cases.

IF
Case Sex Age Day CHA PHA CF Diagnosis (titer) (type)
P M—18 M-—11

1.A.S. F 9 7 320 M. P. H + #+ 1+2
2K.F M 9 7 80—640 M. P. # # # 142
3.T.58. F 16 4 80—320 M. P. # + +# 2
4 K1 M 15 4 4—64 40320 8-—128 M.P +# + +# 2
5N.M. F 25 control — - -

6K.T M 32 control -~ — -

PHA : Passive hemagglutination.
CF : Complement fixation.

CHA : Cold hemagglutinin.
IF : Indirect immunofluorescence.

M-18 : Monoclonal antibody {1-4-18).
M-11 : Monoclonal antibody (1-35-11).

M. P. : Mycoplasmal pneumenia. P : Polyclonal antibody.
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Fig. 4 Indirect immunofluorescence patterns of the throat smears from mycoplasmal pneumonia

patients

a : The diffuse fluorescence on the entire surface of the epithelium and granular fluorescence in

the mucus were observed (type 1 and 2).

b : The diffuse fluorescence was observed only on the entire surface of the epithelium (type 2).

—18& 1 —35—11mnWH = HH L 7z B eHifk
BB TIFICER -2, 2, K7
=N TH €/ 7 0+ — LB ERFED
R TH-o72d, Ny 2757 Frpart
TR MEE 79T —NHEKHINL B I ED -
72, @bic®/ 7ot — AR TIIEIRER S
&) diffuse 2 HHIFBRRDOENEESEE L
TRLNELDL EHEEL 2.
arbu—E L TEREADHEER RO H
FHERELIT- T 3%, EiRDL ) ZRRED
THENEBRE BESIN LD 572,

% £

Mp ffi&ic i3 2 mMiE¥HZHEL L T,
CHA, PHA, CF % £ fTb T 39"Vt
BB THBD, TNLENRELZDORER
MERREE &\ ) FR T3, ZBMEZEL T
3. %2 TH Mp kOB DKES & VKR
MEmE L&Y 5726, ELISAY, & 5iCid
Jacob 59 M. P. n{+EKER (5 FE168—
kilodalton) ##i/& & L T 5 dot ELISA %
EDEFEHIITHN TV 5, $FICRIE, Mp 128§
5 IgM #* Mp iR D EHAZMICER TH B L\
S SCRAHRES N THN, IgM i2xH9 % ELISA,
s yeHiikE:, radioimmunoassay %% £ DA
BAELHRL SN T 5172,

—%, WERKWENEEICL ) Mp NSHEZ

T FELLRL DTN T35, ZOREEK
FE &% 355 LT, Tuly 52223 SP—
4B HWTHEL, INn% BEEELRAE
WKEVBETLHEZERLTnBY, ZNH
=TI normal medium THEEE|L 2B & ) &
RHERD D ) TERERENTEEMEL R L T 5.

Lo L, — 697 miEFHZEES & U
L BAEORBER, wTINLH2:8H»5 3
BEU EDOHEZEL, RV B EAT 5 IgM
FEOREIZ b EMZEL®, BEEINLD
RERFB LIS VE#EW,

B 7 » C Mp B2 09 5 Bak 2 Wik s
PEFxhaLE52L N AUB®NE ) 7 at—
JVHitk % Fvs 72 avidin-biotin-peroxidase com-
plex method (LAF ABC X B&¥) iz & 5 ¥,
LHZENWHICE BKRY 7o+ — k2 B
T HIEHREIC & 5 27 & DMEIRRR S
b de ) lEus o) € =

EEHEDFHEIZ, Mp KT 2E/ 7at—0H
5% B\ B IR & > T Mp kR
HZW 2T I LD TH %, TOFEFRE2 B L
rALBIUERLNEEE, WBL L 6E
BI5,

AIDEHETIE, ~NLRAI—% Mp IR
&, Z DWEERWHZ v ABC 2 & 1) B2 M
2iT-oTw5, ZORETIR, )L DEEL
BEBRL2ET L L, 2HEERWEOMIZH
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U L7 ¢ poly—L—lysine—coated slide %
FRLZTE RS 2wW2 &, BHRSREESR
THIHBEEALNEL D A& LD back-
ground staining 24 L B2 L FOEL H
D, FLERBCERTCEEORK21T-> T
o EFEOE ) Jat—LFREBEW: Mp D
BRI, BHEOFELILEREI LR
LOTHN, ERBHALOMBIIRL T 505
WERE L snFEL ) BET, MERLOE
% D AwviZ & % back ground staining & HERY
Lol —F, EROBWH Mp it
iz, T FCRRBEONERERL BT
555 ZOHREERET 2134 3AR M
FEL, 35, BxnU v XoRENKED
R0, Bone®) 7ot —AHEoPkm
BT, TOMBEAELL TS 25
Whh B,

EEZ, BREIC 2O Mp KR ENE
WE /7 at— VIRER D hybridoma FER
L 7=4%, hybridoma |38k L N IREHTE,
H1) 7o — VPRI TR, PUAIE,
NENET—EL 2HEIBLND,

Mp i TiZiaNIcENRARL G RS
EHIROLER*E) L) K SEOEHAET
3 EEHILTV 22929 L, HRED S
—> k0, BEEAcAEL - MpEEAH D
v>{3 microcolony ¥RV EEZ LNHE 1R,
NI EEICAE Lz Mp 2T & EZLS
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Rapid diagnosis of early Mycoplasma pneumoniae infection by indirect
immunofluorescence with monoclonal antibody
Kaoru TERASAKA
Department of Microbiology,
Okayama University Medical School,
Okayama 700, Japan

(Director : Prof. Y. Kanemasa)

Although serological methods or culture methods of Mycoplasma pneumoniae (Mp) from
throat washings are used for diagnosis of Mp infection, the patient is often discharged from
the hospital before definitive results can be obtained. Therefore we have developed a rapid
detection from patients’ throat smears by immunofluorescence with anti-rabbit IgG. Antibody
specificity to Mp and the difference of titers between each lot have been a problem, because
of polyclonal antibody which is prepared by immunizing a rabbit.

Tweo hybridoma cell lines producing monoclonal antibodies to Mp were obtained by fusion of
spleen cells from BALB/c¢ mice immunized by Mp antigen with myeloma cells (X63-Ag8-6.5.3.).
The high specificity to Mp of these monoclonal antibodies produced by the hybridomas was
affirmed ELISA, immunofluorescence, and Western blot. A few cross-reactions were recog-
nized by ELISA between Mp antigen and other Mycoplasma antigens. No cross-reactivity was
found by indirect immunofluorescence.

Throat smears from 4 patients suffered from Mp infection were examined by immunofluor-
escence with monoclonal antibody. Specific immunofluerescence was seen in all smears. Both
granular and diffuse types of fluorescence were seen in smears from case 1 and 2. Only diffuse
type was found in smears from case 3 and 4.

Monoclonal antibodies can be obtained at any time and amount. The method may be useful
and convenient for the rapid diagnosis of Mycoplasmal pneumonia.



