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Methods of Test for Food Microorganisms -

Test of Listeria monocytogenes in Foods
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SoE ¢ R E ImLed &5 0.0l mL% & 5 SmL% 10 mL
“}»’g &3 0.1 mL%| & o

Meg g 2 10 pl ~ 20 ul ~ 200 pL % 1000 pL -

BoE w12 @ 10 pl ~ 20 ul ~ 200 pL& 1000 pL e

B ¥.7% B X § B &% = (McFarland nephelometer standard
units) °
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Staphylococcus pseudintermedius (ATCC 49444;

BCRC 14980) >

Staphylococcus aureus (ATCC 25923; BCRC 10781) >
Rhodococcus equi (ATCC 6939; BCRC 12859) -

Listeria monocytogenes (ATCC 19111; BCRC 14845 ~ ATCC
19115; BCRC 15352) -

Brfa = 7 49 (KH,POy) ~ #ifis & = 40 (Na,HPOy) ~ Bifs @ = 49
(KoHPOy) ~ 3 fif fl 4 B (sodium pyruvate) ~ § #% 3 (esculin)
& ¥5 p& 48 4% (ferric ammonium citrate) ~ % it 42 (lithium



2.2.40.

chloride) ~ Z f|rxf& 4+ # (nalidixic acid sodium salt) ~ # ¢ =
(cycloheximide) ~ ~ % f % #¢ ik B (colistin sulfate) ~ ¥1' v &
(acriflavin-HCI) ~ gf 3¢ EJR 3 (cefotean) ~ % #r 4 i #
(fosfomycin) ~ 95%z2 % ~ & i* 40 ~ 4 & #p% (mannitol) ~ F
% #&(glucose) ~ f~ iz (phenol red) ~ % 2:-4% A% Bk @
(polymyxin B sulfate)~ & i ;7 (ceftazidime)~ & it 47 (KNO;;
nitrite-free) ~ i ¥ fi= % (bromocresol purple) ~ i > (starch) ~ B
% #E(rhamnose) ~ * #&(xylose) ~ ¢ 7 #&(maltose) ~ & & %
(crystal violet) ~ ¥ fi& 4&(ammonium oxalate) ~ 7 i* 49 ~ @ ~
73 % O (safranin O) ~ 30%@'3? @ AR HIRAFRE
(sulfanilic acid) ~ 7k fis % #8 ¢ = "7 2 B ([ N-(1-naphthyl)
ethyl enediamine dlhydrochlorlde]) ~ 7 4 (methyl red) ~ o- %
f~ (a-naphthol) ~ & -k ¢ f& ~ % 4k 7 % (colistin methane
sulfonate) ~ 4 # £p 32 (sodium moxalactam)~ & ¥ 1“ 47 ~ &35 ~
VUB% (creatine) ~ NN N N'-2 7 A4+ %F - v L & (VNN N-
tetramethyl-p-phenylenediamine dihydrochloride) ~ ¥ .l 4] %
fin 80 (polysorbate 80, Tween 80)% + 4 355k * 2 & & o fi¥#
I 47 (yeast extract) ~ % g 3 1 3= (beef extract) ~ F-v *#
(peptone) ~ ¥ 3 (agar) ~ ¥ it it 39 *# (trypticase peptone) ~ &
¥ 39 "f(phytone peptone) ~ *7 F-v PR3%.(proteose peptone
No.3) ~ 4 fir3-v "3 % (buffered peptone-water powder) ~ &
% A7 w7 AA# 32 & £ (Columbia blood agar base) ~ = % £
7 32 % 7 (blood agar base) 3 3 % &2 4 X i (defibrinated
sheep blood)¥a4x * fc 2 o & o
éﬁﬁ?'l :

2.2.40.1. & jF X % ¢ ;% (Gram stain solutions)"

(1) *4 5. =~ (Hucker' s) 8RR (A 4 A)
BIRA B RE2g0 33095%2 FE20 mL o
AR B I By f&é&O 8 g % ZA-Kk80mL o
BB R AB B RBRE FE 24 PR g By
Peimife (% 5 4~ AR o

(2) & f7 A &%)
Pl (b 492 g2 | g H AT BS~10F) > 4o F AR
1 mLF* B > =t 4v 245 KS mLFA= = > £ 4e 2 45°K10
mL > AT Al i ol = 2R T E AR 0 Bt R R



2.2.40.2.

2.2.40.3.

2.2.404.

2.2.40.5.

2.2.40.6.

2.2.40.7.

2.2.40.8.

2.2.40.9.

ERE R R S W S ML Lk s
pLiE E O~ o #37%E300mL o

(3) ¥& 5. (Hucker's)4§ % ;% (4F 24 A1)
B % 025g 0 A795%¢ fE100 mL » #1745 4 &
;‘7% o f& Bi? » Be R 10mL o 4e » F4-k90mL - iF

}7?*1443 RFPRA T R Ao BRSNS £

LR RHD U § AR R AL RS ek -

3%@# b3 R

B-30%EF & B R5mL o 4 » B FAEA K4S mL? o B

kb g oo

0.85%4 1@ & 7J< (Physiological saline solution)

2 3 l“ép\8 5¢g A% FA-K1000 mL > 12 121°Cj= *];5]15/»\

0.5%* v2F % % ;% (0.5% Acriflavin solution)

Prevt v ’%OSg"”*“W%LIOOmL’@/%“fEﬂ k4
HE oo

0.5%% Flexfh 4 8% % (0.5% Nalidixic acid solution)

Pz Jlerpadp BO0S5 g0 AT B AR }\IOOmL’@,@l‘f GRRA
BEr o

10%5 fir fs 4 7% 7% (10% Sodium pyruvate solution)

B AL B 1020 73 F 4k 100mL > Eik's o 4

B o

7 1%%k ¢ "%=2_40%2 f%3 7% (1% Cycloheximide in 40%

ethanol solution)

Bodpe Ml g BOTECRC FR O EA-K(2:3, v/v)iB iR 100

mL’z@,@"f;ﬂu»ﬁwﬁ’* o

I pl f B 38 % 32 (Nitrite detection reagents)

AiRAT PR TR R g0 3 TSNS R 125 mL

LG o
BB B E ke Z RBAER02S g B NI 7
200mL > 4w H * o

7 & k= 4p 7% 4 (Methyl red indicator)

B 44201 g0 723795%2 FE300 mL > £ e Fhpok @ S

500 mL -



2.2.40.10. B ¥ = #&|(Voges-Proskauer reagents, VP reagents)
BiRA T Pra-F 5 g0 BT Ak fE100 mL e
B RB I P-a ¥ 44940 g 3T FAF-K 2 100 mL
2.2.40.11. % i f= 383 (Oxidase reagent)
BNNN,N-z 7 A% - seBp @1 g i3 £46-k 100
mL > 82530 S A RE T R PP - FLoE o
2.2.40.12. 0.1 MEfik 47 & firiie
PEEfAE = 4174 g0 BT FAE-KS00mL o 3 BpHIE 3
6.0£0.1 > £ 4v Z 47k 2 1000 mL » 12 121°Ci= 7154 4&
AR o
2.2.40.13. 1%"5 4k ] % i% 7% (Colistin solution)
P gkAE L g0 33001 ML 4 5 7% 100 mL > 4 &
# o
2.2.40.14. # 15 2532 % ;% (Moxalactam solution)
Pefris BRIzl g 32001 MEEfL 47 % #7100 mL » B g
Kffﬁ v A 2 mLs R o
22.40.15. 5 Nfig e i3 i%
P-rkpip 286 mL v 4e Z Ak € 5 1000 mL -
2.2.40.16. 5% B 3 #E% %
PRGBS g0 BT EARS00mL iR F 0 4 R
* o
2.2.40.17. 5% » &5 %
B BE25 g0 3 Y Z& AR K S00 mL @;‘/ﬁ“% AR L
2241. £ % A&
2.2.41.1. % it fad-9 * & 18 & % (Trypticase soy broth, TSB)

B4 iU B B0 PR (trypticase peptone) -----xexesesensasanass 17 ¢
T4 F-v Pl (phytone peptone) =---=-=-=ssssremenenneaann. 3g
L 5g
FAPLE = 49 (KoHPOg) - evvvreeermmnnnnnneennnnnn, 25¢
T 5 FE(glucose) -erresmsnessesnn 25¢g
o 1000 mL

te BB RS 0 M 121°CR LS A 4B B ¥ pHIE 5 732020

2.2.41.2. 3 F# % % (Buffered listeria enrichment broth, BLEB)
% 1Y FR B-v PR(trypticase peptone) == ---ssseseerarnnanas 17 ¢



F OV g e 5¢g
Fife & = 49 (KQHPOg) ---eveeremmmmmmmmmmmmmmmmmmmmnmnnn. 25g
7 5 FE(glucose) --reresmeesesseen e 25¢
AE* 4 ) 37 (yeast eXtract) -«--s=ssssmsnenenenanannna. 6g
Ffe = & 49 (KHoPOg)-reeeerrmmmmmmmmmmmmmmmmmmmmmnnan: 135¢
Brfa @ = A (NagHPOy) ----rererermmmrrnnnneee 96¢
ZRAR 7R e 1000 mL

E 38 CAF RN VAL GLE I RE RECECE: §oFoE S IR
SRR B2 10%7 fricg @izl lml o R 355
B¥pHE 573+0.1-

22413, £ 21 % £ (Oxford medium, OXA)
AR N E N

(Columbia blood agar base) ------ 39~44 g (AR m %)
F 5 (esculin) ==eresrrrmsrrrusrrmsnrnrr s lg
1& 15 f4 48 4%(ferric ammonium citrate) -« --------x---- 05¢g
% 1 42(lithium chloride) -----=rseremrmmrmmrararaaaens 15¢
AR cenrens s 1000 mL

e BB RS 0 1121°CR FLS A 4R 0 4 AP 2 50°C ) e
ﬁ‘}}%"ﬁ A2 7 ke R04g A S FHEMKRE0.02g -~ ¥
+ £20.005¢g~ g3z %» $20.002g% # 272 % %0.01 gz & -k
e Fe/ AR K (11, v/v)id % 10mL > 2o a8 3 18 0 Ao T8
Amx oo

22414, taf B F A EF AE# B & A (PALCAM Listeria
selective agar, PALCAM)

Bt PH(PEPLONE) -=-rrrrrrrermrrmmmmmnnnaaaaaaaaaaaas 115g
B f (Starch) «erererememrerrn 05¢g
B 1Y AR ceeeen e 25¢
4 & HE PR (MANNILO]) ----rx-xrrresmmmmmeeeeeesrmnnnoee e 5¢
5§ 5 H (esculin) --rresrrramrmrammmnnrnr e 04¢g
B 5 B (QIUCOSE) -+ v mmmmmmm s 0.25 ¢
& ¥5 & 4 4%(ferric ammonium citrate) ---------------- 025¢g
% 1t 42(lithium chloride) -----=-sereremmmmamemmnanane. 75¢g
B5 4 (phenol red) -+-=sxxsssresssemmmnsinisisiinniisiisas 0.04 g

/_‘:f_ ;}’?(agar) ................................................ 6.5 g



2.2415.

2.241.6.

2.241.7.

e BB RS > 1121°CR RIS A 4R 0 4 4T 2 50°C 0 e M I
ﬁf/,ﬁ“,%ﬁ" 7 5 AL )}]%BFﬁ’xﬁOOOS g~ vl g #
0.0025 g% @ # §1;70.01 g2 kil mL » % AR 3 5 -
NgEE i o B HpHIES7240.1 -

pr 2 VA 2 % H (Modified Oxford medium, MOX)

PV LT R AARER

(Columbia blood agar base) ----- 39~44 g(ARF M M T)
PE 3 (QQAT) rreeeeeereerrne e 2g
5§ % H (esculin) -xrmsrrmsrmrammrarnrnnn e lg
1& 15 448 4%(ferric ammonium citrate) -----------x---- 05¢g
% 1t 42(lithium chloride) =--===r=smrremmrmmrrnnnnaas 15¢g

%% &b )% % i% (1% colistin solution) «=«=-==-==x--=- 1 mL
S 1000 mL

te BB RS 0 1 121°CR 104 480 B ¥ pHE 5 7.2£0.1
E :ﬂ’k;@% 0 g 4 P T 46°C 0 PR A ~ iR
fﬁ':] s "F‘*?/Ani’sz’ ARG R ENE A
(ABEHEAP TR AT RALH) -

L FE S0 B R 30 532 & R (Trypticase soy broth
with 0.6% yeast extract, TSBYE)

% 1L R Bev FR(trypticase peptone)  s--seeseseseseseeees 17 ¢
18 4 F=v P8 (phytone Peptone) ----«+----sssssssseeerennns 3g
PSS 5¢
L & = 47 (KoHPOy) wrerermrmmerereneeeeeeeee 25¢g
B 5 HE(QIUCOSE) -essssrrerrrmmme e e e 25g
ﬁj;;‘_: A4 3 F (yeast extract) ................................. 6 g
Z AR 7R e 1000 mL

e AR RS 0 1 121°CR *];;]'15/»\ 48 B ¥pHE 57.3£02
LY R e B AR R O 82 & 3K (Trypticase soy agar
with 0.6% yeast extract, TSAYE)

% 1Y AR v PR(trypticase peptone)  sesessesesseseseees 15¢
18 30 P (phytone peptone) -----====ssssssrerasseeeanns 5g
FOIL AR e 5¢g
A 111 TR 15¢
ﬁ*# F 114 (yeast extract) ................................. 6 g



AR 7R 1000 mL
e BB RS > 121°CR FISA 4B B ¥ pHE 5 7.3£02¢0

2.2.41.8. @& 4 p3E 8 & A (Motility test medium, MTM)

2.241.9.

2.2.41.10.

2 db 31 F (beef extract) -«---rreremrarrenaneneea 3g
Bt PR(PEPLONE) ==eremrersmrermrernn e 10g
L 5¢
P (AAT) rerererere 4g
FAG 7K cererenensis 1000 mL

e BGRfRLS A BSmLiL rEE o 121°CR FLSA
& > AkrH > BR¥pHE 574+£02 0

WX & ¥ % 2 (Sheep blood agar)

% A A % A (blood agar base)33~44 gL A T)

e BB RS 0 1121°CR LS A 4R 0 4 E 1 45~46°C > 4
rE R ME R S0mL o A ARG (A AR AT o
A& B #2 % /% (Nitrate broth)

A b 31 4 (Deef eXEraCt) «--eeesssrreeeeeeaaasnreaaaans 3o
B0 PR (PEPLONE) «-renrerenrarnrarn e 5¢g
A e 47 (KNOs 5 nitrite-free) «---r-msarreremsmraranannnns lg
] P 1000 mL

BB RS 0 ABSmLE r 3 E o M121°CR FLSA
4 B¥pHE 57.0+£0.2-

2.2.41.11. MR-VP# % ;% (MR-VP broth)

2.2.41.12.

¥ 0 F-v "t % (buffered peptone-water powder)--- 7 g

ang;}%(glucose) ........................................... 5 g
E}i’ﬁjﬁi = &w(KzHPO‘t) .................................... 5 g
ST K ceeeeeeeeaeeee et 1000 mL

v A% fR1S > B~SmLjE ~ ;i‘? ros 12 121°CR f;—ﬁ]‘ISA\ﬁ"
B 4pH#E 569+02 ¢
¥4 p-k v & 4 32 % % (Purple carbohydrate broth)

I3 B-v PR35L(proteose peptone NO.3)----ummruenrnnas 10g
= N SR ;}‘%(beef extract) ................................ lg
FOTL A e S5¢g
7% 7 B % (bromocresol purple) - ---exererererarananans 002¢g



DEMEFEE T TR H BB R AR
PH M GEE IR BBRRESg AN
W2 AR RL > P25mL & K g o 11 118°C
= F104 48 0 B ¥ pHE 5 6.8+£0.2 ¢
ﬂ$%~%%ﬂ?$%?ﬁ%ﬁi
S P B SRR F L S% R E MR AR IR 2 R
ﬁ\?;‘\ KOG poK T A:«wﬁ % ,.wfﬁ% i H MR R
205% > P25mL > ~ %> FE P o RBpHE 6.8 =
0.2 -
23, tirz B ey
231 A RHEEE A BRI B2 g e AR R
7225mL > R £33 0 (F 5108 fFffiein
232, B RS E T IR R R R R EF) A A
o BRI IR g 12 P25 g0 4 2 3 R A R 225 mL
L3 > TL10R ﬁ%ﬁ%ﬁ/& °
233, R AR 3 (5 B25mL 0 4o ~ AR AR 225mL
L35 5 FH108 ﬁ’_’#*ﬁ”i’ o o
234, FRGEZEMRERE  oF 7 SRS R %g’;;@%ﬁi#—';a
318 B25g 4r > HFE £R225mL R E353 > 510
CE i 3R
) 8
4

'

!

2.3.5. RSN L S N S EE ks

Mot 2 ,&ngg%(aﬁz«/soc 18] pr\ TR R D)
TR g R R R R (A045°C LT 2 KiE o IS AP fF

) ﬁmﬁtfﬁ‘/@ e ol L2 RIS ENNERES - £ ESV ST

_FT. SRR D 3% S = I Y S ﬁq:/ﬁ;;‘z v e d * kB~ kR S
kg E ks ’ﬁiiﬁé¢£§ B P25 g e x
B %2225mh > R 395 > (£ 5108 ff kiR - iote
1@ E 2 TR T o R RT3 020 -

236, ;,Jﬁ,_%*g;g, 2 AN ‘];ﬂ"i&%? s BB PR 2 101 ﬁ"%%ﬁ
R 10mL > 4c 2 AR 90mL v i A T~ % Flif § 2100
1000% ~ 10000% * #f¥ e - 2 AR > 2 407 BT o



25g#25mL (F %) 10mL 10 mL 10 mL 10 mL

104 1004 10004 100004

2.3.7. % 3k F (Swab) et R4 HR 1 2 BEINE 2 R FRE N AR
WTIT(P)ETEAEY Mmoo M ERE A RS mL o BpE E
o ,«&105,;:\ ervgum #HBZIRTORTER ZHEILS
DR)505 0 RNGRERE BUART I RPN E
BB B Ak n-tuwfg,,g °
A2 I PR S 0 2 E 4TE S AR R P Bt »
8 e A2 51 A (drTween 80 0 i@ H vk R R A
1%) » 2o Jrde o B2 540 o
A3 AR E F K25 g(mL)FF o ikt 0 i £ 2 AR
R TER10R ﬁ%—ﬁ%ﬁ,,g o
2.4, FW| A%
4.1 s %

2411 AR A B3 82 AL RS R EHEY A
FF BN o 030°CH £ 4] B A w4 :s,r@,},g % Fz
0.5%" e %4772 0.5mL ~ 0.5% % F|wefe 40 % % 2.5mL
2 7 1%%k e =2 40%2 f5i3 ikl mL> % 148 pF o
2428 > i £242 48] PEIL £ L B IE PR FR
HHETER B A L 0 $35°CH8 % 24~48] pF o

2.4.1.2. & rz#c(Most probable number » f§ FMPN)3* #ic/z

24121 #23. &2 R A (R R ALY 6 2FRY
- = -

24122 &Pl mLigid 2 (382) ki o #4809 mLA F33 £
R RRAZAGEZHZ L) £030Cr R4 P
(60 & Bl r RS 2 0.5% P & i3 i 20 pL

0.5%% Jlexfash BiA R 100 uLZ 3 1%%k & =2 40%C

R340 L > M K 148 pF o 2 H242.5 > i
BB iR R T E B £ A 0 235°CR £ 24~



48 | pF o
2.4.1.3. ® #&-T 4% ;% (Direct plate count method)
24131 #2382 iRz (MR rdgkile o ERYF
1@3@?7}%—% °
24132, gwPi - s ()Rl mL B ~3-5BEH
M3z & A (H]4r:03mL~03mL% 04mL- % & 5 1mL)°
F RIS EAE
24133, me @B FEEY %353 Ficis 0 335°C & 24~48
| pE s BT 1;\.];:]/27 4 E A o
24134 FEP725~250B FiE L TR AAS M TEY
2423509
A E A R ) A o) 225 & A AR50 pF o R
SR BB AR B B TR R A
242, EHMBRA
2421 EHEMEREZA2EF* 1 d OXA & L ~PALCAM#: % 4L 2
MOX# % A% 7 ML EHPB AR H-F* > ¥
EERPEFEY 1A L2 FREFLE 3?‘%\%&
(chromogenic differential selective agars) > 12 ¥ %5 3 %
FHERZL LR A AL R I F (chromogen) 4 f# )’1”’

PALLEI MGG R R R A
Hi % ﬂ’rﬁrfrﬁ:]

2422, #* EEW THIEP2411.2 241228 2 ik 0 4
FEBHUREZAN2e s ff > FUBEEREF S RHRE

Bl- ) 2 * OXAR % & - PALCAME % &4 2 MOXE %
AEZEFHEMEEA RREFS335°CE £24~48 | pF >
LAE PR S MR E AT RS E]‘/ ¥ 3
ARAFIRIFOFIERBRAKR FEBRA24F
2423, K B A RAPET OSBT R FE #&f,é_’?TSAYEi‘; % 4
30°CH: % 24~48 ] P¥» L ¥ (74> TSBYE# % i > 30°C
BAEU~AR ) UF T ER R G
FREMALE ¢ 33 % fho Rl g R 7 Gp PB4 RS
“TSAYE# % 4 2 TSBYER %% » Mg 2724 L g% o
243, #%
243.1. % * % ¢ (Gram stain) :
(1) 4cif £0.85%4 32 & B kv igh B b o v 38 44 (2 TR)



PR EAKR O HBIEHFEEHY > kT AU E
NIE3~Ai e H 2 B VE o

(2) A tHe T2 HF v ARk RE 14
Kk o

(B) ¥4 4 H FAARIES 1/,,\ff§ » Rk o

(4) ¢ @ *95%¢C FRik: A £ ,a I A Bk

A BRI 30F) o fRARER B B m w
(B) % ¥ AR IRA 4305/ » Kk o
(6) R sz -

(7) &k : T HIF% 4 —}'5 REFABEE ERA S ?Lf
R FANIEMER pf]o Bkl s B3 8TF AL B
LA BRI S R R AR
2.43.2. f§p= 45 (Catalase test) :
pTSAYEs £ A&y > B 7 1 > %3%EF i+ &
BRI~2F BB RFAL AL FEFIDF o
FRIGEF R BV i i PFRAR:LF k-
2.43.3. 4 k8 # 3 % (Umbrella motility test) :
A TSAYE: % 495 > 3 {13 MTM % & ¢ 912% 7% »
W20~25°Cr & > & [§24/ L% - =X > 3 FBRRTX >
AREEAVETI~S mmAe B AR ECB )T E LR
B BRGEF R - BV I LIS BFARILF -
2.4.3.4. B-7% £ :#% (B-hemolysis test) :
wmmmﬁ%gﬁﬁuﬁf%Wiiﬁ%gﬂ,%%%g
RA8 ) P FEA A BRBA L MR 2T
AESLF R BRIGEF G- E#ﬁﬂiLiﬁﬁﬁi
Psip e Bk at kR
2.4.3.5. pE#EA* 5 (Carbohydrate utilization test) :
p TSBYEs % 2 40 ] » B84 7 0.5% R 348~ A%
HBBM T AR S TR S BTSSRk L p
Bk 335CH % 0 24 FRE- 0 1 FERT
%’%%ﬁﬁéﬁ%éﬁéﬁxiﬁ% TR EF e
FRTE T ERERTOTE ) SR E R A o 2 N R P
WL R %%ﬁﬂ%%m@néﬁﬁ
2.43.6. w4 L FE 4w (VP test) -
A TSAYE#2 % #4795 #83 MR-VP32 % /% ¢ »%:35°C



2.4.3.7.

2.43.8.

2.4.3.9.

£48+2 PSP RBAFRIMLI ¥V - REREF P 0 4
R N EAARA 06 mLE BE VA RB 02 mL
80 Fher PFIUEL s dEIEIE S 0 KA FRERER R
ERp e PlEEF B BRIE LR B H Pk
BERAELF R -

P A i % (MR test) ¢

12.4.3.6. 5 F1482 MR-VP2 % ;% » *+35°CE 32 $48+2/]
%é’ﬁ%"% ﬁf%whm EERS O BERL
ﬁi TR H e bR e HPiaRg 5 LG AT

: F@O

A TSAYE&‘“ % A48 - %@i s (e L ey
f’ﬁ% WEIE l“ﬁaaéﬂ'ﬂ FEOI0~ISF N R 5 IFER I 4
TFEER G EF R EPR S IR B
F /ﬁ%
CAMP:2 5 (CAMP test) :
B2 % FHRR. equi% S. aureus (£ S. pseudintermedius) ¥ F&
STSAYESR: & 2 > 3035°CH: %24 ] PFis 0 1210.85% & 'ﬁ%:]i
T & %ok fedl] &« 301.0 McFarlandik & 22 Fie > £ 12 & 7
it FRAENITHEFLILREAY - 2B R
FHh Tt fEk & 5 2.0 McFarland2. ¥ 5 FikFik > & F
PR cE PRI B IS HRARFIIHRE &
B2 L3 EH 0 JfEER equi 2 S aureus (&S

pseudintermedius) % 2~3 mm (4c B = ) » *>+35°C3: % 24~48

S BRESE o 3118 aureus (2 S. pseudintermedius) Fe
A % 0 ATR. equifid% w PR A FE BRIGE
Fls e EVisksf 2 BRI F ko

2.4.3.10. ¥ p& 7 B & 2% (Nitrate reduction test) :

2.43.11.

A TSBYEs % ik 497 £ A MBS £ 7 > 3035°C
BASRI o BRSO TARBRREHLIBIRAL B
B:02mL fzidsdh i BEFES  E MK I S F
B BRI RBIPEA VLA G 2R RRE
PlG g F - EP S 28T EARLEF -
e

FEEDEG o RIBTSBi £ ik 6~12] B2 Finl



mL> 4¢ » 5 121°Cy ]?]15/77\%7 4340.lmL: &

Ho MR F A 2 % E O -T0°CAE MOGR 4
25 = c Hyma s s ‘*’T%i*ﬁ?]l‘% B B ET A2
A PE R T S i
.

1. i peidoe FieA2 BEFeAd
2. A A4 BHGEY )27 | &R %

7 ~ R
3. & RFH R BEAPF TI~5| & R %

mm ) IR 4 G
4. CAMP:#5k 218, aureus P Fr B | & R IR %

B % 0 B R equi

10 42 el 3
5. BB Rk | o%d R &
6. 3 *frd% RS PR
7. % “FE%k ¥ ho d F d +
8. 7 Al i d ¥4 +
9. HEMBAI* #F&& 3¢ Bg +
10. & 41 * 5% ¥ ¢ ¥4
114 Z#Epq)* 2ok |5 ¢ k4 —
12. % 5 11 * 5% ¥ 4 ¥ g +
13.9 3 BA1* 5% 34 # g +
14. % 57 A1 * #5% 3w ¢ k4 +
15.B-7% o 3% SR B IY | £ IR % +




- wHM
(1 st streak)

- R
(2 nd streak)

Bl- ~ OXA ~ MOX2 PALCAM3: & 2 2_ % v % &%

R. equi S. aureus & . pseudintermedius

L. monocytogenes
//l\\ BT TR R

Blo ~ Gp@ds £ ABEF BlZ » CAMPHES Hth 71 ;

7
M 5 AR
M 5 AR

~



2.6.2 #c
2,61, Borrdicyt B LG P &AL HE PR S B A
.|v+iﬂv4éf%§§5§g¢ fi* 42 5 & £ 0.1, 0.01, 0.001 (g
mL)2. = Ff = 2 Sofmlick (Aot )40 85 I E ok § % g
4 2 BFE Bc(MPN/g & MPN/mL) -
A Bor i

0 0
T F R MHU]$;Q T F R mm/%ggw
0.1* | 0.01 |0.001 g (mb) =g 4+ 0.1 |0.011]0.001 g (mb) =g e
0 0 0 | <30 | - |95 2 2 0 21 | 45| 42
0 0 1 3.0 |0.15/ 96| 2 2 1 28 | 8.7 | 94
0 1 0 3.0 (015 11 | 2 2 2 35 | 87| 94
0 1 1 6.1 |12 18 | 2 3 0 29 |87 | 94
0 2 0 6.2 |12 18| 2 3 1 36 | 8.7 | 94
0 3 0 94 | 36|38 | 3 0 0 23 | 4.6 | 94
1 0 0 3.6 [0.17| 18 | 3 0 1 38 [ 8.7 1110
1 0 1 72 | 13|18 | 3 0 2 64 | 17 | 180
1 0 2 11 | 36|38 | 3 1 0 43 9 |180
1 1 0 74 | 1320 | 3 1 1 75 | 17 | 200
1 1 1 11 [36] 38| 3 1 2 120 | 37 | 420
1 2 0 11 [36] 42| 3 1 3 160 | 40 | 420
1 2 1 15 45| 42| 3 2 0 93 | 18 | 420
1 3 0 16 [ 45| 42| 3 2 1 150 | 37 | 420
2 0 0 92 | 14|38 | 3 2 2 | 210 | 40 |430
2 0 1 14 [ 36| 42| 3 2 3 1290 | 90 [1000
2 0 2 20 45| 42| 3 3 0 | 240 | 42 (1000
2 1 0 15 |37 42| 3 3 1 | 460 | 90 (2000
2 1 1 20 45| 42| 3 3 2 | 1100 | 180 (4100
2 1 2 27 | 87|94 | 3 3 3 [>1100]420 | --

* f« l‘?;ﬁ‘? ¢oar 2 e E (g2 ml)
ﬁrﬁﬁiﬁmﬁﬁ#ép”ﬁﬁgﬁﬁ01mnom1@
#ml) FRABEF FFBEERSLEF o050

BFr¥icd 2. BoFE#ic

- [F3E 7 B Ex10

Plde D SB[ E 5 ORREFL L F B R Bs 3-1-0F 0 $R A
rﬁivﬁr&ﬁ%’

() % #2488 5 & B F 7 141,001,001, (g mL) -
ey NRRR R L B

Bz #MPN/g (MPN/mL) = 5



= 4.3 MPN/g (MPN/mL) -
110

(2) § &AL 5 EHFE 7 R0, 001, 0.001 (g
mL) > 385 JURIE F 2 Bl
43
0.1 x 10
(3) ¥ #AE 5 ErF#E 7 % 10.01, 0.001, 0.0001 (g
Aml) o 45 IR F2 B e
43
0.01 x 10

= 43 MPN/g (MPN/mL) -

=43 x 10> MPN/g (MPN/mL) «

262, F BT FEcz

2.6.2.1.

2.6.2.2.

2.6.2.3.

FEATVARRAEY 77 EPRE LI AERI TR
BT aN) s £ 02622826238 20 E kY
R F RS IS0
Ny
L ER)= T
No
No= ITESKZT R A i
kS R &R Sih S R RS RMSHE S
rﬁ%ﬁ i W - R BT 2 BT kS 25~250
P st B %ﬁkﬁ7w SO S ST S N L
THANE o e F PR CRF e (F
IRt R U RS SN NF RS S
Bi) #HGocdks A o Fikcz &7 2 5 CFU/gs
CFU/mL -
LRSS r’:" F #74%F F#(CFU/g 2 CFU/mL)
= (Za)x — X R
Ya : Aﬁﬁ% BH2 A1 T T R FE R R
Va @ AFFIR 5 e ”Lr*r TR R LA

AR g
R:Lbi:

F 10 BAE R BT 2 B B h25~2508F - & iR w3
% A 7}%,-4’# Rz HpinkH ez ﬂJT*i—E_—]:a'g:,ﬁB,\ﬁ T35

%

v

2;"1?}'|J *\"J-E o
B5d

XQ{ PiIk 3 4 1% #4145 FB(CFU/g & CFU/mL)



o OB ERCRNO R B

Ta @ AR R u’L’r»ﬁ TP TR FE R
b : B;ﬁ?;‘% Bz T v F]/p % B A
Va Aﬁ%—ﬁ = ez “Lr”ﬁ TP R AR
Vg - Bﬁrﬁ oF SELS RS R AR L

A~B: AR R
R: pL _‘$
27 e GEERT 20 B A A A RPIE AL RRE
L Bipielgd 3 LR UAfg®mR> 2 o
%éi-ﬁwb%,ga_mﬁu& WA F enB RS b IRITH POk A S

BrEF AR (TRE o



5238 H PR S 1% 2745 2 real-time PCR% 7B
Lo * gelf] 0 A2 2 % S0 H Pk § 13 Ar 2 9 o
2. B E DR ERE S PSS 2 FR o SDNAZ B S
oo pE B & fF 48 F & (real-time polymerase chain
reaction, real-time PCR)# %] A& 2 & i o
2.3 IR AR S R FE KR U o T T~
F2DNA# B~ ~real-time PCR:# | fic ©] 2 real-time PCR %
HREAR T Z T RIEZRE > #AL R 54 o Real-time
PCRFE®| 2 fie Wt 2 $ % 23, (TR P 327 o
22, %%
22,1 TR L AssaF i B Applied Biosystems 7500 Real-Time
PCR System » &' r % & ©
222 FRAFE CVEI2ICEF o
223. 4 3 % > ¥ (7% (Biological safety cabinet, BSC) : % = % &
(classII) (7 )4+ # ©
224, BT B LRI EFIRT A o
225, Mg 4% é}ﬁ-v # 07 220000 xg o T E4°CE F A o
22.6. st E SRR F ARG .
227, Ak nb\‘:g¢$5i3°c—+ﬂz .
22.8. A1 oA ﬁﬁ.#&‘—ZOi?’OC—‘ﬁ °
229, HFRLE
2.2.10. sk R Pl EK -
2211, ARkt E4 £E260 nm ~ 280 nm -
2212, AT A fEER 5200000 FAAS01g; bt HEE S
100g > &4TR 5 1mg-
23.1.DNA # 3% D3 % 3 S B HmEDNA 112 3 & £
2.3.2. Real-time PCR # ("D
2321, EuE Y 513 2 4E A
2.3.2.1.1. Listeria monocytogenes (#=¢12k F] © iap gene)
51 % F : Lm835F
5'-AACTGGTTTCGTTAACGGTAAATACTTA-3'
513+ R Lm998R
5'-TAGGCGCAGGTGTAGTTGCT-3'
#* 4P : Lm918P



5'-FAM-CTACTACTCAACAAGCTGCACCTGCTGC
-BHQ-3’
PCR3 t§ 2 4 + -] 163 bp
2.3.2.1.2. Listeria spp. (=74 F] : iap gene)
51+ F : Lalll055F
5'-GTTAAAAGCGGTGACACTATTTGG-3'
51+ R ¢ Lalll163R
5'-TTTGACCTACATAAATAGAAGAAGAAGATAA-3’
#* 4P : Lalll118P
5'-FAM-ATGTCATGGAATAAT-MGB-3’
PCR3§ tg & + + -] 108 bp
L E X253 2 EE S ATHIE ) MR 5 kR g
BOER 0 A EKET20°CH KR YA Wk
Listeria monocytogenes 2. F- %] :75 % * IF 425" 4 * 6-
carboxy-fluorescein (FAM) #% 3z > 3’ 4 * Black Hole
Quencher-3 (BHQ3)1&3& ; Listeria spp.2 #7533 5% * 3F
-2 5'x 3 * 6-carboxy-fluorescein (FAM)i&zs » 3'# #
Minor Groove Binders (MGB) &3z o
2.3.2.2. TagMan® Fast Reagents Starter Kit ( i * *% Applied
Biosystems 7500 Real-Time PCR System)
AEB P 7 real-time PCR#TE 2 ¥ Pobb+2 3 = BHRL ~ B 6
fes o @ Bd—?/fl‘ﬁ 513 ~ FF 42 FiplHTEDNA -
233, {RY P F HPIRE S B2 R R ST Rk HDNA -
24, BE Z 42072
241, prgg 1 2uL~10pL ~ 20 pL ~ 100 puL ~ 200 L% 1000 pL -
242 Bg x ¥R F e 10 pL ~ 20 pL ~ 200 uL% 1000 pL -
243, g 2200 ul ~ 600 pL ~ 1.5 mL 2 2 mL -
2.4.4. Real-time PCR¥ & ¢ : 100 pL -
24.5. Real-time PCRF &% @ £ 96 % ~ &4t > i * * Applied
Biosystems 7500 Real-Time PCR System -
2.4.6. 3F e ¥ g P 50mL ~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL
%2000 mL -
2 h 2 AT B 455 & DNaseis % o
2.5. Real-time PCR,p 77 (5
Applied Biosystems 7500 Real-Time PCR System #-%| &% *



SUMBTF R 2.0 uL
SUMIEE & - 1.0 uLb
TaqMan® Fast Reagents Starter Kit...........c..coc..... 12.5 uL
e BEDINAIZ TR oo 5.0 uL
EFZ BT K 2.5 uL

B 25.0 uL

213 : Real-time PCR7% i Mt 7kis @ fetl o

2.6. R EEDNAA 2 B &

2.77. #Fw

2.6.1. #HH Fik 2 DNAB % W &
pE-24LEHEARY 2BFRlImL B~ RE2ZLS
mLgt< 3 0 1115000 xg#rs 32 48 0 4 bR o
2.6.1.1. & F &2
KA 4~ B2 S ok lmLo 3R R £ 355 51215000
it AR N N S P S LRI B SR
k1 mL > %Ef £393 > Er e BIRT FY HA104 4
B"ﬂ'm&:}ﬁl'\a ? » 1T 5 = 1 HDNAR & » 3+-20°C/4 /ﬁt %13 o
2.6.1.2. 3 B~DNA 2
R ONE RS ?mﬁDNAﬁF’*’ dEEERE
g EELE ##@B’»DNA 3 P~2 DNAB R o 3 & @
]?]41.5 mLTa}E‘-M ’Ff » T4 ’Fﬁ’WDNA},%Z R 3220°CH R
I o
2.6.2. ~ 3riF k2 DNAR % W &
- BTk A BER R~ 73 AF2 RS kImLe © @
FlomLag< # > RiFR £33 > F 4104 450 B gLe F
(R4 £ris 1215000 xgd 3 m 48 > APt iR 1 ¥ - 2 R
L5mL3t< > % 5 HDNAR & - *v-20°Ci4 if 75 o 7 7
£2.6.1.2.4 & (7 e WDNA R e 2. L o
2.6.3. DNAK /& ip| 2 2 ' B 2|47
Poif £ 2 R ADNAR % > & F2 SRR g Bk
5 4 uipl 2260 nm % 280 nm2_ &k & (0.D.) o ik £ 260 nm
sk 5 5S0ng/uLE IR o T 5 mﬁDNAﬁa i% )k & - DNA
AR B R P 110.D.0e/0.Dagtt BT T H L B AN T~
2.0
|37 5



2.7.1. Real-time PCR3 i¥ % % (+4)
MR S R PR DNAR R ~ 313 2 HREF Y o
B~ @ 2 LS mL3gs ¥ 5 ik BB 2.5.& fe Wreal-time PCR% %
% B 4v » TagMan® Fast Reagents Starter Kit - iz sl 2
FE o R EIB5 (8 0 & %20 uL » real-time PCR* &% ek &
3o A ulde » R HDNAA %5 ul o £ #real-time PCRF &4
11200 x g & 3w > # ~real-time PCR* B % > 2T 7] i £ i
FRER -FPEYHFELFRE L FBRERE -

# B R(CC) PR (sec)
1. #E 95 20
2. B 95 5
3. Abdx ~ wt B 60 30

WH2I HH3 ) LR FASBREF K -
SrA4T 1 F RIERAN G T BT Y 2 RE X A
E2 K EER o
2.7.2. Real-time PCR ¥ £ & 47
#% T DNA S real-time PCR»* & {$ > ® £ /¥ real-time PCRF & B
b2 FERBEE A D 2§ LHIFE A TE 2 F R
o BV RFEFRE LR RERE -
2.7.3. FE
& ¥ DNA2_real-time PCR}{ t§ & 4= ¥ k & 47 Bl & & & (%zﬂ%
EF S PTRIEFART V5 § R HEDNAY T F R e
real-time PCR¥ k£ 2 47 B2 /g d 4974 4 2. F Joi%} g
WA TFEiLigreal-time PCR¥FA 4 5 R gA FIH 0
FERLE R Y 7§ Listeria monocytogenes & Listeria spp. °
MR % IRE IR § % A1 2 real-time PCR& B 7 AR5 & 3
f

ar

o
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identification of Listeria monocytogenes from red meat, poultry,
ready-to-eat Siluriformes (fish) and egg products and environmental
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& 5 i A2 )

[ *ﬁ%ﬁ 25 g '{rt » i‘g P{':]}"e' ‘ /]Q 225 mL ]
\4 \ 4
f:é_ E R RE \ /&E’E&?&% : \
N feir it F AR = %
LR S Pt Al mL v
it 1 mL % 3- BAH FR R R [ HAE = }
SBHEE MR E 9mL%3% (==
t y & — ﬁ%%§+§ ;s)
k,i’_L b ﬁ'??; / k / 30 °C 4/15’:'5
30°C | 4 /] p&
A 4 A
/4‘; ~ 0.5%‘:‘{(:3;—%% —,%\ /4‘; *0.5%¢" e %\
%20 ul~ 0.5%% %% 0.5 mL - 0.5%
e e 4 B3 % FAlepesp BB R
100 pL2 % 1%k ¢ 25mL% 5 1%3% ¢
2 40%T fiER R iRz 40%C % R
40 pL I mL
\_ )\ )
35°C | 24~48 -] pF 30 °C v 44 - pF 30 OC‘ 44 | pF
Lo Bl B3 i h 4kt § F B L E R PR
% 0 £ 35°CH % 24~48 | pF o
2. M RIERHFRESH N LR AT RERNE
FerAA ORERY EFEEFER -
\ 4 \ 4

SRt AHTI 05 BT RET 0 £ TSAYE £ % & - 30°C % 24~48 |
Pro ¥ (746 TSBYE 32 %% > 30°CHs & 24~48 | p5 » g 274 it @2 o

30°C | 24~48 /|- p* ¢
[ A RBEHAT B4 MR E S ER kAR ] [ 11 real-time PCR #=%| () ]
[ %3R5 5% % ] 2 Listeria monocytogenes ]

v v

HE IS R REE [ﬁ E#ﬁﬁ%ﬁiﬁﬁﬁ%’ﬁil

3+ 8 3 MPNi#c

T R AR TR 2 real-time PCR 2 ) 3¢ % B FF R > v Peid
2



