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f# 4 42 B R E8/K(Phosphate buffered saline, PBS)
i 14 & B R 7K (Alkaline peptone water, APW)

IR ACHREL EE 1= 1R B B R B - M 1T B & (Thiosulfate-citrate-bile salts-sucrose agar, TCBS)
BRIERER AT EHITEE (Trypticase soy agar, TSA-2%3,3%NaCl)
BRIERREQ KT EHITEER(Trypticase soy broth, TSB-2%33%NaCl)

e IR W E EA EIEEE (Arginine-glucose slant, AGS)
= HE#EIEEE (Triple sugar iron agar, TSI)

EH) M BRIEEE (Motility test medium, MTM)

B IEEE (Gelatin agar, GA)

B EFEIEE E (Gelatin salt agar, GS)

Hugh-LeifsonE&EE B & & (Hugh-Leifson glucose broth, HLGB)
IR A E IR I B8 (Decarboxylase basal medium) : i5MZEL - BEIZEL - SHZEE
R{EEREZEBE (LB E & (Tryptone salt broth, TN) : T;N,, T;N¢, T;Ng, T;N;,

MR-VPIEE&E & (MR-VP broth)

R RIEE R (Bromcresol purple broth) : HEE#E - ZLiE - HHE - fHEE - HEREE
Wagatsumaig & & (Wagatsuma agar)
Fﬂﬂﬁfi %E(Long -term preservatlon medium)->EERE

Qw/ # £ B A B
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iR 7K (Alkaline peptone water, APW)

A

=RR(peptone) 109 mhgazans
S {E#(NaCl) 10g #IHLEE
Z<BAIK 1000 mL

> AaEEEARE - D121I°CRELODE - &4Z&pHE®S8.5£0.2

O Alkaline Peptone Water is recommended as an enrichment medium
when analyzing food samples for Vibrio.

O The relatively high pH of the medium (approximately 8.4) provides
a favorable environment for the growth of vibrios.
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ERRE-RE-EEEEER

(Thiosulfate-citrate-bile salts-sucrose agar, TCBS)

FE B0 B 47 (yeast extract)

5

E B (peptone) 10g
Fe i (sucrose) 20 g
- HRES $3(Na,S,04-5H,0) 10g
~IEIZ B 83 (ferric citrate) 1g
FIERS 8 (sodium cholate) 39
=4[ (oxgall) 59
EIERE M (sodium citrate-2H,0) 10g
= 1E#(NaCl) 10g
F%E%é%%(bromthymol blue) 0.04 g
E&EE (thymol blue) 0.04 g
*¥3(agar) 15¢g
2= B K 1000 mL

> MR B(A DS REE) - <28l 250°CH -

8.6+£0.2 -

MENERFMEZEBR
MENERFBEZEBR

SINER X A i 4 35 A% E= B (Postive > Negative> 4 &)
iR ~ FEEREER - ERIH,SHESE
IEEARRACIRBL IV 2 I8 - TZ AR &8 Z (B BI04
HEKESEEEXEME - KIBRER
MHEKESEEZEXEME - KIBRER

A SR E A

I BH

pHTa‘I’”Y“J( 6.0 - )

pHis~EI(B < 2.8~8.0  FlF)

Bt [ 5] 5

AABEI - WERKRERAIL37 ~45°CE2)E - &ApHER

C\w/ w £ 7B R B

C/( EREYERS
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Performance testing of TCBS

Function Incubation Control strains WDCM a | Method of | Criteriac® Characteristic
control reactions
Productivity |37 °C = 1 °C for | Vibrio parahaemolyticus 00185 b Qualitative |Good Green colonies
24h+3h growth (2) |(sucrose negative)
37 °Cx 1 °Cfor|Vibrio furnissii 00186 b Qualitative |Good Yellow colonies
24h+*3h growth (2) | (sucrose positive)
Selectivity 37 °C = 1 °C for | Escherichia coli ¢ d 00012, Qualitative |Total
24h+3h 00013 or inhibition —
00090 (0)

a2  World Data Centre for Microorganisms (WDCM) strain catalogue available at

b Strain to be used as a minimum (see IS0 11133).

c Some national restrictions and directions may require the use of a different E. coli serovar. Make reference to national

requirements relating to the choice of E. coli serovars.

d  Strain free of choice; one of the strains shall be used as a minimum (see 1S5S0 11133).

e Growth is categorized as 0: no growth, 1: weak growth (partial inhibition), and 2: good growth (see 1SO 11133).

¥ibrio parahaemolytict

Expected Results
Typical colonial morphology on TCBS Agar is as follows:

V. cholerae...........ccccooeveninn Large yellow colonies.

V. parahaemolyticus .............. Colonies with blue to green
centers.

V. alginolyticus...................... Large yellow colonies.

Proteus/Enterococdi............... Partial inhibition. If growth,

colonies are small and yellow to
translucent.
Pseudomonas/Aeromonas ..... Partial inhibition. If growth,
colonies are blue.

)
o

FDA

w oE ' A 5B
ERENEEZ

Taiwan Food and Drug Administration




Performance testing of TCBS

Cultural Response

Cultural characteristics observed after an incubation at 35-37°C for 18-24 hours. User Quallty Control
Organism Inoculum Growth Recovery Colour of Identity Specifications
(CFU) colony Difco™ TCBS Agar

Dehydrated Appearance: Light tan with greenish cast, free-flowing,
Shigella flexneri ATCC >=10% inhibited 0% homogeneous.
12022 (00126%) Solution: 8.9% solution, soluble in purified water upon
Vibrio cholerae ATCC 50-100 good-luxuriant >=50%, yvellow gggllr;gc.;iluuon is forest green, very slightly
15748 -
Vibrio fluvialis ATCC 33809 50-100 good-luxuriant ~=50% yellow Prepa‘red Appearance: Green, slightly opalescent.
(00137%) Reaction of 8.9%

Solution at 25°C: pH86+0.2
Vibrio parahaemolyticus 50-100 good-luxuriant >=50% bluish green
ATCC 17802 (00037%) ) Cultural Response
Vibrio vulnificus ATCC 50-100 fair-good =>=30% ) Difco™ TCBS Agar
29307 (00187%*) greenish yellow Prepare the medium per label directions. Inoculate with fresh cultures
Enterococcus faecalis ATCC =>=104 inhibited 0% (E. coli grown in TSB; vibrios grown in BHI) and incubate at 35 + 2°C for
29212 (00087%*) 18-24 hours.
Escherichia coli ATCC >=10% inhibited 0% ORGANISM ATCC™  RECOVERY _ COLONY COLOR
25922 (00013%) Escherichia coli 25922 None -
Proteus vulgaris ATCC >=10* inhibited 0% Vibrio alginolyticus 17749 Good Yellow
13315 Vibrio cholerae El Tor 14033 Good Yellow
Key : *Corresponding WDCM numbers. Vibrio parahemolyticus 17802 Good Blue green
Test strains Growth Colour change to yellow

— - Appearance of Colonies Microorganisms
Vibrio alginolyticus good / very good +
Vibrio cholerae Inaba NIH 35 good / very good + Appearance of Colonies Microorganisms
Vibrio cholerae El Tor Inaba CH 38 good / very good n Flat, 2-3 mm in diameter, Vibrio cholerae, Vibrio cholerae
yellow type EI Tor
Vibrio cholerae Ogawa NIH 41 good / very good +
o Small, blue- t Vibri h lyti
Vibrio cholerae El Tor Ogawa CH 60 good / very good + mafl, blue-green centre 1brio paranaemolyieus
Vibrio parahaemolyticus ATCC 17802 good / very good - Large, yellow Vibrio alginolyticus
Escherichia coli ATCC 25922 none / poor - Blue Pseudomonas, Aeromonas and
others

Enterobacter cloacae ATCC 13047 none / poor -
Proteus mirabilis ATCC 14273 none / poor R Very small, translucent Enterobacteriaceae and others
Pseudomonas aeruginosa ATCC 27853 none / poor - ) B E @B F

CMippERENERE
FDA Taiwan Food and Drug Administration



& Z kR IZE (MPNET80%)

%8250 g(mL)MAPBS#EE/&450 mL

N2
FH1001F - 1000155 25 ERR
\Z

SHEBRRRE)RRL mLUEERAPW 10 mL(3pE3%)™
\V 35+2°ClR &1 &(18~24h)
B ZAPWREESFRL cmE - l—ERIRE S 2R EENTCBS
\ 35+ 2°CRR 5 & (18~24h)
ENE /D@ REE - EERTSA/TSB-2%3% NaCl
\l/ 35+2°ClR&Ri%& (18~24h)
HERRIHELELCRAER BEERFER
N%
O, KR M5 5t £ 5 B
NZ
el E R A EZ S IINE R EHE A
N%
EERBXIMEE  sTEEMPNEZ
HBRESME LR RRSEEZHEMNGEER - NI0EHERR CC}F/ B/ &£ 8 F BB

10 mL (#REE =1 g)MMABEEE Z2{ZREAPW - BREysRs
DA Taiwan Food and Drug Administration



IR E R RIS B T
% BE 5 DR memissese g (ml
He Bepn — BREES0g(D

\/O # £ B8 A
C4FpA EREDPERE
Taiwan Food and Drug Administration



EWESE(I) : 10f5%EER




HREWEER(O) : 10"RIEERR

it s0g &k S0mL Bk 10mL 10 mL 10 mL 10 mL

/ Y

Bl 4 | e
24100, 1000, 1000055 L0
B EEA0 mL + 90 mL) o] ) )

10 1% 100 1% 1000 1 10000 4%

%)ﬁEEE*Uﬂ
C ERENEEZ

DA Taiwan Food and Drug Administration




82 ol 5l B

WEERAR(ENERRL mL> APW 10 mL(3fE33%) > 35+2°ClrRIEE

D& > TCBSEIRIS B (35+2°ClRR) > UREZ(BEINN - ELE/EHE - HE42~3 mm)
OO RRETE > FEERTSAKTSB(Z2%53% NaCl) > 35+2°ClR&RISE

O#L 8 : AGS - TSI » Gram stain + Motility + GA/GS - Oxidase * O/129 Sensitivity
Ol - AEEab/%EE - 15K KRR - REIREEIRLES - BIRELIRIERS - 1BE8M - 42°CE
c (g B - BREZE(VP test) - MEEEEEE - BEERIGEILEE(ONPG) - KanagawalR®

DARARERERRMERES (Agglutination test of antigen with somatic (O) antisera test)
355t DR EN R ME R EHEE (Agglutination test of antigen with capsular (K) antisera test)
13 B3\ A

CN)o, @ & 8 B B

CMippERENERE
FDA Taiwan Food and Drug Administration




IRHEYZ#E1 mL
- BEERAPWIS
BRI mL - 3%

(3F&3%)

-> o

BE> DA

IEEIEE
APWIE &E R R
35+2°CIRIEIEE
(18~24 h)

DEEA{EISE -

#9 BY B 7% (% m e
x1 cmig) - B4R
BRI TCBS - iR
35+2°ClR RIS &
(18~24 h) -

\/O wm £ i N D
C ERENEEZ

DA Taiwan Food and Drug Administration



m{EDBRETK ¢
HEEREMRE - MEZRV3E0REE - FKEER
BEE#2~3 mm - TSA K TSB-2% 8% 3% NaCl - i}
35+2°ClRRIEE - HBEELHER -




=3 | w5

Ly

O 5 (bR
YDA - fERR LA

O APIE{CAIFEA

O Vitek B ) EY) i 7€ 224

XMEREEYRT I HEERE - HERUEEN A LRRES
L4 HISRERESEN - LIARRTERE -




kN

el EEEREIEEE(AGS)H R
—EEIEEE TS R

. EEEKEE(Gram stain)

GEBIM R (Motility test)

BB IEEE(GA) R BN B EEFE1EE 2 (GS)q 5z
. Hifp e ZE LR B (Cytochrome oxidase test)
7. O/1298 it B2 (O/129 sensitivity test)

SO U1 A W N



s IEEE B E ER E IS =2 (AGS)H i

O0RE . EREB(ER->EFMREs) NER - MAMKIA->ERGH,S + BEREREE > RembE
O R : S9E>AGSIHER /\JrE%U,;?&%%U?ﬁE%f BR35+2°CleR1E&(18~24 h)
O0#&R : BRINEAEEMESREE - HEREERBE(ERE)REMNE S (ZE) B0

AR EE IERE(+) Eﬁﬁ.’iﬁ( ) % S DB [ B

/

=
FHE =8
| —|--|— = | N hva ==£ L
whriwEEs  EH =8 »%@ i
HIEEEA R EE [EEHESRE 0 fEEEw -
(=
ﬁﬁ{bgﬁ /\\\@ gF/n\@ -
R ) B 4 41 @ 38 % 3 (Arginine-glucose slant, AGS)
) Bromocresol purple
s
% & B (peptone) Sg (pH indicator)
BEE 34 i 4 (yeast extract) 3g below pH 5.2  above pH 6.8
F AL % & AR (tryptone) 10 g 52 = 6.8
Fibsn 20¢g
#) 7 #E(glucose) lg
L% B % B8 A% B8 (L-arginine hydrochloride) 5¢g
A5 #5548 4% (ferric ammonium citrate) 05¢g
i AX A B 4 (Na2 S 03) 03g
78 F By %% (bromeresol purple) 0.02g
% ¥ (agar) 135¢
stk ok 1000 mL
fo BB 0 o BGE FIEAGRE 0 B121°C R A 10~ 1245 48 1% 17F Ow s c= ot
. - i @ £ 0B &M
Famrrgat & pHMEAG69+0.1- -
RERRE > ¥ PHES BREYERE

C/‘F DA Taiwan Food and Drug Administration



—HESEISEE(TS) R

ORE : MHERBEE - EREMNEER)ANB AV ES(ER)NEE - 85
B BEROENELCES  BREVEEBZERMmMAL - KMEF A
EEEPSZRYE - EAMEEY)  WEFREZL - EEARERE - B

MMEAEEEMDIRET=E -

A% : ES>TSIHEEFRBEIRAFREES35+2°ClREEE(18~24
h)

O&R  BRXIMNERNEEZASHT)  ESE=8(®)  BERRKER
EE -

swaxn | rmmi | _azso | mxue
ME

— i [EEZf =B PYR=:) +
= == E&y . . N
BEIR =2  maagaozs pr H e ;
FEa ®e SEme ;
\/O #/ £ w3 &
o= O =
N C/ FDA %;Eoo%m D gim%m%



FE KR & (Gram stain)

(1) SaENEERS : SR A > EEREK-HINER—>ERXIEKRA - B —
MELE E (R B K3 ~42R)

(2) ¥
(3) ¥F .
4) IREa :
(5) 8% -

(6) ElEz
(7) St

it me SR AL 70 88 — IK 55 < 58

hE R E 1 77 88 — 7K 5%

5% LEEPHREABAERBEL —IKTEY
BB EFRI0 — 7K 5t

AR B-ZREKEGHE  RAB-SHEKEME
(8) #ITE :

BRINEREEKEE  EREZEMHERER - AZESE - HE
Sl £ -



EEMEEEE - BYIBARE

AL B

B 1 L (GA) L BR/

YR ER TS E(GS):l iR

ofitE  WES>EERGA(0%
NaCl) & GSIEEE(3% NacCl)>
35+2°C, 12 ~ 24h

ok BRIMERGABEEA
pEER - OJERNRGSHEEE -
EEAEEHIEAERIE -

E B MR R (Motility test)

otz : WE>SMTMEBEEZR
EE(#2/31BEEIR)>35+2°C
e B = (18~24 h)

OfE5R | o FRIFR A RETIAAREL
HEEERAEMENRE &
AIRENRE  BXRINES/IER
}TEE\ 0

E 8RB & A (Motility test medium, MTM)

) B B 43 3e & & (Gelatin salt agar, GS)

4 1y 3 1 49 (beef extract) 3g % & & (peptone) 4g
% & R (peptone) 10g B 5 3 ) M (yeast extract) lg
A./b48 20 %30 %) 49 1% (gelatin) 150
# % (agar) 4¢ % % (agan .
o e Ak 1000 mL

MBERE 0 pRABEARE > WI2ICKE 1504 RE

pHEA 7402 ¢

Q)
C

)
@)
FDA

ho Bk ARI% > LA 121°C ok 15 n4 - & pHEA 72+0.2

w oE ' A 5B
EREYPEREZE

Taiwan Food and Drug Administration



AR RAChgHEliE - O/1298UR 4 5l R

AlfR & X | Chgl i
(Cytochrome oxidase test)

= = =S NI E7 9 NE= R o]
AR (1 R ERIETEIR S I B

% 2)ERREREm - DER
1B -

nER  ENREZSEERAREE
IR (10~15%) - FRIBE &

& IBINE A ERE -

IE R & R

O/1 298 R 14 7l Bz
(O/129 sensitivity test)

oAz 1 0/129 10 ug k4K ie
150 pgt e fh R e EBRE Z
TSA-2%5%3% NaCl(zk &= =&
ne&%80/129 10 & 150
ug/mL Z TSA-2% 3¢ 3%
NaCl) - 35+2°Clr@IBE -

o4 - BRINEEEHZ0/129
10 ygEEMRE(ER) - ¥
150 pgE BRI (A ER) -



ﬁ I:I'b\ Flit %

wmE A b/ B (Glucose oxidation-fermentation test)
1B RZEE /K #2 s B2 (Arginine dihydrolase test)

B i B4 B ¥4 B 55 &% (Lysine decarboxylase test)

5 B2 B4 B ¥4 B 55, 82 (Ornithine decarboxylase test)

& B8t 5 B (Halophilism test)

 42°CHE R BE(Growth test, 42°C)

BR S FCar B (VP test)

8. B 4E 22 i 5 B2 (Fermentation test)

. I E AR+ 2L 20 58 (ONPG test)

10. Kanagawaii? 2 (Kanagawa phenomenon)

.\IOW.U".-hPUN!—‘



heE 50 ail B
BaEEE b/ 5 (Glucose oxidation-fermentation test)

R : E->EER 2 XHLGBEER - 1 FACRERREA R HEREY)H
(BHI1~2cm)>35+2°CIEBE2R>HIR K IEIFH
O#&R : BRIEEEEFEREE AL  BEAE5  HEARSW MR -

—+ = =

Hugh-LeifsonE = #E15 & &
(Hugh-Leifson glucose broth, HLGB)

5 & RIMREAEAE | RINAEAEHE S B (peptone) 29
(Aerobic) (Anaerobic) BB 4 ¥ (yeast extract) 05g

a1t =6B(+) £68(-) et 30 g
Eh{i%3 =0 (+) =B(+) #EE(glucose) 10 g
HLGBIE & £&(-) £ R E) 2 (bromcresol purple) 0.015¢
¥3Z(agar) 3g

ZEERK 1000 mL

If the medium in the anaerobic tube turns yellow, then the bacteria are
fermenting glucose. If the tube with oil doesn't turn yellow, but the open
tube does turn yellow, then the bacterium is oxidizing glucose.
B O£ B A
o

ERENEEZ
-\ FDA Tivn Food and Drug Administration



fiee 50 AL B

1.1 8L — /K A2BsE B2 (Arginine dihydrolase test) Fii P2l RERT T

(Decarboxylase basal medium)

2 BERZRE A F FE E B8 (Lysine decarboxylase test)
PR B ¥R e = Eaﬁ(peptone) 59
3. SR IR E Fesl B2 (Ornithine decarboxylase test) By east extrac) 34
0 RIE . REBRAE-SMRERBRAKENE Al 2030 g
(et +REP B R->R8) M _F 1tk @ﬂ’ﬁ(glucose) L9
e sy - S E1 % (bromcresol purple) 0.02g
0tz  E->DAIEERRELEERISE RN ;’iﬁﬁﬂ K 1000 mL

ERR(EEE - B SEE)IRABIEER ©  swe . mlgs
ERETACHEREGE RS BYR(SL  pdechionded g ﬁﬁl ;
A <7 #pHE%6.5+0.2 - EE%—JBZHE Ei =R - =

1~2 cm)ex Téﬁ 35+2° Ci §49§ 124/J\H_f L- gﬁﬁi‘(ﬂa L-ly sme) %Hﬁ?ﬂﬁ(L—ormthme)%
BF__ - Hﬂkﬁtiﬁ%,ﬁzﬁﬂﬁé FEIRE - ¥ R4 5

’E = K ERFEERIN - LAEANTEOME -

OAR  REHERESESE0E ARERRYE
BIEERSRCALRE TARARME  BX
B0 S T5%

e R

)Cl‘}
c"’ )ﬁ“r&“

¥ R K RS ER ,%@ :* =

Sy S I A e . ol Escherichia coli  Proteus vulg
%EHQEQHR;QE Eitmw\ f_‘v%@; = + —é A1I'§,C 2592c2a boxichc 312:5

B L IR L B S BR =6 =6 + = = () & = 78 7 B

C/‘O ERENEEREZE

FDA Taiwan Food and Drug Administration



IS BE M 5Tl B

(Halophlllsm test)

ot  8WE > TNy ~ T{Ng »
T,Ng B T;N; 5 # % > 35+2°C
[RRIEE

D& R BRI E T E TN B
T.NAEBET - BTN
EE TN, S EBE R
EE -

Good Good No/Weak

NOEITL growth growth growth

B AL B % G B b3 &k (Tryptone salt broth, TN)
MR Ab B G AR G AR (trypticase or tryptone) 10g
Ak 1000 mL
P b3E A RN A AN RALS 0 BLR AR A0~ 6~ BRI0%T B iR K 2Bk
{LBs % & B 135 & & (T\No, TiNe, TiNg, TiNyo) » R FENRE N ©
BAI21°C k15748 > m& pHE £A72+02 -

fiee 50 AL B

42°CERAE
(Growth test, 42°C)

otz ;. $E->TSB-2% NaClis
BRO42°CKAEE24h

D#ER | HERASESRESLE
RHE - GRIRBERIE - B3N
EmERE -

WAL BS & & K 3 B 2 3% & & (Trypticase soy broth, TSB-2% 2 3%
NaCl)

14 4 ’% & B (phytone peptone) 3g
WAL B %& & R (trypticase peptone) 17¢
Bk 5 =47 (K.HPO,) 25¢
FR 20 %30 g
#) ) #%(dextrose) 25g
ABK 1000 mL

hoBGERRE o P IREEEART R A UL 121°C R HE 15 n4

B4 pHMEAT73+02

Qw/ R R T
EREDPERE

FDA Taiwan Food and Drug Administration

41



ER = EC A B (VP test)
oORTE : WE>MR-VPEZE R
>35+2°CIiE&E48h>E&ERL mL
IIABME AT (ARA : 0.6 mL
BRB 0.2 mL>MIADEFAL
g - BREIZES4hERER

OFER  EBEMARE  /LER
e - EEJZ\%E\&J@ > B K INE
BRFE -

fiee 50 AL B

25 1% 51 B8 (Fermentation test)
Otz | E-S>REEEFMEEER

S FAERE ZRE A BB IEY
HA(EANL~2 cm)%35+2°Ci§§i4
~5K - B24/NFEE—X

O#&R rE@EEI,%@ﬁ '%3%7,%,\@4%E

g SRIBEBERE - BXRINEH
HEWRERE - HERMOIAMARESLE

Jil,t %j RE R F L#Ez%%)ilt\o
_BBEER | EREC) L AREC) R iERE

e e
B g E@ ) -
Eft H =6 s +
B i =6 s +

i = s +

@ £ i AT

C - ERENEEREZE

FDA Taiwan Food and Drug Administration



fiee 50 AL B

I E AR 2L iE R 5 (ONPG test)

O/RIE . Rl EB-galactosidase(F F  WHEFIRBEIEE (ONPG reagent)
Vg = — BEE N T T 2=
%’%H@??E'ih@f;%%ﬁwm[*] BYESERIEEILIE(O-nitropheny
: ,g—nl "op enol) R -B-D-galatoside) 80 mg;aik37°C
ORAE © #9E->0.85%FIE B E/K0.2 80K15 mL - EIALO MR

Z% Bl

HEER /B it o
MLS>BSEASONPGRMNES  —gaems mL . smmm - @6
/[%’\/%EE% 35i2 CiD§6~24/J\HTf H%;gﬂ[l::zl::37oc .

N, = > +— Ay N, /\ /Jm-
048 NEREAEREEERTE
SFE - EEIBESME - kRS
S0

VC) # £ B8 A

: = 0O =t

C/ FDA .TE Dll?oo;%nd Drug?d 12!8%
43



fiee 50 AL B

18==) 3R 2 (Kanagawa phenomenon, KP)

OEBRARREBEE P DB LREINEE

1k g E E (W Wagatsuma agarn) BB A
M - miEBEEFE/KP o EEHEDA M
Ml EB®B =S - M & Kanagawa
phenomenon (KP) -

OAEREGERRRME ZER
Off REd - BWR@E

valt 307 NS S
96.5%&KPE5H4 - Mt BERMSIRIER
i EaERB1~2%

OR%E : IBEEER(TSB-28L3% Nadl,
18h)> B EUHE £ T E #2 B Wagatsuma
agar(22EEallg - BIF+/-HIRA)>E
E(35+2°C, 24h)BEHRERAFMIRER (A
1SiB3E24/)\FF) -

O#%&R . EREGRBEP-AMIEAER - B%

BERATMEKE A ERREZF - EE/OIRT
s - BPIRELS3 mMmmILRR3 mm

Pl E&/KanagawalE R fE - BEDEE R
a0 7 B5 RN A B 2 FE -

Wagatsumaig&E&(Wagatsuma agar)

B2 B0 4 (yeast extract) 3g
E B (peptone) 109
gl 709
BBt E 58 (K,HPO,) 59
H E#EEZ (mannitol) 10g
#HE = (crystal violet) 0.001g
J¥3(agar) 159
ZEERK 1000 mL
MEARE - BEPpHESS.0+£0.2 - ERMEA30DE (RIS E
WE) - RAIEA5~50°CH - MAS%(v/v) & EIBEEKEIRIR

ZASRAIMEK - EEESERANIBY DB RESE
F8) - BIAB—1EEIN1I5~20mL - 2R EIRIEH -
v o C ITT— ' —v‘

\\':':;;' ! J

CN) ® £ 8 A B
O = O =
C/‘F DA %aaggoo%nd?ug%mﬁra%




HERAIE

TEET AgE() TETTED

EEERE (ﬁ%@) FE i GRAT ) -
N =t AR =
SwEmas R =B e +
il R ER Y LT By B R E o -
st B k2 -
BE R LEASEMSREEEESESR LTSS G oIS EE 250 +
BERal/RERR = = +
PEFRIEE I 5 =t B -
Mpe R iR e EREE +
B RS KR RS BR = =6 -
B AL BR IR R R 3 =ts +
BRI LR T3 =ts +
T.No, TiN4o G REENEEBER -

[EE B \ B
T,Ng, TiNg B2 REENEEBEE +
ACHEERR 25 B +
BYBIEEERR HE REE -
BB EIE A EH R HE REE +

() @ £ 8 7 B

A4

EREMERZE

FDA Taiwan Food and Drug Administration



AR FE

A ARENEE IERE(+) aRE(-) i RN E 2 R
=B =E -

RHE

EEREEEAE &R =& =E +
HREAR ER b 2 B S o B4 R -
s re EEE -
R EC R B AR REe -
R =B =6 -
FL i =B = -
N HEEE =B = +
Bo] f1 181 =B =E +
HEElE =B = +
oo = R *
150 ug & AER -
Kanagawalf 2 HHRIR B IRIR +/ - 2
AR AR TR MBS S 5 pade= mEREE +/ -
AR FRE TR I ME 5 550 B fdeS mRREE +/ -
O+ RTS0% LEHATRME - T - 4 ZRS0%L EEKRE RE -
 NBEERBRIEEEAENE ; HRERE SRS - AEEAERRE - (o & & @& ° 3

Ql EREYESES

-\ FDA Tivn Food and Drug Administration



] 2

APIE(CAIEE

Listeria

i

API® Campy
Rapid ID 32 Strep

API

ID 32 Staph
Rapid ID 32 A

Vibrio cholerae
Vibrio fluvialis
Vibrio metschnikovii

( X N Rapid 20E™

oo [
[ ] C Y X J API"20NE

Vibrio vulnificus o

o [op oo« CETHNN

CYR XY X X X J API®50CHE
YR LI XY X Q) RapidID32E

GRAM &
I BACILLI I
OXIDASE OXIDASE o
sCXCS
v < o = API® o _
Oxidation @ Oxidation @ Oxidation & Oxidation & A .
Fermentation & Fermentation @ Fermentation © Fermentation @ Reference Guide oo
(D FERMENTERS OJ
NON |
© rerventers D o
é API20E
Rapid 20 E
CAlEuLlE API 50 CHE

) @ £ B A 3
ERENEEZ

DA Taiwan Food and Drug Administration




BRITE
(18~24 h)

—_—— N

THEER
(0.85% NaCl)

FIRER

1 AT E -
t _':." o ' ZRINTL
.1 W R =L.E Wi,

API 20E=

Suspension Medium 5ml

e e e

API 20E Strip

!

E{EAIFE A

g
(36+2°C,18~24 h)

PNA U

APT 20E Strip

fERFE

---------------------

) @ £ i@ R

CMippERENERE
FDA Taiwan Food and Drug Administration



POS

ar,
it
—

ne

i

A

APl 20E5

ol
&

|
ONPG

E{EAIFE A

IGEL]

e ;

GLU 2 paan MO Sop b

= xf 17
ONPG ADH LDC  ODG (G Hes

URE ToA inD A vpg IGEL]

G

PAARM MO S50R

HHA SA0C

HHA  SAC

ET%Malil'li'l

Cce€

012230

REF. :

API® 20 E

Origine / Source / Herkunft /
Origen / Origem / lNMpoéAsuon /

Ursprung / Oprindelse / Pochodzenie :

- -1
-------

MEL AMv A

BIOMERIEUX

Brand_20/UN2018

ey A e e R

Hia it o 4

g
=
&=
=
B
_____ s N el oy R MG Ny e =
ONPG ADH LDC | ODC |CIT] "'23 TDA  IND LvP | &I GLU MA RHA SAC MEL AMY  ARA ox NOp Ny McC OF-0 OF-F g
oy " =
S Nt 2
=
Autres tests / Other tests / Andere Tests /

Otras pruebas / Altri test / Outros testes /
AAANEG eEeTACEIG / Andra tester /
Andre tests / Inne testy :

Ident. / TauToTroinon :

D YouTube === %42 -

https://www.youtube.com/watch?v=PXlis18gN9k

https://www.youtube.com/watch?v=ew3amo02 b0

QI

C/‘FDA

w oE ' A 5B
ERENEEZ

Taiwan Food and Drug Administration


https://www.youtube.com/watch?v=PXIis18qN9k
https://www.youtube.com/watch?v=ew3amo02_b0

API 20EE{CHIEAH

Choose your language :
APIWEB™

Welcome to

APIWEB™

If you are registered
enter your login and password :

- | Welcome to APIWEB™

Password

[secccced |@ Go  Lhave forgotten my password 4
~ APl ID32

© API10S © API50 CHL © ID32cC
O API20A © APICAMPY © ID32E
ﬁ ’% i.] ?ﬁgﬁ'%‘] & % © API 20 C AUX © API CANDIDA © ID 32 STAPH
= R © API CORYNE © rapidID32A
https://apiweb.biomerieux.com/login ~ @#n=Ne 0 arusteERia © rapid D32 E
© API 20 STREP © APINH © rapid ID 32 STREP
© API 50 CHB © APISTAPH
© API50 CHE © RAPID20E

C\) @ & B A B

Ql EREYESES
FDA Taiwan Food and Drug Administration



E{EAIFE A

APl 20E5

API 20 E V5.0

- - 4 - + =
J J J J ?J J
ONPG ADH LDC | ODC CIT H>S

-~

F N

JUuuusuuy e Uy .

AMY ARA OX

URE TDA IND

VP GEL GLU

4 : (R

1 1% 2 1

NO> Nz MOB | McC OF-O OF-F

-

<@ @

EXCELLENT IDENTIFICATION

MAN INO SOR RHA SAC MEL

Strip APl 20 E V5.0
Profile 4346106
Note
Significant taxa % ID Tests against
Vibrio parahaemolyticus 99.9 1.0
\ U
Next taxon % ID T Tests against
Vibrio alginolyticus 0.1 0.39 | SAC 99% | ARA 1%
CN)o, @ & 8 B B
) = s
ArppBBRNERE



Vitek B ENTHEYIETE 241

ER7 V0

5

BRAMEE

HERAE

KA

EfLbiEst

A

V@ B OR m
gaFDQ&QW%E§
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Vitek

= E 5

=Y TE

FHEEMEE

1 {LTTRTTD U
J—‘ e . e e e -

Af
m

VITEK® 2 GN ID card size
10 cm x 6 cm x 0.5 cm, 16 grams

ZE+ kR (GN ID card)

VITEK® 2 GN ID card

Identification of Gram-negative bacilli

Rapid, accurate species-level identification of
clinically important Gram-negative bacilli

e |dentify more than 150 fermentative & non-
fermentative Gram-negative bacilli

e Convenient & safe: closed, ready-to-use
disposable system

Biochemical Details

2 |APPA - |3 |ADO - |4 |PyrA - |5 JIARL - |7 |dcEL - 9 [BGAL -
10 |H2s + [11 [BNAG - 12 |AGLTp - 3 [dGLu + 14 |GGT + [15 |OFF +
17 |BGLU - |18 |dmAL + [19 [dMAN + |20 [dMNE + (21 [BXYL - |22 [BAIap -
23 |ProA + [26 |uIP - |27 |PLE - |29 |TyrA + [31 [URE - |32 |dSOR +
33 |[SAC - |34 |dTAG - |35 |dTRE + |36 |[CIT + (37 [MNT - |39 [5KG -
40 |ILATK + [41 |AGLU - |42 |sucT + [43 |NAGA - |44 |AGAL + [45 |PHOS +
46 |GlyA - |47 |oDC + |48 |LDC + |53 |IHISa - |56 [CcMT + |57 |BGUR (+)
58 |0129R + |59 [GGAA - |61 |[IMLTa - |62 |ELLM - |64 |ILATa -

DR - - R I
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No. Well Test No. Well Test
2 Ala-Phe-Pro-ARYLAMIDASE (APPA) 33 SACCHAROSE/SUCROSE (SAC)
3 ADONITOL (ADO) 34 D-TAGATOSE (dTAG)
4  L-Pyrrolydonyl-ARYLAMIDASE (PyrA) 35 D-TREHALOSE (dTRE)
5 L-ARABITOL (IARL) 36 CITRATE (SODIUM) (CIT)
7 D-CELLOBIOSE (dCEL) 37 MALONATE (MNT)
9 BETA-GALACTOSIDASE (BGAL) 39 5-KETO-D-GLUCONATE (5KG)
10 H>S PRODUCTION (H.S) 40 L-LACTATE alkalinization (ILATK)
11 BETA-N-ACETYL-GLUCOSAMINIDASE (BNAG) 41 ALPHA-GLUCOSIDASE (AGLU)
12 Glutamyl Arylamidase pNA (AGLTp) 42 SUCCINATE alkalinization (SUCT)
13 D-GLUCOSE (dGLU) 43 Beta-N-ACETYL-GALACTOSAMINIDASE (NAGA)
14 GAMMA-GLUTAMYL-TRANSFERASE (GGT) 44 ALPHA-GALACTOSIDASE (AGAL)
15 FERMENTATION/GLUCOSE (OFF) 45 PHOSPHATASE (PHOS)
17 BETA-GLUCOSIDASE (BGLU) 46 Glycine ARYLAMIDASE (GlyA)
18 D-MALTOSE (dMAL) 47 ORNITHINE DECARBOXYLASE (ODC)
19 D-MANNITOL (dMAN) 48 LYSINE DECARBOXYLASE (LDC)
20 D-MANNOSE (dMNE) 52 DECARBOXYLASE BASE (ODEC) < Negative control
21 BETA-XYLOSIDASE (BXYL) 53 L-HISTIDINE assimilation (IHISa)
22 BETA-Alanine arylamidase pNA (BAlap) 56 COUMARATE (CMT)
23 L-Proline ARYLAMIDASE (ProA) 57 BETA-GLUCURONIDASE (BGUR)
26 LIPASE (LIP) 58 0/129 RESISTANCE (comp.vibrio.) (O129R)
27 PALATINOSE (PLE) 59 Glu-Gly-Arg-ARYLAMIDASE (GGAA)
29 Tyrosine ARYLAMIDASE (TyrA) 61 L-MALATE assimilation (IMLTa)
31 UREASE (URE) 62 ELLMAN (ELLM)
32 D-SORBITOL (dSOR) 64 L-LACTATE assimilation (ILATa)

© Based on established biochemical methods and newly developed substrates measuring carbon source utiIization,O P
enzymatic activities, and resistance. There are 47 biochemical tests and one negative control well.
N

w oE ' A 5B
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bioMerieux Customer:

System #:

VitekiE i€ S

Laboratory Report

Printed Sep 13, 2018 14:47 CST

Printed by: LabSuper

Identification
Information

. Lot . Apr 18, 2019 12:00
Card: GN Number: 2410508203 |Expires: CST
. Sep 11, 2018 ) . Analysis
Completed: 16:34 CST Status: Final Time: 6.50 hours

Selected Organism

Bionumber:

e
97% Probability >

0025611150501223

Vibrio parahaemolyticus

Confidence:

SRF
Organism

Analysis Organisms and Tests to Separate:

Excellent
identification

96~99% Excellent

Analysis Messages: 93~95% Very Good
~070

Contraindicating Typical Biopattern(s) 89~92% Good
Vibrio parahaemolyticus ISAC(21) 85~88% Acceptable
Biochemical Details
2 APPA - I8 ADO - |4 PyrA - 15 IARL - |7 dCEL - |19 BGAL -
10 H2S 11 BNAG 12 |AGLTp - |13 dGLU + |14 GGT - |15 OFF +
17 BGLU - |18 dMAL 19 dMAN + |20 dMNE + |21 BXYL - 122 BAlap -
23 ProA + |26 LIP - |27 PLE - 129 TyrA + |31 URE - 132 dSOR -
33 SAC + |34 dTAG - 135 dTRE 36 CIT - |37 MNT - 139 5KG -
40 ILATK + |41 AGLU - |42 SUCT 43 NAGA - |44 |AGAL - |45 PHOS -
46 GlyA + |47 oDC - 148 LDC - 153 IHISa - |56 CmMT 57 BGUR -
58 0O129R - 159 GGAA + |61 IMLTa - |62 ELLM + |64 ILATa

) @ £ i@ R

MppERENERE
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P flound Enrolment sample fesuls Samples per program, sample content, format and available tests
Order Code Close Date | Dispatch Date | Due Date PIES per program, samp !
2 x freeze dried real seafood (A/B); Reconstituted prior to testing
18SF 23-Jul-2018 | 03-5ep-2018 | 01-Oct-2018 Seafood paste Count (/g): E. coli
Detection (/0.1g): E. coli; Detection (/25g): Vibrio cholerae, Vibrio parahaemolyticus

Sample (A)

Vibrio cholera
Vibrio parahaemolyticus

Vibrio albensis

MALDI-TOF MS Real-time PCR

+

+

EFDIER

+, positive identification; —, negative identification

Cumulative Reads
i= Reads per Barcode ID

Vibrio cholerae BN 11,525
o [INGLUDE ALL ]
Vibrio sp. 2521-89 212 1D ™ Read Count INCLUDE ALL
BCC 242 INGLUDE
I Vibrio mimicus 163
Bco3 I 12,753
I Vibrio anguillarum 83
BC 1 5 INCLUDE
I Vibrio vulnificus 75 BCO5 1
ﬁ:l:%#ﬁﬂ: IVibrio fluvialis 68 B oss
mE = =
Test Name Result Log10  Median NIQR  Exclude ZScore Evaluation
Sample: (A) Seafood paste
Detection of E. coli (per 0.1g) P o
by method: Spread v A +
Detection of Vibrio cholerae (per 25g) P v
by method: MPN B
Detection of Vibrio parahaemolyticus (per 25g) A v + -
by method: MPN
E. coli Count (cfu/g) 1300 3.1139 2.9058 0.2807 0.7416 - —— -
by method: Spread [ ). & £ i’ & =
P: positive identification A: negative identification Q"%A B &5 myEEE

Taiwan Food and Drug Administration



Bx fi

21 (Most probable number, MPN)&T&

AERBRINEZEREEHER  MEREEAE
P37 xR BIAR (M0 R 3R) - E LB RINE Z &iEE(MPN/getMPN/mL) -

;1=0.1, 0.01, 0.001 (gEkmL) 23

. . . 95%0 L o ) 9592,
JE B FE IR B # MPN/g s N JE R FE R A L MPN/g e N
' | () 12 F#8 5~ FE | () 15 F8 5~ 'k
O.1% 0.01 0.001 F ' | _E PR .1F 0.01 0.001 F FE | _E TR
O O O =< 3.0 - 9.5 2 2 O 21 4.5 42
O O 1 3.0 0.15 9.6 2 2 1 28 8.7 o4
O 1 O 3.0 0.15 11 2 2 2 35 8.7 o4
O 1 1 6.1 1.2 15 2 3 O 29 8.7 o4
O 2 O 6.2 1.2 18 2 3 1 306 8.7 94
O 3 O o.4 3.6 38 3 (9] O 23 4.6 o4
1 O O 3.6 0.17 18 3 O 1 38 8.7 110
1 O 1 7.2 1.3 18 3 O 2 64 17 1380
1 O 2 11 3.6 38 3 1 O 43 o 180
1 1 O 7.4 1.3 20 3 1 1 75 17 200
1 1 1 11 3.6 38 3 1 2 120 37 420
1 2 O 11 3.6 42 3 1 3 160 40 420
1 2 1 15 4.5 42 3 2 O o3 18 420
1 3 O 16 4.5 42 3 2 1 150 37 420
2 O O o2 1.4 38 3 2 2 210 40 430
2 O 1 14 3.6 42 3 2 3 290 90 1,000
2 O 2 20 4.5 42 3 3 O 240 42 1,000
2 1 O 15 3.7 42 3 3 1 460 90 2.000
2 1 1 20 4.5 42 3 3 2 1100 180 |4.100
2 1 2 27 8.7 o4 3 3 3 =>1100 420 -
. fB £ B R OB
EREDERZ
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il

2 2{(Most probable number, MPN)&t &

BoFEHck it AR 5 AR §H90.1,0.01,0.001 (@A mL) > § EHAE A P
@%*%kf CHEE a5

BT HCF 2. B FE Hic
Fe BMPN/g (MPN/mL) = —— ]r»b WY 7 W E x0

W%imWigﬁﬂﬁﬁxLF%$?$w3lm?i%%ﬂﬁﬁiiﬁﬁﬁé%’
(DF BB E 5 L3 F 7111,0.1,0010 (gmL) > 48 5 DRI F2 brale

43
m =473 MPN/g (MPN/II’IL) °

(mg@ﬁiérb%%%ﬁ%&hmmomngﬁmu’ﬁﬁmﬂﬁﬁiﬁﬁ
Ho=

@

(ﬂgﬁﬂﬂﬂ§%$§gﬁ%QMJWMJmml@ﬁﬂ)uﬁﬁmﬂﬁﬁi
B Fi B
43 ;
00T <10~ 43 x 102 MPN/g (MPN/mL)

B O£ B A
9‘9 ERENEEREZE
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Vibrio parahaemolyticus Antisera "Seiken"

O aroubing sera Set of 11 vials
grouping O sero (01, 02, 03, 04, 05, 06, 07, 08, 09, 010 and O11)

Set of 74 vials
K typing sera 1.PolyvalentQvials (I ~ I~ ~IV+ V ~ VI+ VI + VI and IX)
2.Mono 65 vials (K I -KIX except K2, K14, K16, K27, K35 and K62)

B — i

Polyvalent 9 vials K agglutinins present
I 1 3 4 5 6 7 8
il 9 10 | 11 | 12 | 13 | 15 | 17
il 18 | 19 | 20 | 21 | 22 | 23 | 24
I\ 25 | 26 | 28 | 29 | 30 | 31 | 32
Vv 33 | 34 | 36 | 37 | 38 | 39 | 40
VI 41 | 42 | 43 | 44 | 45 | 46 | 47
VI 48 | 49 | 50 | 51 | 52 | 53 | 54
VI 55 | 56 | 57 | 58 | 59 | 60 | 61
63 | 64 | 65 | 66 | 67 | 68 | 69 -
X 70 | 71 CN) ® £ 8 A B

Mg ERENERS
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C

MEEBEE( 3~5keegmE | XARRRAMEDH
’ BETORERZ
A0 . ) RIRBEREL121°CH
ROFMZ3% R EIMAIS % EH RA & - DY
ThE ﬁu Mabiaisl ) EmLREERR -
x ctN=axE A
MEVEIE(121°C, 1h)

) ZEZARENnRE
! . RIIER PRI &
B0\(900 xg, 20min)E AR EER | A B B AR
| EmmiAETERRA
MA3%E{ENATR0.5 mLA T B ae
|
I }
[ I B A KB ME1E ] [ B 8 A 3% & LA RS ]
casta) | | @
[ EmEEEEEES~10 L - BAZBH |
BEA1Y . FREEN1HE ]
| ERAERS 7 o, & 57 e (—)
) Y BB 4 yes . __ N
L ERE aRE HRE ERE(+) () & & 8 8 B

Mg ERENERS
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Agglutination test of antigen with capsular (K) antisera test

0 B#E 8 BEE (40 3~ 5 K SR1EER)

y

TOFIR3%EINAR

y

B#/0:(900 xg, 20min)> X LB R

y

MA3%SEEHARO.S mLARFEE

) |
v v
[ mRmAmmaOELs | [ BRBEASBEGCHAELY |
i) | | cemm)
| EBREEHESTRS~10 uL - HA B |

[

BEE1EE - IRESNLNE

)

BERERR?
yes

IERFE(+)

B 3 E(—)

. —ho (A e T oo e QA A =i b EA Y 187 s | g
XSMEWAMERBR>EMEAMERR C)yo § LB AE
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528 [o &
ANITECEERERE - G/ ERR EHRE S E(nichrome)EEIR -
i & & (nichrome) ERB IR K E = AEME EPT ESRE/RD - ET
f'*HEﬁA {CEg A Bl R AR fitBEaRIrEEEREER

& - BG5S R M E (platinum/
irdium)S Ml EXNZ (NS REZ
BRBEER - ) AITUIEHER -

TCBSHEEER Z O fGFEE N ¢ UG KN 2 70 Bt AR A E (B A
A bl R Al A 05 R I E B miERlSlEEE - BERETRE
2 & ZENEETHIEHER? AEBI O A ER/ERINE - EFE
—SZHERR - RIBETRMER
% J//{Eﬁnluﬁzﬁﬂﬂjﬂﬁ( )&ﬁﬂ%
MIR(K) ZinMEZEA -

Cyy # = 8 AW
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51 2

2A11 NI BIESIE - &2
B RREFWEE 2= - B0
EmER&EL10 mL 7JI])\2X APW
10mL - FEAPWRZR5EE1 gf&
EBEAE? A0 M 5 & & EEEQ
(MPN/g)?

=il Zreal tlme PCRTj‘/izuzéﬁ
INERETT 21 BRE?

5 H/iQ&A

sgE
EIE=
(==

1.10E#MERA1mL=0.19 QEEE '
MEMREL0 mMLEHERAPWAZ R
#2219 (=10mLx 0.1 g/mL) -

2. MPNIREFRARBI(1)ETETH - ¥R
MPNzx&ZME+10 - fld : [E&IE
E83-1-0>MPN/g=43/10=4.3

— 2 RIRE DB~ FTEUNER]
Z%Jé\zcﬂtﬁz* b, S_8Mhx
real-time PCR @ §& o] 1 38 & ¥
17 - FEhEEEERERER -
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