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<AA 1> Zatoly] AE & Z2H AHZF

ArdEl dE g s F5s 5oy HESH] 95t 7] FFeltt Bolydo=w *ZHOF“ HokC 3=}
E Bk Zgtoln AE 9 Z2uE z] Fldh. FAld o=z, #3o] HAA A e FHAAE AA5)H]
3 in silico oA ARz} genome? pan-genome #A1S Edte] ARl A (serotype) FAAE AR
dez} e e avte] 71 e FHAAE AAst o2 Y (serotype) L2 FE] 0] 75 {FAAE
zhe & AwdEl e et 2The EPSHE HokC FlAlel digk Zelolw W 2 v g AR, ] 2

f

9

ol Mg ¥ Zg2Ho] ME 7] % 13 Hr}.
F 1
A4 (5'>3") ANEis

forward AGCTGTGAAGACAGCGACCT 1

reverse GACGGCACTGGTAACGAGGA 2

probe FAM-ACGAATCCGAACCGGCCAGACGG-TAMRA 3
<HAld 2> g A4 € Adrde deIEts FF4 0% ZE Sol= g9
2-1. conventional PCRS E3t HokC §AA ElA AH¥A 9 HE Eolx F9l

4

7] Aol 1ol A& 33}01”1 ME 2 228 = Arde)
A= ]’ olo gk & ¢ P BolxE FRlsglt. And
5= 60%=2 59 conventional PCRE =33l 3}itt.

A E ) 2] HokC FAAS B EE
A et #F2] DNAZ 553 F, 2

S} (annealing)

Nz o2E &7 % 20 vebd wpel o] Awdl dHYATF-DTF) R Yo RS F

B oabgol Awdal oy eEras 33 Dol £8ta, o9 6719 strainel td AELS
T3, gExFoer O d3E 59 A, B 2 Col ke Ardal Lo ¥FHE F(species) o9 7
straing FRTh. meh, 2 dwe] Adrde} <lEHZEU A~ Fde Y DI &Ik Ards FEY

(Salmonella Dublin) B3+ QZT-02 Fo] A% Eo|xE slrt.

% 1o] UEhd whsh o], ¥ wwe] Mejoln] ME % Zzni sk WEZL eIl HkC FHAE Aokl
A BB, webA, B el Sohelw AE ¥ Zzui 54 fu4 el Awde} deeEsg

# 2
Enteritidis strain Negative serotype
Serotype Strain Serotype Strain
ATCC 13076 L1z
FORC_007 i
DT104
Salmonella Enteritidis | FORC.019 Salmonells Typhimurium ATCC 14028
(Group D) (Group B)
P FORC_050 P
FORC.051 ATCC 19586
FORC_052 NCTC12023
Salmonella Typhi
{Group D) Ty2-b
Salmonella Paratyphi A
Grovp A) 1B211
Salmonefla Paratyphi B
(Group B) 1B231
Salmonelfa Paratyphi C
Group O 1B216
Salmonefla Dublin
(Group D) 1B2973




[0057]

[0058]

[0059]

[0060]

[0061]

[0063]

[0064]

[0065]

[0067]

[0068]

[0069]

[0070]
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2-2. real-time PCRS T3+ A4mdz eI EHE: FF HE Eol® &9l

71% Singleplex real-time PCR 7]E¥ 39 #F= Aol gl e BTl v 45714 HEH

pS
= =
= A7 RidEtE EA7E Ik old B wixEe AFE Zdlojn] AE W ZZBE o]fsle] And
g dEgE s #5e Solxor AHIE] HES § A ] ¢3ke], real-time PCR “FH] (Bio-Rad
= = gl

CFX connect)E A3}, xS £ 20 el 4FE Fo] & o=
a

20 YERd upe} o], B e s AS-, ArdE e E T2 6719
straindll ddlA= o] YEES . 3 o %ﬂ—t‘ Arwdzl FEA(Salmonel la
Dublin) %k ofUgl, tt2 d3d 289 A, B ¥ O ¥3d Awdal Lo fo fsjas Ao HolA

w4, sd 890l el ojm g ukgo] yEhtA] erof, dmel e e

o=k wg SEe s,

=
Ui o] Tglolw A EE o] 83k - real-time PCR ¥4 o}u2}, conventional PCR WS SdiM =
HETE EolH oz A% 2 9 oo Folaor).

% real-time PCR 7|EL WIZAZ7} Wl #A7F Tk, weba, 2 dwzle] Zglojw HME W X2 Hd
el MAES Fste AFS st NPES 3Helsty] 93 DNA BES 100 ng/ 19 S 7|Fo=

A2 54 (serial dilution) WHS 42818kl 100 ng/nl (10), 10 ng/ul (10), 1 ng/ul (10°), 100 pg/

pl (100, 10 pg/ul (10, 1 pg/ul (10) 2 0.1 pg/pl (10)¢] ko] Z3hy DNA templatel
WS Y. 2 %, DNA template’} ¥ ng =74 HEH=A &5 0.

T 3] e uvEe} o], E dtio] Eglo|w AME W ZEHE 10 pg/plY A% DNAYW EAsix Ardla)
de et #75 Bol¥or AE7eds &std, ‘?l%hﬁj} vl 953 Elskglth

<AAld 4> FAH =T DNAZA o]§ 7154 &<l

AE S U EAsks Arde deEEgs 75 JESH7] YdlAE DNA A Fgo] Basta, o] A
ol 4] DNA2] Q2 dell 23] 7@%”1 Ay A3t Yo &s 91114‘{* TAZE AT, oo B wgxEe Axde)
dE et Ao e G tlERT DNAE AREste] Algte kol HEC g HE5E FHsoH
real-time PCR #H] & 3}l Bio-rad CFX connects %3l real-time PCRE 4233} t}.

= 40 YeRd vRel o], B ulmol Zglojw] AE W LR HE o] 8349 real-time PCR FH] F 3}l Bio-
rad CFX connects %3] real-time PCRE 33 A9 Amde} AdHE A #5735 AT A= F+ 9o
glstsint.

mpEha] Eodye] dglolw ME 9 vz s Andel dEgE s HdE A ulE2T DNARA 535 o]
£ 4 U},



=9
EH]
Pathogen S. Enteritidis | MW
Target gene HokC -
Tm(°C) 60 60
Size(bp) 145

M 1100 bp ladder

MW : Molecular water

EH2

4000

IO+

2000 -+

RFU
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Cycles
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S. Enteritidis

1
o } Negative
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<130>
<160>
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<210>
<211>
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<213>

University-Industry Cooperation Group of Kyung Hee University
KOREA FOOD & DRUG ADMINISTRATION

Development of a Singleplex Real-Time PCR Kit for Rapid Detection
of Salmonella Enteritidis HokC target gene

PN1810-370

3

KoPatentIn 3.0

1

20

DNA

Artificial Sequence

<220><223> forward primer
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<400> 1

agctgtgaag acagcgacct

<210> 2
<211> 20
<212> DNA

<213> Artificial Sequence
<220><223> reverse primer
<400> 2

gacggcactg gtaacgagga

<210> 3
<211> 23
<212> DNA

<213> Artificial Sequence
<220><223> probe
<400> 3

acgaatccga accggccaga cgg

_12_
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