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WPV1 in Sewage — Southern Israel

All sites, but one, negative since mid-Feb 2014
All sites are negative in last two samples
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INEEREPR D RETRDOMER  (FEFEREN S37FKENN)

2014538KHRTE
L. pneumophila 308%k (97.5%) L. dumoffii 1#K (0.3%)
SG1 262%k (82.9%) L. feeleii 1%k (0.3%)
SG2 7%k (2.2%) L. londiniensis 1%k (0.3%)
SG3 13%k (4.1%) L. longbeachae 4%k (1.3%)
SG4 2%k (0.6%) L. rubrilucens 1%k (0.3%)

SG5  7#k (2.2%)
SG6  7kk (2.2%)
SG9 3tk (0.9%)
SG10 2%k (0.6%)
SG12 2tk (0.6%)

SG14 1%k (0.3%)
SG15 1%k (0.3%)
Untypable* 1%k (0.3%)
* .
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INFORMAL CONSULTATION TO PREPARE A DRAFT ACTION PLAN FOR THE ESTABLISHMENT OF AN EQA PROGRAMMIE FOR THE DIAGNOSIS OF DENGUE
VIRUS AND OTHER EMERGING INFECTIOUS DISEASES.



The Fifth Informal Consultation on WHO Regional and Global
Specialized JE Laboratories in the Western Pacific Region,
Tokyo, Japan, 22-23 November, 2013

22 November 2013, Friday

Time

Topic

Speaker

Session V. JE surveillance, prevention/control and lab activities at

subnational level

Introduction of subnational level activities in China Provinces

Introduction of subnational level activities in Japan prefectures

P R T A ST
N U RV SRS

Introduction of subnational level activities in Korea
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T DAL AETagMan;ZEDHETIRFEH

Primer and Sequence(5’-3’)
Probe

DEN-3(4P)F GGA CTG GAC ACA CGC ACTCA

DEN-3(4P)C CAT GTC TCT ACCTTC TCG ACT TGT CT 73 E prM
DEN3p-Bar FAM-ACC TGG ATG TCG GCT GAA GGA GCT TG-
TAMRA
5 NTR 3' NTR

mCM|_ E

Forward Primer Probe Reverse Primer
TagMan D3set 1 ATCAGATGY[GTGGCGAGTRGGARACH--AGATTTTGTGGAAGEYCT------ GCITACGTGGGT] HGTGGTIG 64
10-74 D3 1 ATGAGATGITIGTGGGAGITIGGGAIAACAGGGA[TITTTGTGGAAGGITICTG GAGCTACEITGGGTT ACGTGGTG 72
KI1X13-21 D1 Tanzania 1 ATGCGATGITIGTGGGAATAGGCIAACAGGGACTTTGTGGAAGGALCTG GAGCAACGTGGGT] GTGGTA 72
07-88 D1 1 ATGCGATGCGETGGGAATAGG AGGGACITTICIE TGGAAGGAC TGINCCIE G TGGITIG TGCICTACT GG GLA 72

PEEDIETEH—ELELEES



& RIRT-PCRH 754~V —E7 5l

primer sequence gene size (bps)
Dls GGACTGCGTATGGAGTTTTG E 490
Dlc ATGGGTTGTGGCCTAATCAT NS1
New D2 7S5 47— DV2s AGRTTYGTCTGCAAACACTCC E 231
DVZ2c GTGTTACTTTRATTTCCTTG

D3s GTGCTTACACAGCCCTATTT E 320
D3c TCCATTCTCCCAAGCGCCTG NS1

D4s CCATTATGGCTGTGTTGTTT NS2a 398
D4c CTTCATCCTGCTTCACTTCT NS2b

Dus TCAATATGCTGAAACGCGCGAGAAACCG C oll
Duc TTGCACCAACAGTCAATGTCTTCAGGTTC ~ PreM

D1, 2, 3, 4;dengue type 1,2,3,4 s;sense primer, c;complimentary
primer, u;universal primer



BARKEDAILR 1)F LA LRT-PCR
(TagMani&) 754~—, 70—7

Primer & Probe Sequence (5’ to 3) Region

® 1&3IMEEmtidmt v

JENS55269AF092550 | GCC ACC GGA TAC TGG GTA GA

JENS5r330AF092550 | TGT TAA CCC AGT CCT CCT GGAA NSH

JENS5p294AF092550 | FAM-CTG CCT GCG TCT CA-MGB

o 1MELFmHtE>y k

JE1&3en1052s5-1082 |ATG GGAATT AYT CAG CGC AAG T

JE1en1119¢-1082 GGG AGC GTT TGG AGT TAC AGT AA E

JEen1082pb FAM-CTC AAG CAG CAAA-MGB

® g nr Rt b

JE1&3en1052s-1082 |ATG GGAATT AYT CAG CGCAAG T

JE3en1119¢-1082 AGG AGC ATT GGG TGT TAC TGT AAA E

JE3en1082pb FAM-CCC AGG CGG CAAA-MGB




AXJ/N—9AJLR realtime RT-PCR(TagManik)
T24<—.TA—7
Primer & Probe Sequence (5" to 3) Region
RRV/NSP3/F CCG TGG CGG GTATTA TCAAT
RRV/NSP3/R AACACT CCC GTC GAC AAC AGA NSP3

RRV/NSP3_probe

AAT AAG AGT AGT GTA GCC ATC C

Ref. Reed S. Shabman et al. JV 82. 12374-12382, 2008




Zika virus realtime RT-PCR (TagMan)

Genome Sensitivity,
Primer positiont Sequence (5' = 3') no. copies | Specificity
ZIKV 835 835-857 TTGGTCATGATACTGCTGATTGC
ZIKV 911c 911-890 CCTTCCACAAAGTCCCTATTGC 100 ZIKV
ZIKV 860-FAM 860—-886 CGGCATACAGCATCAGGTGCATAGGAG
ZIKV 1086 1086—-1102 |CCGCTGCCCAACACAAG
ZIKV 1162c 1162-1139 | CCACTAACGTTCTTTTGCAGACAT 25 ZIKV
ZIKV 1107-FAM 1107-1137 | AGCCTACCTTGACAAGCAGTCAGACACTCAA

Lanciotti RS, Kosoy OL, Laven JJ, Velez JO, Lambert AJ, Johnson AJ, Stanfield SM, Duffy
MR. Genetic and Serologic Properties of Zika Virus Associated with an Epidemic, Yap
State, Micronesia, 2007. Emerg Infect Dis. 2008;14(8):1232-9.
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/" SUbject: DENGUE VIRUS INFECTION
- GERMANY ex JAPAN -

From: Greutélaers, Benedikt [mailto:GreutelaersB@rki.de] On Behalf Of IHR-Postfach, RKI
Sent: Tuesday, January 07, 2014 5:48 PM

Dear colleagues,

we would like to inform you about a case of dengue virus infection in a
German traveler returning from Japan (Honshu). Because a case of
dengue fever imported from Japan was considered very unusual,

confirmation from a second serum sample was sought and finally obtained
in late 2013. We wanted to await the results of the second serum sample
before informing you. The colleagues from the Bernhard Nocht Institute of
Tropical Medicine, Hamburg, Germany, the National Reference Center for
Tropical Infections, who performed the laboratory tests on the first and
second serum sample, will also post this event to Promed-Mail.

Contact person is Prof. Klaus Stark at the Robert Koch Institute in Berlin, Germany (starkk@rki.de).
With kind regards

On behalf of the Robert Koch-Institute

Benedikt Greutélaers

[FHI D A—)IL
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Archives of Virology
October 2013, Volume 158, Issue 10, pp 2059-2068

Proposal for a Unified Norovirus Genotyping
and Strain Nomenclature

Annelies Kroneman, Harry Vennema, Jan Vinjé, , Peter A. White,

Grant Hansman, Kim Green, Vito Martella, Kazuhiko Katayama,
Marion Koopmans

¢ ORFI-ORF2 YOV EX—2 32, FXFUAILADIEM

o SKVV—XTZAN—CY NERTPITAL AT ATV ARMKAE ULTRWAETH
2h. YA1EVITTELRWVWELBEIMULDDH S (HREFHDEIMICIEIMULTWS )

e ORF2 (VPI) HEERDEERSIZHAZE (Maximum likelihood) X7cld, N
1 V7 ik (Bayesian Markov chain Monte Carlo methods; MCMC) TH+%
AT Z 1T D C & Z iR &



http://link.springer.com/journal/705
http://link.springer.com/journal/705
http://link.springer.com/journal/705/158/10/page/1
http://link.springer.com/journal/705/158/10/page/1
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A cryptogram previously proposed for caliciviruses would
further facilitate communication by iInclusion of the
genogroup and genotype assignment as follows:

Host / Hu (human) Bo (bovine), Mu (murine), Po(porcine), Ca (canine). A list of the host
name abbreviations is publised on the norovirus typing tool website.

NoroNet: http://www.rivm.nl/mpf/norovirus/typingtool

Country code (ISO) / FR, DE, US, JP, etc

year of sampling /.

genogroup and genotype /

(ORF1 and ORF2)

Gll.P4_Gill.4, or if only the

ORF2 sequence is known:

Gll.4 variant name city, If necessary followed by a serial number.

norovirus GlI/HU/FR/2004/GIl1.P12-Gll.3/Paris23
norovirus GlI/Hu/GB/2010/GlI.P4_Gll.4 New-Orleans2009/London48,

or if only the capsid sequence is known:
norovirus GIlI/HU/FR/2004/GlI.12/Paris25.




Norovirus Typing Tool - (Open access)

http://www.rivm.nl/mpf/norovirus/typingtool
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Gll.4 variant name (Htk#a) &1EXEES

Proposed epidemic

Bt name Accession number Nucleotide sequence
US95_96 AJ004864 ORF2
Farmington_Hills_2002 AY485642 Complete

Asia_2003 AB220921 Complete
Hunter_2004 AY883096 ORF2

Yerseke 2006a EF126963 ORF2

Den Haag 2006b EF126965 ORF2
NewOrieans_2009 GU445325 Complete

Sydney_2012 ] X459908 Complete
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RN RBEHRRFR
(MEVBEIEHARRE B/K BEF K% suzukis3df@pref.kanagawa.jp)
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(DO1IVREE &E=E MIAlI &% takenori.takizawa@pref.toyama.lg.jp)

EEOw
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E3)

mE>aw o
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(RERNSBERLOSHEODSMIVRERE ) FE K= horikawa@fihes.pref.fukuoka.jp)
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mailto:n-shigemoto81161@pref.hiroshima.lg.jp
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Standard NoV-Plasmids version 3

ORFI ORF2 ORF3

VPglt — | [ pa

- \

Protease region - genome end

Gl/1 NVé68 prototype  3000-genome end 4600nt
Gll/4 2006b Sagal strain 3000-genome end 4500nt
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MLVA PFGE

BRI REIEE L BAREIXE L
IS-printing  #BRGVEASS  SEAELE(FEH
0157, 026, 0111

Serotyping,

5 5 - Lo
BB REITAELN
01570 &+
(ROU—=2T )

VT typing

MLVA: multilocus variable-number tandem repeat analysis
PFGE: pulsed-field gel electrophoresis /NID
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BRI E

8 0157 B RllFEED

IS | MLWAtype PFGE type ﬁzﬁﬁ& PFGE Ak

Major type

Variant type

Variant type

Major type

Major type 14m0004

Major type 14m0008

Major type 14m0009

Major type 14mO0010
- 14m0026
- 14m0033
- 14m0034

K10
k14
k13
k15
k16
k17
k21
k22
k23
k24
k33

k18

N B N R R R R R R N RNRRBRR @R

five bands differ. from k7
two bands differ. from k7
three bands differ. from k7
two bands differ. from k7
two bands differ. from k7
one band differ. from k7
two bands differ. from k7
one band differ. from k7
one band differ. from k7
three bands differ. from k7
two bands differ. from k7

three bands differ. from k7
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EEAAlEEE R (1) : THRIRMEXRBEPCROVFO—)LAEK

REEEF PCRY A X (bp) TS5SA4<2—tvk
elt 123
1290 estA2 178 EXEC
astA 109
1297 estAl 179 EXEC
astA 109
1298 invE 379 ExXEC
1303 stx1/2 234 ExXEC
eae 310
stx2f 296
1733 eae 310 EXEC
astA 109
1782 afaD 207 EpALL
1923 eae 310 EpALL
1924 neg control EXEC, EpALL
2279 aggRr 254 EpALL
astA 109

&/NID




BRf Al REE 4% (2) : stx PCROFO—)L HE

Appendix 2

List of reference strains harbouoring the vix gene subtypes

Control
551 GenBanlk
for Toxin variamt Eesults obtained nsing
collection Sirain accession
toxin designation the present method

D number MNao.

subtvpe
L¥2653 EDLS33 |(VTla WTla-0O157-EDLS33 hI15473 vixla + vixda
Daen2 DG131/3 | VTe VTle-0O174-DG131-3 L36901 vixie + vixdh
D352z EHIE1Z | VTld Sixld-0O8-MMHIE13 AYIFOBSL vixid
L¥2435 Ou VTia VT2a-0O48-94C L3AFFES vixia + vixZda
Da3428 EH250 VTZb WTZb-O118-EH250 AFD4I62F vixZh
L2587 a3l VT2 WT2e-0174-031 L1107F9 vixZb + vixle
D34435 Cle5-02 | VT2d WT2d-07F3-Cl65-02 DRSS 0012 vix2d
Dag48 51191 VTZe WTZ2e-0139-51191 h21534 vixde
L3546 T4/9F T2 WTH-O12B-T4-97 AJOL0F30 vixdf
Das0o Fa VT2g 2g-02-Fv AY2E6000 vix3g

* May result in both fragments at 179 bp and 280 bp

stx1: stx1a, stx1c, stx1d,
stx2: stx2a, stx2b, stx2c, stx2d, stx2e, stx2f, stx2g

Statens Semm Institut, Artillerivej 5, DE-2300 Copenhagen 5, Denmark.
Phone +45 3268 3334 Fax +45 3268 B238 e-mail fso@s=i dk .' | | D




STATENS [

SERUM ﬁ

FSTITUI

BRfn A REE 4% (3) : EHEC, EQA(2013-2014) FAE #k

EQA PART: SEROTYPING, PHENOTYPING, GENOTYPING AND S7X/VTX SUBTYPING

RESULTS TABLE

i3

vixlI gene
vixZ gene
vix Subtypes
Additional
wirulence
genes
Pathogenic
group

Pos.: Positive, Meqg. Negative, alfa: pos. for alfahaemolysin, but entero/alfahasmolysin results is accepted for all strains.
Intermediate result noted in the Vero cell assay is accepted as a positive result. H- result noted in the H type is also accepted for all strains.

" | actose negative
"' The strain has been observed to lose the ESBL plasmid. Therefore, both results will be accepted.

Gene abbreviations

=N CVD424. E. coll altaching and effacing gene probe. eff: 5118, Heat lable enteroboean (LT). Almost identical to cholera foxn.

efixd:  CVDM18. Plasmid encoded O157-enterchaemolysin. a3id: PCR fragment . The gene encodes the dispersin (aap) transporter protein, which
wixT: NTPT05. WVemioxini; Almost identical wiaih the Shiga toxin. is 3 good plasmid marker for Entercaggregative E. coli

wix2: DEF2E. Vembomnl: Vanants exist. Approw. 607 homology to wivd. estdp: DAS101. Heat stable entercboxin (ponane vanant) ST, (5Tla).

aggR: Gene encoding the master reguiator in Enternaggregative E. ol ipalt WHR3BD. invasion plasmid antigen. These genes are found in several copes

aafG:  Chromosomal gene marker for Entercaggregative E. coll. chromosomally as well as on plasmids.
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VR255F EDOTEBEIE

L7 7L AR D53 5 iR

w5 AT TR

L 77 R — F D,

Bordetella holmesii-LAMPZ> k 2 6 8
4PlexV 7 /VZALPCREYH (ver.l) * 1 3 4

B HX%E 0 0 0
Bt ha—/LDNA

ERELZ 3] 0 5 5
7t 3 (21Ea%) 14 (11/E3%) 17 (13fE3R)

*ILFE R A (BRI #AFH-3E)
B BRI AEHETT

® Miyaji et al., Genetic analysis of Bordetella pertussis isolates from the 2008-2010
pertussis epidemic in Japan. PLOS ONE, 8(10): e77165, 2013.

o HHi—pk. B AREDMEV. SRLEK. 34(3): 41-43, 2013.
® RIFHE, TH—pk. Hril- BERYYEUp to date H H %, (LFRIEDOFEIK, 29

(S-1), 71-79, 2013.
&/\IID
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® H H%JE#E Bordetella holmesii

2) BT REEDE A (B4R HH3E)

® 4PlexV 7 /L ZALPCR ver.3.1(H BH%ZHE . 2378 H%H.
Bordetella holmesii, Mycoplasma pneumoniae Z17] RFIZ £& .
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FR26F EIEBHE

OFMBEBEPEL I7L AL A— HEEA

HFE & BEMZEN E-ER
BASR REMZFH FEMEE
0O = HEMZH FEMEE

HKERNOFERAET—RASUR(ZE T HEEEMTSRAYET—ID
[0 [ o e S e Y 5 ek )

mESEE FI X BERMFHE

Y FIT—U128ML TWSEHERRMR

O EMHERPEFELIZLVRAEVE—()

IR, R, BMR. AR,
LEaR. #RR. RigR

O E#LTLSHBAE (16)

TEE. 5FR. %8R, EWR,
FER. RBR. 20BW. =EXR.
HRER, EER. BRI, 1ERH.
BRE. SRR, BEAR, HER

® LIo27ZL Ab 48— Lt Xy bI—2IS
fn L TS LTL i 31

LHE - BHR - BFR - KR - HAR - FER - F
FER - BRE - @RNIR - BAH - HAR - MUR - R
BR - NER - BAR - =SR - BER - WHEF - SR
R RER - BHET - BILR - KRR - T - R
R - AR - BER - RIHR - BRAR - ZHR - HER
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ERE254FE
RLRFEE
ZLS)
RIBEERAR D BIROZFRINSODNARILE (T1./—)L- 70074 L)

DNABHE 10/EREERATRIIDIERK
ZFiE 105EHE NS 10- EHEHOAEIR
(DNABEMEWARFODNAZfEZ 5 IzHSalmon sperm DNA(10ng/uL)%
. I ERIBREHBRVC R R T H)

PCRICAAVS TS/ —(FHEBLDEC LI,

13E
FCtRUEDNARRIAB LU TFA Y -2 FAVT, RIS EERFPIFIE OHEELPCR
BhiEFZ AV TEIEE BRUABIL URERFREZEE.

DNA Polymerase &H—<ILH (95—

Wi iR BHR EBR TRERRT &R RIFR

TaKaRa Ex Taq® TaKaRa Ex Tag® Hot TaKaRa Ex Taq Hot
DNA Polymerase Ex Taq HS (TaKaRa) N Ex Taq (TaKaRa) TaKaRa EX Taq Start Version Start Version

Hot Start Version

(TaKaRa) (TaKaRa)

P=INFAI5— My Cycler(BIO-RAD) TaKaRa PCR Thermal PC-818-02(ASTEC) ~ Gene Amp PCR GeneAmp PCR T100 Thermal Cycler

Cycler Dice® System 9600(PERKIN System 9700 (BIO-RAD)

Gradient ELMERE) (Applied Biosystems)

> TaqlE&ECTaKaRa®mTH oz,
> Taq&B—VILBA OS5 —HE<EUHEHFED OB DTz,
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PCR &
iz & BRIR mER REAT L&R RIER

PagiR{ET:
(a) #EM 94C24% 95 °C 54 95 °C 54 95 C 54 95 C 54 95 C 54

(b)saztE 94 C 30#» 95°C 30% 95°C 308 95°C 30# 95 °C 308 95 °C 30%
b= 2% 50 C30%# 52 C30# 55 C30% 52 C30#% 55 C30# 55 °C 30 #
BE 72°C30% 72°C30% 72°C308 72°C30% 72°C30% 72 °C 30%
HAIILE 30 30 30 30 30 30
()R 72°C 5% 72°C 54 72°C5%y 72°C 54 72 °C5 % 72°C5%
capitizF:

(a) #EM 94 C2 4 95 °C 54 95 °C 54 95 C 54 95C 54 95 CT 5%

(b)FaZEtE 94 C30#% 95°C 308 95°C 308 95°C 308 95 °C 30% 95 °C 30%
Ty 50°C30# 55 C30% 55 C30#% 55 C30# 55 C30# 55 C30#
wE 72 °C 308 72°C30% 72°C30% 72°C30% 72 °C 30% 72 °C 30%
HAOLE 30 30 30 30 30 30
()R 72C 5% 72C 5% 72C 5% 72C 5% 72C 5% 72°C 5%

IR Co UTZEPR (IR & RIX SR TIT O 28BS

&NID

FEH
& IREBFREE. (E5DOESHRSNICEODOFRESIRETHENS100ETH .

FAERE DD\ FBERA T (HEF 105E L L DOEMAE & 7/2 > TLBDT
BRIRIRIAN S DR (CIRETE BV ERIDNS.

RIBIRADIZE (FPCRIBEYIE PPDNAMHIE (CK DEGFREASH LW EBONZA, BERE
ZHAT D L TERORLIIEEEEBOND,

(B FRELEBRENSDRREZBHRIDENEETH D, )

@& pagiEILF(pXO1HEK) DA McapEETF(pX02)Kk D BEERFEEMEN DI,

CNEHEROTSXIR - AE-RCENG>ZEDEBNOHN S,
pagiBzF%1— RIBpXO1DANPXO2L D EHEN SHEBIE— KNS LRIREENT
WB. 22U, FFBICEVEE CORBRGREMRTHN TR ERNQIBIEEZE X515,

&NID
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i IBRE VN RIBARASZ DX IE(CBI U T

CNET, HEEABRTRERERSN IS DRERE - RRE
MYFEHTHAT D (REABFFNoERRZM)

ZEEICHFRBBEZRFOSFHEZFIZDONT
Xt&AMIEO IO )LYER (DVDE)
XEFRMNDDDNAHE FH (thnFHEZEFI H)
X 5T O—THRyIREDBN

H26 4 B & E) -
HERA B EFREFOREL

OoB”:
S HEMBEFRCHEASN TSR E -#BRFEFEH
LTHREYT=_AT7ILDRILEFITD,

OAFEZF:
REEBRET =27 )L (BEEHHP) JIZELC TITS(
BRIARNALBIEFRHEBBADTSAY—%EM ),
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1. BEFREDITSAVFTARRT-PCR)

& RNAH VT )L 3K

(RNAstable tube {ERAFETERRER)
& Positive control RNA 174

(RNAstable tube {FRAFFETEREREFT)
& TS54<—(100pmol/ul in TE) 9K

2. A& O S ORNAKI H EDREE

O NELEIA S DRNAHHE S ZE D REE
*TRIzol Reagent(Life Technologies)
*RNeasy Kit (QIAGEN)

O Wikl A X-TSAT - AXXEERES
- GAPDHIEIE 754 < — 1 (4 X 226bp)

(3) BIMHBERPELIZLUARYRT—HDEE

KEERRA R BREAH L 5—0BEEXIE

ER2BFEEICTON-EEFTBRFRFAAEICONT

EABRIZETABMDRERBTE=F) VT RBEFEIRLIZLH
REZTTITHONLHBBHRDELEE (EFFERST) EDEE

[BMOERRREL (RS 12]
EFRRALRE BE~OWEREFILSRAT-HEEOXE

KRB SmML-B8K:
tiEE. FHRE. MAR. FER. mREREL.
FRE.ELUR.ZER. ZER, FELUE.
BER.BRE.GHAR. BEAR. ZHE.
BRER. PRI, MEmh. EiEh
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BB T AEREEGFREITICET S
7//7- I\nﬂ (2013)

s B FRETDOERIRR

— Xt A11BER
— EHFE 8t 5%
)il 30/t 5%

o fthiEER KRR ShtE%

o MILGMDHTRAAEVITEEM(FEZSL)L
TWLWADI(35450E% (68.3%:; 54/79)




PCREEMS FRBHIE

BMEREF->TI=21FILT

HRDFERINTIOZLT

RRSNEDTHREREFE-
TNY=a7J)T
ZO—HADDNA%E
Y=Y AI5—
2-3FFH W EE >
Genemapper CEHT

DNAY—H T H—
755 A MERT



VNTRD 1= DPCRDFEHELHH

J1. J2 J3 J4 J5 J6 J7 J8

< N\ 1212121212121 2172
DNA (1 ng) 1l
10 pM Primer mix 1 H
2.5 mM dNTP 4 pl e
2xGC buffer | 12.5 pl g p
Ex Taq (Takara) 0.13 pl - «—500bp
\ Add H0to 254l
J9 J10 Ji11 J12 g g % :
— 1212121212127 272
4 94°C 5% A
94°C 30 b | X 35 - <« 1kbp
63°C 30 ?Jr‘ _"f :4—500bp
72°C 3% -
72°C 7%

NI
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7000 —YAE0HTH5-HODT54<v—kvk
(187&. 364&)

- BEESHEAELEDNA (4F8FE) &t
25F E (X 1RSI T



45 288 {8 L 7= 48 BE AR A D FSHZ E DNA

INRILD FAREDNA (5~6%%)
BAERNTHEINSEZEDEILSR
HOESIZTEHET-
- LR B (4~5%k)
ancient 2~3%
modern 2%

» JEIEFHE (18R)
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- ReHiE REZEN 15 A
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dtEERIHH BEHEREBRELV Y — B ]
B R BEF: AR BREEVZIAT-F8)11855L
Riadtke: 2L R/ &5 AT - BEERIEF
WE - KR IIRREIFEAR-ES &
pEMNE: FEURREREEO Y — KEETF
M- RO BEFERERAE L XA—BAEANK
fER R TR = &R - 1 F i BS (HEEA) . BTHE{RFE]
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LI27Lo At 9—E
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HEEA
BREFAINIOTFIAINAHEE5— INAYIEAN
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EFREEAERMRtLVS—: BiEHE LHEERENRA: RESHE
RESEREZEHR LV I—: KEE BETMREMRM: JIIIETHF
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IWORREREE 42— FHE— RTTRAESER: MIUXE
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H25SEE D EEIFHRS (1)

O HZEH7-RNABTEa FO—)IL (BERIY—H—AY) DE




BiExt B ZEEIALAICERLI-O7 - R—RU— RN B ORHBRERR

(20135F4 8151248, 425 A2 & IS ERIZ M)

Real— Time Conventional
E & H % B H7 M [ & H B H7 M
B 28 3 B3R
-3 E 8/10 8/10 -3k 5/6 3/6
(18#) (80%) (80%) (18#) (83%) (50%)
108 -3 3R il 2/10 2/10 6a -3 3K jifi 1/6 3/6
-3k 24/26 23/26 -3k 16/17 13/117
(48 #) (92.3%) (88.5%) (48 %) (94.1%) (76.5%)
268 -3k i 2/26 3/26 178 -3k i 1/17 4/117
244 B8 17428
o O BB AR T8 L. 1065 (-1 & 5cd) AR Tl i rlge
BEAT SN 7B PEXT BRI, 1, 000f% (3L itd) FHRICB W THRHEATREDOHRE




H25SEE D EEIFHRS (1)

O 74hFTOMBIHFIHLTAUTILIOTFIOALILADYYTIL
24 LRT-PCRIZE D5 B E E S ER (EQA) DX




CNETIZERLIZEQAIZDINT

1. H5P& MO rO—)L
~20115F98 11 (37 -YH—bk) 2. RF7EEAE

3. RNAHIHE F v 218K

1. RENAEIR(RNA H T =)
2. REN6FRIA(ZRNATH)

1. H5[B Mo kOo—)L
2. H7fe o rO—)L

~20124 128 11 (@7 -YHK—K~)

~20134F12R 74
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E LU AIE:

1. Lior JRICKAHFZETRINLE (30f238) D
YERK &2 A

2. RN FZ{E>7-Penner ;ZND 5T
3. EFIMMEE O HIRKTIETE
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EXEE 2B T AR RIEHRER (201345F)

PAN
(mm]

X a2 a— SHMBEk THEB HE BA Gt
EHRE EHRE B
MHEERRRIREE5— 6 (2 ) 3 10 53
RRE#MERTEMAR LS 116 (23 ) 97 0 212
BMREEMRRAR 31 ( 6 ) 43 0 74
KB FFILARE AT 43 ( 19 ) 36 0 19
LETEAEMRREAR 15 ( 4 ) 114 9 138
WARIREREL 57— 4 (1 ) 24 0 28
RRARRBIRERZHER 70 (22 ) 1 0 A
( )

T 284 11 392 21 655

(][]




C. jejuni BREEHBFE¥OLorMMFRAIFE (£FE-20134F
I ;5 & N PN N = it t)
LD 4 13 16 11 15 44 5 1 105 312
LD 1 8 1 - 15 6 - 31 9.2
TCK 1 - 4 2 - 7 - - 13 39
LID 10 1 5 3 - 1 - 11 33
LD 11 - 3 3 - 4 - - 10 30
L1036 - 6 - - - 1 - 7 21
FDith * 4 20 6 5 5 4 - 44 13.1
INT 19 62 26 21 75 17 1 221 65.6

%) 559 729 605 583 658 708 1000 710
ExmE 6 g 7 - 25 - - 38 1.3
BRI 9 23 10 15 14 7 - 78 23 1
= 34 85 43 36 114 24 1 337 100

*x 20%E%8



C. jejuni ERFE BB B KD MER HFZ
(Lior &

2008 2009 20104 20114 20124 20134
152 LD 4 LD 4 LID4 LI04 LD 4 LID4
22 LD 28 LID 7/ L1028 L1077 LD 1 LD 1
362 LD 11 LD 1 LID1 LD 1 TCK 1 TCKT
A LD 1 L0 28 LI07/ LD 11 LD 11 LID10
56 TCK12 LD 11 L1011 LI028LI036,TCK1T LD 7/,LD10 LI 11




C. jejuni BRFEZEHIAK¥RD Penner M;EE A piE
(£E-2013
4F )
mEE #E FE W KKk KE 0 #gX S O
B 7 10 9 5 11 37 1 1 4220
D 3 1 2 4 3 - 23 68
B - ] 6 1 8 - - 22 65
C 7 - 8 - 1 . - - 11 33
AR 2 3 1 1 3 - 10 30
FO*x 8 ] 5 8 - - 32 95
INEF 23 45 17 23 59 4 I 172 512
%) 676 536 395 639 518 167 1000 512
SHmE 2 1 - - - - - 3 09
i?zw% 9 38 26 13 55 20 - 161 4719
& &t 34 84 43 36 114 24 1 336 100

x 11188
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C.coli /A FIBLVDITIRATALUMED HIRIK R
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> C. jejuni 337 ¥R RIZLioriE THRETL-#E R,
BRHEINAMEER L, LIO 4 LIO 1, TCK 1MIIEIZ%X,
REGERMNERLIZZED NG T=,

> Lior ;% ( 337%k) Tl 26F&£5 M E IR 1M )5 (65.6%),
FEIME (11.3%) (2B S, BAIZ(L76.9% TH-oT=,

> Penner % (336%k) TIZ16FEFEN EIMMME (51.2%),
FEEME (0.9%) [CER A, BRIZE(E52.1% THo1=,

> 2013F DX /O0VTMEEOHIREILC. jejuni 43.6%,
C. coli 625%T&HoT-, EMMEZRIL, C. jejuni 1.2%,
C. coli 18.8%T&H-oT-.
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REFLD (n=77:[EEZHE100%)

7. 3 a+ I+ PCR
B 53 Bf +PCR

N 53 B+ R

B PCROD) H+

Al L TUNVERLY
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S ES%UDHTITIAILRESBEEL TS,
PCRAGERXHT =27 L OFERANIFEAL,
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Roche viral nucleic

LR che viral n
200uLFEL T ;é'sjk't N
LiFERLC

25cm2 75 A T4 B T2 E TCPEM
RSN A8RF T2 E T80%
[CHBEIICOAMIVAREETE

"' g rim

Hﬂ’EL'L,\**“
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Elution buffer 100
UL 24/ L[E1R

¥

S 55t E T
o VR
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Schematic restriction cutting pattern(BamH I)

Marker Ad8 Ad19 Ada7 Ad53 Ad54 Ad56
A/Hind Il digest AB448767 Q326209 JN226757 AB605243 AB333801 HM770721

23,130 =

10,000 1 9,416

[ | [ ]
6,557 w——m —
|
[ | — ]
4,361 ———
| [ ]
]
2,322 == ] —_— [ ] [ ] ———
2,027 =
[ ]
[ ]
1,000 ]
[ ] [ ]

125 -

100 -
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» IFRTERR
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Measles and Rubella Elimination Goals
by WHO Region, 2014

Americas, Europe, E. Mediterranean, W. Pacific, Africa have measles elimination goals
Americas and Europe have rubella elimination goals
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A real time - PCR

WHO #2#;% (CDC%)
Development of quantitative gene-specific real-time RT-PCR assays for the
detection of measles virus in clinical specimens

(Hummel et al., Journal of Virological Methods 132 (2006) 166-173)
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Standard ';}ﬁ[\'é\ 2 X 10 Ct <40 100% (33/33)
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multiplex RealTime—PCR(SFGR & Scrub typhus)

Primers and probes used in this study

Assay format Gene Amplicon Primer Sequence (5' to 3"
target size (bp)  or probe
OR-F
TS s a0 PR f o
real-time PCR Ot-FAM
Rj-VIC

Master Mix

Multiplex real-time PCRAEF &L TPremix Ex Taq™ (Perfect Real Time) (%
DS\ A4A)ZFEAL, primer&0.3uM, MGB probe#&-0.2uM, Premix Ex TagFH
buffer 12.5ulE KU'ROX Reference Dye Il (50 X )Z0.5ul# & B KEREEL, 1
tube & 7=1)22.5u1&L7=. Template 2.5l

i St
95°CT30F)NEA{%, 95°CTHF), 60°CT40F)Z45[H]

R FER. RSNk MER. GER. LER. BHR, B2



Reactivity of multiplex real-time PCR for Rickettsial agents

Species Strain Isolation source Multiplex realtime PCR
Orientia tsutsugamushi Gilliam Human +(Ot-FAM)

Orientia tsutsugamushi Karp Human +(Ot-FAM)

Orientia tsutsugamushi Kato Human +(0Ot-FAM)

Orientia tsutsugamushi Kawasaki Human +(0Ot-FAM)

Orientia tsutsugamushi Kuroki Human +(0Ot-FAM)

Orientia tsutsugamushi Shimokoshi Human +(Ot-FAM)

Orientia tsutsugamushi JP-2:Sato Human +(Ot-FAM)

Orientia tsutsugamushi JG'Kasei Human . ... +OtFAM)
Rickettsia asiatica I0-1 Ixodes ovatus +(Rj-VIC)

Rickettsia conorii Malish 7 Human +(Rj-VIC)

Rickettsia heilongjiangensis CHS8-1 Haemaphysalis concinna +(Rj-VIC)

Rickettsia helvetica IP-1 Ixodes persulcatus +(Rj-VIC)

Rickettsia honei TT-118 Ixodes sp. +(Rj-VIC)

Rickettsia japonica YH Human +(Rj-VIC)

Rickettsia japonica FT Human +(Rj-VIC)

Rickettsia rickettsii Sheila Smith Human +(Rj-VIC)

Rickettsia sibirica 246 Human +(Rj-VIC)

Rickettsia tamurae AT-1 Amblyomma testudinarium +(Rj-VIC)

Rickettsia typhi Wilmington Human -
Rickettsiasp. LON . LON-2 . Haemaphysalis longicornis . . . +Rj-VIO)
Anaplasma phagocytophrlum ORI
FEhrlichia chaffensis -

FEhrlichia muris —
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