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® Kamachi K, Yoshino S, Katsukawa C, Otsuka N, Hiramatsu Y, Shibayama K.
Laboratory-based surveillance of pertussis using multitarget real-time PCR
in Japan: evidence for Bordetella pertussis infection in preteens and teens.
New Microbes New Infect. 2015 Oct 22:8:70-4. (Z=I&EHM, KIRZAEH, =K
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Ann Clin Microbiol Antimicrob. 2016; 15: 13.
Published online 2016 Mar 3. doi: 10.1186/s12941-016-0128-2




Detection of Zika virus RNA by one-step realtime RT-PCR

Clinical samples (serum and/or urine)

¥

RNA extraction
(High Pure Viral RNA kit (Roche))

t

Fast Virus 1-Step Master Mix
. ZIKV1  ZIKV 860- ZIKV 835
(Thermo Fisher)

FAM
ZIKV 911 E
50°C 5 min 1cycle
(RT reaction) ZIKV2  ZIKV 1107-  ZIKV 1086 E
o FAM
95°C 20 sec 1 CVCIG ZIKV 1162c¢ E
95°C 3 sec o
40 ovoles Lanciotti et al.
57°C 30 sec y EID 14: 1232-1239 (2008)

*QuantiTect Probe RT-PCR Master Mix
(QIAGEN) also showed similar results.
(RT reaction: 50°C, 30 min)
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Eurosurveillance, Volume 21, Issue 23, 09 June 2016
Rapid communication

LONGITUDINAL FOLLOW-UP OF ZIKA VIRUS RNA IN SEMEN OF A TRAVELLER RETURNING
FROM BARBADOS TO THE NETHERLANDS WITH ZIKA VIRUS DISEASE, MARCH 2016

CReusken12,SPas12,CGeurtsvanKessel 1, R Mogling 1, J van Kampen 1, T Langerak 1, M Koopmans 1, A van der
Eijk 1, Evan Gorp 1

*Zika virus RNAZ & H .
R A )L AITAER,



The Lancet
Volume 387, Issue 10037, 18-24 June 2016, Pages 2501
Correspondence

Late sexual transmission of Zika virus related to persistence in the semen

Jean Marie Turmela, , Pierre Abgueguena, Bruno Hubertc, Yves Marie Vandammea, Marianne Maquartd,
Hélene Le Guillou-Guillemetteb, Isabelle Leparc-Goffartd
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IgM capture ELISA

Substrate (TMB)

Conjugate(HRP, AP, etc)
Anti-Flavi MAb(6B6C)

Virus Antigen:
(inactivated) ZIKV

Test Serum
(containing Anti-ZIKV 1gM Ab)

Anti-human IgM MAb
(capture antibody)

Blocking

Plastic Solid Phase

*Dengue Virus IgM Capture DxSelect (Focus) HiR—X



CDCMMWR

Interim Guidance for Interpretation of Zika Virus Antibody Test Results
Weekly / June 3, 2016 / 65(21)

What is already known about this topic?

Zika virus is a mosquito-borne flavivirus closely related to dengue, West Nile, Japanese encephalitis, and yellow
fever viruses. Diagnostic testing for Zika virus infection can be accomplished using both molecular and serologic
methods. However, results of Zika virus antibody testing can be difficult to interpret because of cross-reactivity
with related flaviviruses, which can preclude identification of the specific infecting virus, especially when the
person previously was infected with or vaccinated against a related flavivirus.

What is added by this report?

For persons with suspected Zika virus disease, a positive real-time reverse transcription—polymerase chain
reaction (rRT-PCR) result confirms Zika virus infection, but a negative result does not exclude infection. In these
cases, antibody testing can identify additional recent Zika virus infections. If immunoglobulin (Ig) M test results
are positive, equivocal, or inconclusive, performing a plaque reduction neutralization test (PRNT) is needed to
confirm the diagnosis. However, recent evidence suggests that a 4-fold higher titer by PRNT might not
discriminate between anti-Zika virus antibodies and cross-reacting antibodies in all persons who have been
previously infected with or vaccinated against a related flavivirus. Thus, a more conservative approach to
interpreting PRNT results is now recommended to reduce the possibility of missing the diagnosis of either Zika
or dengue virus infection.

DI SED 1)L 2 EDCross Reactivity h B & 75D,
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Science 352(6282) 128, 2016 (8 April)

... Angola has seen 490 confirmed cases and 198 deaths so far,
but experts say the real toll may be 10 times as high.......
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Primer

Set A (YF17D/W. Africa)

Set B (YF17D/W. Africa)

Set C (S. America)

Probe

Set A (YF17D/W. Africa)
Set B (YF17D/W. Africa)
Set C (S.America)

Name
YF-8280F(17D/WA()
YF-8354C(17D/WA()
YF-4769F(17D/WA()
YF-4862C(17D/WA()
YF-9393F(SAm)
YF-9453C(SAm)

YF-8308FAM(17D/W.Africa)
YF-4804FAM(17D/W.Africa)
YF-9415FAM(S.America)

Sequence
TCCACTCATGAAATGTACTACGTGTCT
GGAGGCGGGATGTTTGGT
TTGATTCCATCTTGGGCTTC
GGACCTCTTCCTCTCCATCC
CAGGTGGGAAAGCTTACATGG
CACCTGCCCGGATCCTCT

AGCCCGCAGCAATGTCACATTTACTGT
TGTCGCCTATGGTGGCTCATGGAAG
TGTCATAAGCCGGCGGGACCA



)7 7 U NKERRIERY) PILY 1 ART-PCRODEEFH

Primer & Probe Forward.”Probe.”Reverse
A YF 17D/W.Africa 8280.78308FAM.”8354¢c
B YF 17D/W. Africa 4769.74804FAM.~4862c
C S.America 1&2 9393.79415FAM.~9453¢c
YF-VAX BeH655417
} A:14.8 & HRNA } C:4.3
} B:19.4
1 B:13.2
}C:(-) FAG)
ovhe Ct value YF-VAX[72') h%k] BeH655417 [ B %%k ]
RNA-direct A 14.8 Undetermined
Realtime PCR
Master Mix B 19.4 13.2
{2 F C Undetermined 4.3
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Phylogenetic tree of ORF2 constructed by Bayesian Markov Chain Monte Carlo (MCMC) method

Lineage 1

Evolutionary rate:1.25 x 10-3 substitutions/site/year

Lineage 2
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EXEBEI—IZHEIT AR B ERER (20155F)

X# 58— SEBX | (F4H) | BHXEBHEX | BR | G5t
EH EHR Eﬁﬁl

MBRERREEZYSY — 11 ( 5) 8

RREPERZEHARTEZY Y — 93 (34) 116 0 209
BRSREEMIRPA 29 ( 8) 25 0 54
AIRAFLL ARG LR 135 (50) 19 0 154
LhShEEMIRPh 11 (4) 91 68 170
WORRERRBREYS— 5 (2) 30 1 36
REARRIRBIRENSHISER 57 (15) 1 0 58

5t 341 (118) 290 69 700

Ol
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-20154F)

L
LIO 4 an
TCK 1 12 1 2 15 (5.2)
LIO 1 5 1 1 6 13 (4.5)
LIO 28 10 1 2 13 (4.5)
LIO 11 5 2 1 8 (2.8)
LIO 2 3 2 1 1 7 (2.4)
LIO 7 6 1 7 (2.4)
Z Dt * 2 10 4 4 13 13 46 (16.0)
INET 4 66 13 12 58 24 177 (66.7)

(%) (57.1) (56.9) (52.0) (73.7) (63.7) (85.7) (66.7)
BT 2 10 3 2 17 0 34 (11.8)
BBl A BE 1 40 9 5 16 4 1 76 (26.5)

=11 7 116 25 19 91 28 1 287

*1878 %A



BUR T HFIE B EC. jejuni DPennerll ;R Bl B fE
(£[FE+2015%

B#f 1 7 26  (9.1)
D&f 8 6 1 15  (5.2)
YEE 10 1 2 14 (4.9)
L&f 2 1 11 (3.8)
Off 2 4 10 (3.5)
FEf 1 3 7 (2.4)
T Dth* 2 11 3 8 5 35 (12.2)
INET 2 48 8 17 0 118 (41.1)
(%) (28.6) (41.4) (32.0) (42.1) (41.1) (0) (41.1)
B E 0 0 2 0 0 3 (1.0
7 A e 5 68 15 11 1 166 (57.8)
a&t 7 116 25 28 1 287

*107E 38
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Emerg Infect Dis. 2016 Apr;22(4):687-90. doi:
10.3201/eid2204.151595.

Adenovirus Type 7 Pneumonia in Children Who Died from
Measles-Associated Pneumonia, Hanoi, Vietham, 2014.

Hai le T, Thach HN, Tuan TA, Nam DH, Dien TM, Sato
Y, Kumasaka T, Suzuki T, Hanaoka N, Fujimoto T, Katano
H, Hasegawa H, Kawachi S, Nakajima N.

Abstract

During a 2014 measles outbreak in Vietnam, postmortem
patho %glc examination of hospitalized children who died
showed that adenovirus type /7 pneumonia was a contributory
cause of death in children with measles-associated immune
suppression. Adenovirus type 7 pneumonia should be
recoglnlzed as a major cause of secondary infection after
measles.
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SG1
SG2
SG3
SG4
SG5
SG6
SG8

e

L. pneumophila 375%k (97.9%)

371#k (85.1%)
8tk (1.8%)
14%k (3.2%)
3%k (0.7%)
75k (1.8%)
8kk (2.1%)
1# (0.2%)

SG9
SG10
SG12
SG13
SG14
SG15

uT*

20074

L.

Sk (1.1%) L.
2%k (0.5%) L.
2%k (0.5%) L.
2%k (0.5%) L.
14 (0.2%) L.

1%k (0.2%)
1%k (0.2%)

TUNERLZARSREME -1 —FT 1 S1-158DOVITNICERIG LN DTz,

bozemanae 1%k (0.2%)

dumoffii

feeleii

1%k (0.2%)
14k (0.2%)

londiniensis 1%k (0.2%)

longbeachae 5%k (1.1%)

rubrilucens

5T

1%k (0.2%)

436%k (100%)
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Arthropods
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Serology
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PCR detection*
Immmunofluorescence
Giemsa or Gimenez staining



)iy FPREICHAWSE (&R H

E R D)7 yF 7 iED Z ¥ (Rickettsia japonica A5r D FTBIEAEE) Ty FTICK D EEBRAE, DOARFEOMEMEKD
ZHEME) S, BEMIIRELENSE, KYLEHE)ryFTE#EE TSR TAY -9 L, £MDEconventional PCRMBY—)
IVABRMTCRE, HERETHIDOMNEELLY,

« Kawamori et al (SFG and Scrub typhus Realtime PCR, H26f& 1% 177)
- RBEEATHREIN. ENTHEEICKET LSOOV RB/EARIMEERY)—=J aTH#E
« Hanaoka et al (R. japonica Realtime PCR, R. heilongjiangensis, Emerg Infect Dis
15:1994-7, 2009)
— ARNFZDOEBRHIBREEZR SN TLSHB LA (BEHE LYUR) (LR, japonica& L TIRIXRHELVALY,
* Conventional PCR (Rickettsia spp 17KDa, gltA, H207 4> 5% L fiE HHE)
- U—YUIVRIZKYIEDHEE
e Conventional PCR (O. tsutsugamushi type-specific antigen (TSA))

— Furuya et al: Furuya Y, Yoshida Y, Katayama T, Yamamoto S, Kawamura A Jr.. Serotype-specific
amplification of Rickettsia tsutsugamushi DNA by nested polymerase chain reaction. J. Clini.
Microbiol., 1993, 31; 1637-40

— Satoetal: EBREF. EHBUV A, Fikigz ., BREA FIBEBRIZEFSShimokoshiZ DDA RFFD M K
AIESZE. Med.Entomol.Zool., 2014, 65(4):183-188



)y F 7 BEH D=6 DIAMPE D #EET

BREEHB

- ERNDFIHEAEE) -y F T IREEL T, Rickettsia_ japonicalZ& % B ARFIHTEL
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735 LAMP e R U RS fE Rk

EFABERE  LoopampDNAMEIESRZE v b [REHMEE)

B2 It B [

ER#E U7 LAERTELE RT-160C [RIHEE]

&2 R B

Reaction Mix (2 %)
FIP (40 uM)

BIP (40 u M)
Loop—-F (20 u M)
Loop-B (20 u M)
F3(5 uM)

B3 (5 uM)

F3_cana (5 u M)*

B3_cana (5 u M)*
Bst DNA polymerase

o VAN
- [ 4
LOOP RIGFa1—7 [RIFILE] ba'C 807
= ?Ie)t Name Nucleotide sequence (5'-3") Purpose
ERE
164 3 F3 GGATCATTACTATGCTAATAGGTT

125 ul

i u| 164 3 B3 TCGATTAAATAACCGCAGCT

1 ul 164 3 _FIP AC LI GTTGCAGGAGGCCAGGGCTTATAGGAATTTT

1 U | 164 3 BIP TACTCACTGGTTCGCTTCAAAAGAATAGCAAGAGCA

1 u I — = CCACCT LAMP

1634— for Rickettsia

1 ul spp.

| ul 164 3 F3 cana GGATCATTACTATTCTAATAGGCT

; I 164 3 B3 cana TCGACACCAATAAATTAACT

u
164 LF CCCATAGATTGAAACCAGTTACTG

1 ul

1 ul 164 LB TGGGCTATGGGTGCAACTTCTAATC
template 1 ul A — -

: *RIGIER L DT-OIEEHDE T FEIESHF3_cana,B3_cana
dH20 (REZ#&EK) 85ul d _ctana,bs_
MZAT=,

Total 25 1l

*JJID Advance Publication, Hanaoka N et al



i PRAR I

Each samples were amplified by Rickettsia spp. or Orientia-specific
nested PCR, and identified by sequence analysis.
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