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AL

105 £ 7 A 3 HZE 16 HiEbHARE T EYEMSCHT (National Institute of
Infectious Diseases, NIID ) BREEELE] LB AEE (Kitasato University ) BRES 2.8
B ER BB TR R 2 BT RO BT e 3R 1T AT 14 K BEiasE & 1E -
#255E R MOU B WIS [F e E 5fe > & S ERALE T AEYIAT R 3%
EZHETA DEE R RGURSARNTTE RFFIT |~ SRR R 7% » 4

"RT-LAMP |~ " BRI G (L E AR DRIT |~ T R[N & & S5 i i 12 e (Real
time RT-PCR) |, %5 » @A A B R ROAETHERRDUGTHEL - B AEEY)pmEal
TERIR B LR R S R BRER I3 AT S Bt 52 » IERITE A B e+ 2
EIE RIS B B 2 IRl B 5 - i i iR 1 3y nI 2 B RO SO I A L R
HHbT e e ERE R BT R LIRS et SRR M R AV R B S = i i
SaraE JEEE SRR AR = - TR E B E 2l R il s e AR E M - W
B AN B2 IN2% B E e I tEH e R B A RS2l B io MBI X B R
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HWEH 102 5 7 A2 5 — BRI i B> 225 EME2 B AL FhPIE K
B (a2 500 {51 » KGRI 228 d S PR o M 2L (38 A e 4@ s Hh D ~ Rl B
RESE 9 (ERATH ~ 76 4R - Ko BRI R oE > AR R E H &
FETEIEROM - e AEsERRT (LT B #AT) IR Stk H AR LR ENTFE
FITEREE S0 S A0 EUOR B ER S S B B B RS A T N2 ROy BB 525
ZrakitzEElE - MOU BAEYIM R EREE 5 - XS TissE e
M52 REFIT |~ SRR PR 7% - M E R e A TR
SR BRI ST R B DR R B2 I3 AT R B b e i % > A B
PR EEF R E R = 2 AR se > B H B B SRt E s o
ML HAE R B i = 2 i sl B RE D EE ST B R DA 4B 0y = TR B = 22
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A PFERER

bHE 2 B P A
7 H3HCH) [tz Hi - EEE HARR
>  FEe NIID EREERIEEE£ Dr. Shigeru Morikawa 7)1/ >
BB RIS H R E A\ B SR 4
THAH (—) > EEERR S EHTSHHMOU) R A EHEfE FEEH(MTA)
>  NID Bz EY%4c25)I|48 & oMEs (Principle and Practice of
Biosafety Management of Pathogenic Agents in NIID_Dr.
Kiyoshi Tanabayashi)
THSH (D) P JREMbuEsiel 774 RFFIT_Dr. Akira Noguchi B71&
TH6H (=) > JweEhigiaetil)iZ RFFIT_Dr. Akira Noguchi Bf 1%
> EREREE
> HAERAGRENEERREMELFYVREEEH O
_Dr. Takuya Kato i1 5407,
THTHE) W PRI AR B
W PRSI e R A SRR
>  EHEEEE T Outbreaks of Rabies in Taiwan | (&R RE)
Hb5ER)
>  EEEEE " Molecular Epidemiological and Pathological
Studies of Rabies in Ferret Badgers | (& #FT a0 E BiEET5E
)
TH8H (I > HAHEMERE L S Ze v il R Bl s [ 4 & BT 5E A _Dr.
Kaoru Hatakema & 113
B EE=E2d)
B Real-time RT-PCR
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FAR - 7110 FBHRIUHFRET AR RS

7TH11H(—)

HhrE N B KB 4H_Dr. Chun-Ho Park K55
IERIFRAB ~ s Bm B 7 FIEE T

B R ST =Y MR PIH SR E 5
YIS F  B)REEFSHE

7TH12H(=)

YV V VYV V |V V¥V V V

Micro-dissection 4144 Kz b e e FH 51 5

SNEHR BFIEE

AHRPEE: Show and Tell 4H45 R fFEE 28!

EEEEE T Outbreaks of Rabies in Taiwan | (B & AR RE)
HFE &) K& " Endemic zoonotic infections in the Philippines

affecting humans ; (Dr. Alpha Grace B. Cabic)

THIBH(=)

SNEHR BFIEE
Direct Rapid Immunohistochemical Test (DRIT) Dr. Daria

Manalo

7H14H)

DRIT

2B R PR EE S o S Y MEHR B R

E H E &% " Molecular Epidemiological and Pathological
Studies of Rabies in Ferret Badgers | (BT 49 E BIHEITSE
£)-~" The Research Institute for Tropical Medicine (RITM) and
Zoonotic Diseases ;| (Dr. Daria Manalo) 5z " Rabies surveillance

according to guidelines of animal rabies survey in Japan ; (Dr.

Satoshi Inoue - |- %)
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SEETE SR

7H 16 H
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2~ PrERENE

—~ H AR BEERFZEERr ( National Institute of Infectious Diseases, NIID )

F R FREEE IR - HAE IR YL MHE S EHAYREIE > BT
ECTERZE AT &Y 1947 4£ 1 National Institute of Health 444 & National Institute
of Infectious Diseases » ¥ & 1A JE 4 55 B4 (Ministry of Health, Labour and
Welfare) - [REE 1){EARERE RERHTT » 25143 Kb % foon B B TR
BIZRAE » AR FTH 2 fre B (EAE - i 1 3T 25 B RS A BRI SR 5 ¥k
MHEA B ANE - H AT AT SE B B BVE R IR ECSE T D= B R OR (R R - e
TR PR BT TR R AL AR BRI SR AUARES - AHRESR B B DWTFTEERS > 2) et
TE B 2SR - RSHERNZES - ABIFKIRE - 0 &k » SRS FER
Ko O)HETIISRERE - NID WHFE SR BALE T AR ~ AEED ~ SR -
REUARELED ~ eyl - HEED - AR RS - RaBS R - BB RIS - K-
ZEVERTIEED ~ S E RS BB - SRS - Bl 0= ~ AL EEE
BVVEEE - FAYEREERTE L BRI  RIRAEREG 0 ~
ez e S W 3 R s R W A A =R VAR NS EX PV N ¥ B il K e
R A EPET T N B IR (SR B R E (s N R AR R SR S R T
REETE - UH SR SR T - AE AT ENVERS TR BB RIE
HIREBIEE S Bh={{EEE » £ = KEGREEYE 5= (Laboratory of
reservoir control of zoonoses ) - 5 .z By EL AL FEEIFSE = ( Laboratory of
transmission control of zoonoses ) » 5 == Ky &N FH A/ B 44iE = ( Laboratory of
emerging zoonoses ) LI E EE=E4E =

FAHERY NIID - 1L NIID BB FL SR 5 -



— ~ JEEKRE (Kitasato University ) BEREE Z.BRES RIS

JCEREBFREE G ERCE AL EFERT AR L AR = RR i Y
1892 FFAILEHAYREYT ST — @R - MR 1914 FaeirILEpsE
BT » sZFRRESEE A 100 DL E - DIBE - R E R hhnl » S0ERY T R
TEPERIAE T )~ T RBEEEIT ) - T R RER RS B
"BiE SRR TEREEME ) - P EERR RS T AEaRRE
BEREZE ) - TTERSREER ) K TREIRIASE ) B/ K EB SR - AL EREAr
7L 1962 4 REEEGTEEIEE AL - 82525 « B850 ~ MR anflE2E) -~ HigsR
0~ BRERHEL BRI A ERES - — B - P A ENBE B A TR » SEEENT
G~ MR R RIS R] - EREEATERL - EEMTTRL - B AT - B
PERIRIENT  JLENT e Aat A JLE AR R IT T SRR T [fE e
ea A ILEARERE - ILEARSERE R - ILEAREILEZEATER: - ILE AR
Bty EFERGHEILEREMREHAEEMIEN - ILEREEEHMER &
AHAMFHEAERE > AL AR EREE PRI TS S AL B2 =B ACEE » BERITRRHN
ARG TR E AR E R LR B TS SO BB SN BN R A 2T 58
EIUHIE A 40 FELLERESE » FEEFTMEEEE - SR - MRAYRIE -
AR R R - IR YRR - SRR R AR AR EE) » 1B
s LENRE S E BT &l

B Dr. Inoue ~ Dr. Baku JJEHEE B Dr. Baku Ea=FE{_ &5 -
FIPALE KEEREE B &5



B TEAEEAR
R ENH AR T EZYERF 22 A ( National Institute of Infectious Diseases,
NID) BRESEEES R AL ERER (Kitasato University ) BRES 2B B2 E TAE R
TR BRI ITACMR » 105 42 7 H 3 HA 16 HWFE{Ti2ET 14 X » NID firjt
HAR S g - (Era R A gk n[ 2S5 R 72 NIID » 25
1749 20 Jrg A4 - SRS N A BELOSIRF R T -
— 7TH3H (ZHH)
e Y - EIEER S H AT
s TH4H (EH—)
1. FEEEMSHEE R Dr. Shigeru Morikawa #/1[7% > BRESFHEZE S H g
= N B IR 4 -
2. EHiEwEAEEATE NID ZFR &R T (MOU) KA E
BEEEZ (MTA) > %2 MOU K MTA fITE R RIS & AN EE
B (% > H2DUPE O A RIFE AT & 18 AV By i s SR RIERHY 77
= AT MOU(EZ)AYEE Lt & H B BRI R
1) S EFHYEEZ ZA R IE - 140 Department ¥f[E Division ; MOU
N %5 Department of Veterinary Science, National Institute of Infectious
Diseases, Japan and Epidemiology Division, Animal Health Research Institute,
Taiwan enter into this agreement to foster international co-operation in
research o
Q)ElErTekH HERIBIZE IR - SEZGEIN A& FIE H EERIE RN -
B AR EAEACE S EZ BRI E B » A am LA NIID BCE i pTH ISR Hs
EE - RGN AB s (IR 2 LLRUE & - MOU A% Both parties
agree to encourage the following activities in particular to promote international
academic cooperation as follows: Joint research activities on Zoonosis
Researches*. Exchange of materials and technologies in research, publications
and academic information.
3) JR#L MOU Z:xEilEs I » MOU A% This agreement shall be effective as of
the date of signature by both parties. The amendment or the termination of this
agreement shall not be affected without deliberation between the two parties. If
either party give the other party written notice not less than sixty (60) calendar
days prior to the desired termination date, the agreement will be unilaterally
terminated in the case of no response from the other party.
4)EETTHNE S E Bt el - B ER HAVERE S - MOU A% Both
parties agree that this agreement should be reviewed approximately every two
years in order to evaluate progress and improve the quality of the exchange.

5 B EAL R E T S EE KSR bR T A E =
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NER=E TERE  BEATRIEEB RS (Witness) » %2 HIEEH -
B)ff kIl IR - {HH HAVTER SR E N ARV » B4 - S FEEHET
Zoonosis Researches™{H /2 5G] T2 DUERJH R £ > 5 AT B2 B -
MOU A% Zoonosis Researches would be including following researches for
the objectives of short-term projects:

Research of Rabies: Development of rabies diagnostics for ferret badger strains,
Pathological analysis of rabies in animals, to conduct the above activities,
material transfer agreement shall be reached and mutually beneficial.
International inter-laboratory proficiency tests for rabies diagnosis: both parties
will make efforts to contribute constant diagnostic techniques for rabies
diagnosis and reinforce Asia network for rabies laboratories based on
one-health.

b I BRI E R G 8 R AYIRRL 7 i R SR AT (know how) 7= »
TR B MTA T Ty RER 2605 nl i op H 1% A Ry \ S5 e b
JUBFNIE SRR BT MTA BEE 5214 1] DUE BAEYIRhRL oy 2
B - ARl oy s ER aE SO AR AR L A e AR o (AR
TTHUEWHEEAE MTA NAEFREH - R MTA BYHEE F st 5% TH B R 2
ERFIAIT -

1) & J7 £ R Ay AR N R % & 51 Representative  Scientist
Division/research unit, Tel, FAX, E-mail & -

)T AR I ~ R R

EVIM RIS H 0 e FAEVIM RIS HEA & L2 AR e & F
SEHIER(know how) » MTA A% To provide both parties with the amount and
description of the specific material, and associated know how, hereinafter
collectively referred to as the Material. The biological materials as mentioned
above shall only be used for (57 7€ F R H 1)

4) i B Y B o7 e B (Declaration) RER #6755 - EHFAZZ LINTZE Ry H
N HARERREEEN L AENFEET - FERBEGE =TT » 1RE
{E Ry BAth b 72 R L EZ ZLB R E VA RSN - AR A — D3R EK
R EZZEIAMR S EEHE R - BA AR AR E
H% > MTA AXETA The Material and its derivatives are used only for non
commercial research purposes. Both parties declare that the biological material
will be utilized solely for research and experimental purposes, and shall not be
utilized for commercial or profit making purposes.

The applicant understands that any breach will incur punishment by relevant
laws.

The research material will be used by recipient investigator in connection with
the following research project described with specificity as follows (use

7



attachment page if necessary).

The Material is not further distributed to third parties without written permission
issued by the distributor. The applicant declares that the biological material will
not be further provided to others. The applicant understands that any breach will
incur punishment by relevant laws.

The distributor will be informed if the material would be used for different
projects from the proposed ones.

At presentation and/or publication of the research results, the source of the
Material, will be clearly shown.

We shall keep distributor informed of the results obtained through use of the
Material, provide distributor with a copy of any manuscript that describes the
work with the Material prior to submission for publication, and acknowledge
distributor’s contribution to the work reported.

We will use up the biological material for research and rabies diagnosis no later
than the expiration of this Agreement. If the Agreement is not continue or renew
by both parties, the biological material shall be returned, destroyed, or otherwise
disposed of, as instructed by distributor.

Confidentiality: Both parties shall not disclose the Material marked
“Confidential” or “Proprietary” to anyone third party nor use such Confidential
Information for any purpose other than that given above without distributor’s
written permission.

Bt —(ElE0 o e ZE e 2[R FHE Y AR 20 R AL (- - The amendment or the
termination of this agreement shall not be affected without deliberation between
the two parties. If either party give the other party written notice not less than
sixty (60) calendar days prior to the desired termination date, the agreement will
be unilaterally terminated in the case of no response from the other party.

This Material Transfer Agreement shall become effective upon date of final
signature and shall continue in effect for a period of 2 years; provided, however,
that the obligations assumed by both parties, regarding the maintenance of
confidentiality, under this Agreement shall remain in effect for two (2) years
from the expiration of this Agreement.

3. SR NID Bz A=) 4318k KR - B Dr. Kiyoshi Tanabayashi &
A2 28l 4% 0 5547 Principle and Practice of Biosafety Management of
Pathogenic Agents in NID SRAZ » MR TGS - 38 1% v ASERIR
Bha=#TEF -

THSH (27

Bl Dr. Akira Noguchi ¥y 1= TRz T AIFiaEfa 0 7574 Rapid Fluorescent

Focus InhibitionTest (RFFIT) » ={Es20 B2 (English version » Z[f4) &51Z0T
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1 {T7FRE/EJJ_JD1/ ZT 56°C - 30 ﬁfigli@yﬂ:

2. [MIEMRE © (EAMAMTEA 96 fLER(EIX) » S5—FSIehmfe 2.5 % > BUfy

AMF 60ul 1A 90ul EMEM-2(2%RG4-ITUIE) - A& HETT 5 &5k
HY 30ul Hi A 120pl EMEM-2 -

IAGE SRR BEFLIIA 120l 97%585(32-100 FFD50/0.1 mL) 2 A it -

4. 15E BN S% S bhIEEEN 0 35°C » 90 or#E -

PETEANAT ¢ SUBRET— RS AN 96 FLBRCTE) » £ T75 4HpEss
FI(Lx10" /) 2k T25(3x10°HE) BB 3 RASARIANNE » 1E HAIER
ST 4x10°ml > EFLIIA 100pl AYLTRERGER - IEATRE B
506 LT A » 37°C B23% 24 /\i% » BHRE RIS AN IR
R  FFLEEI SR AR B 5% S biREs&EFE A > 35°C
BE R 21-23 /NI (CEAIRS IR 22 /]NIF) -

& I HET /{8 Back titration

1.

HY 150l 2735 B9 85(32-100 FFD50/0.1mL) I A. 150ul EMEM-2 > #HE >
0.5 fEFikE -

R YIMRE © B 30ul 0.5 A& - 1A 270ul EMEM-2 » FHEH#ETT
10 B3I TEE 0.5x10° -

B B S S bhkErEFEN 0 35°C 0 90 g -

4. RN MR EIRE R - FFLREN IR 100p] SRR 2 7L B

7 5% E (RIS EREA - 35 CHYE 21-23 /NEF (P HREELY 22 /1) -

NID Ehg= BiaHy RFFIT 2085 - Al OIE FfiitArsl £ AFBHAEE 96

FLAR U 8 FLEEEHF (LabTek chamber slide) » HIVEREIEFEM A - 55 (H
FEEAFERAE AR 1 REAHF 96 LB R EHVAHHE (B &) 1T AW 3T
HURFERE > I E S RFFIT HRaife fefEnT 30 oo Py f e e i+ iR R Mm%
TR NIRRT R B 55 = (E A [FIBE R F EMEM-2(2%Ma %) [EHY (4t
_EE ] 10%0R6a4- 7% MEM-10 HESEIRFREE R 2 /N > 32 NIID 3@ KRS B 5
ERERES - B REEIERY SR BLELE RFFIT A4S SLEAHT H A TR

g~

#E A BSL2 ;%@? f’EF B #(E CVSLL f f&%ﬁAE%@%E
BT E - ﬂﬂ?ﬂ%”z‘ KREWETE -

TH6H (ZH=)

©




RFFIT 2% 22 /|\BS » 585 KB Dr. Noguchi #E{TEE ~ Juft ~ BRELHIEE -
& [i]5E (Fixation)
1. FHREERE (tip) iR MEmRE R AR (AR ERETHEZEEHE
RV 22 JB& A
HIA 100ul WEEE4R @R PBS AR E (ip)BERDUETTIFE -
HIA 80%,% B ANE » WHCERY 4°CUKFE 30 738 -
FEBRPIER
YL R EIE N JEGZ(Z /D&Y7 15-30 7rg) » Al 1-2 /NI >
BEAAFER UV BT -
& LOfERRRECHIEEE FAT {#HfY FITC #H[E (Fujirebio Diagnostics Inc,
FDI) -
1. JI0A 80ul FITC E5HiRg » 200 NEE 30 70 5 o ehisg Al
A PBS #f7T 100 {ZFafEa i A 1% Evans Blue 1/500 vol.(5i&EME
0.002%) -
2. JIIA 200ul WiEE %% ER PBS QB E (tip) B hR - #1878 3 X -
& (FRENTCE LA ﬁﬂ@
1. V)gsaites 200 % - #ETEIR B EE L FFLATEIZL 10 (ERES -
EHE RS TR RERS B 2 FL AT 51 20 {727 (B2 LabTek chamber slide
FH[E]) -
2. R&ERAFRRFE SO B EERRRL 1U/mI -
NIID EhazE i REEY RFFIT B EE - Feti ke H3E R R B {Eas RFFIT £y
= RBR BN RIENR 8 FLEFEI R # 5 96 FLER - (IAI{EH 80%:% 3 P i 4 5
fTﬁET“HTFﬁEH‘i%% 96 FLEZEEL - BA AN HEZEHH FHRBREE (tip) BERES
B 0 MR E MR - BEAER A AR LBREEYETHEWN
& HRE T /N EZE T A HUR AR R E SR A R R B OB & 5 I
FIREFLETE 10 (EREY - IR AR HINE - Al R0k i 22 AR

ok~ N

EHETREIMEEZOUL -

200 fEAEY T - FRAAEis e EE | MR AL %é&é{%ﬂ%ﬁ?—? RFFIT
LB FIVEIE - AR -

Pl THRTH (ZH)
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EHEEE S5 B Dr. Inoue 5t MOU~MTA EAH. =% Dr. Shigeru Morikawa
ANEETRAG SRR E TR RO S #E T E TS
HREABEMRDURE iR B E R R T R HURS - AR BRI YA
EYrsEEEESE > H Dr. Inoue fRHLETTER RIEMNTE - HIZH &R
Fir BT S ST R O DU AV R S M 0AS 5 595k RFFIT &550ET
s am - &R Dr. Noguchi BRE R [EH A fIRY4ESE - /541 NIID 7 B
A8 REFIT slBaE A [ B TR S HIRE - A7y v 4 Fp i s 6y — 2 -
N B HREAR AN HEE 2R -

Dr. Inoue ZHF8 HARB B A ap il B2 R BB S By AR B R B B L
Lx Dr. Takuya Kato [l s th B P AT IR - T 25w A Rl S AR 8]
Yz ke 5 A B AT E TR R BN AR N 2 A R
Bl CEEFRIGETTE B YIE RIEEH] - B RT&ESRITfe M

Hp R B SIS AR SR ERE - HA R T TR AR B R RN

HTHA EE AL DINFT R B TR AR SR PR » HEEE R B ER
REAE S M — R AN B - SEERHE T B 1% 7] A on H
T T BRI B IS AN E S s BB TR UIREG S B fAT(E
T ERERIEH 78RR 7 =0 I B A R E & P B By

7\ WU A EIe S S AR AR R B TR

y

HABITRASEER - f2it&ash— | BERVIBHESE - HSE T 1B

SRERBEANBBEA - BERATE ]
P E RN EE VGRS -

=1
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EREFTECERIRIER TRsREE | TTREEEE 1% AT A THEAH AR -
e

4. EREESE T Outbreaks of Rabies in Taiwan | : AEFEEEEH Dr. Inoue %7
PE - PRS2 REA A BRI A g ® 8 - AT DUEER e HR
b AR A LI L BB AR RSN - N A E 2B ERIE R RZ
s it B 0 BRI IR 1] ~ AR B LA R AT KR 2 528 ~ BRI R
DIaRER S » &raa T amiis R P M A R REAE S W el (R FE S = SRR
PR R - hYMER R EIERE A E RS - R IR
SIS -
7H8H (EHiT)

1. EFEEEE " Molecular Epidemiological and Pathological Studies of Rabies
in Ferret Badgers | : AEEEZER Dr. Inoue Z2HE » 232 NIID BREER]
BESESNENC  H )TN EE IR RN PRI & R R R E B R IE
R - A IRFIRE  EEE AT R E - Br AR E YRR ST AT
5 o IR e BRRIAET R < R P 1 70 M B B B2 S8 L B R e o - RURE
ERIFERFIN RIS - 2R ER B N IR eEE: I
1 91 & 113 FRTPECH LR e & AT R e w5 Y R AR =]
R g 22 AR S S A AR M R R 5 R 3R - s B R AR BR T A e PR
3R R B ~ a8 ~ 4HREE A Negri body % - i E VLR &R
DARS R £ 2% -

2.  %E77 RT-LAMP kK real-time RT-PCR &fif@ F5 | 7-%F : Dr. Inoue FEHEE /37T
HY 734 VB 2 R ity 2 A S A DUEDRT S A8 AT B 28 A [ KR 3 ik
HY5 [+ BT VB S R A s B A T IR SR, » Bt 1&ry s [t H
BieftéaEmm AT - HEE TR TR G - v DA R 7%
KA [E B S MR AIRE 77 BEER 73 FF58 i MOU e MTA 228 1% T e

3. Dr. Inoue “Z-HREA SR T H (22 I ST RS o A= M Elms [ A = i 92 D
Kaoru Hatakema & 1Z=H5E E#ETEHE » F 3458 Real-time RT-PCR
5| F#:5t > Dr. Kaoru Hatakema £ Dr. Inoue &1F » B HEEE %=
BRI RRIRENR - 25 CRRTIIA TG % Real-time
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RT-PCR 5|7 » #E HEEATAETRAEER IR - 21585 MOU kK
MTA % Z 1% Fth Dr. Inoue 21T » m] LLHd Ao 774 R A A B B [ HY
T HIRE

SOTEMER TR B == 2577 © Dr. Kaoru Hatakema “ZHF2:5 &
i (i A 77 2 (Division of Food Microbiology) ~ ¥ & & (Division of
Virology) ~ B MAEYE0 (Division of Clinical Microbiology) ~ BSL3 K&
BEY 5 -

TH1LH (E8—)

)~ F - R RGEHIFESE - BARGLIAT S A E B 2
WS W EAAHVEZRG T - R R s T A S A B Rk
¥ WIEEEN R B A% - REE LIRSS - MBI R B RS B S
WD BERLU NI R -

sl \ )

i o Ry S (RS > (REH T PG | KAAE(LIE - N 5 AR
PEERBEIREAEER - | BEURES R ERENR -

2.

FERIFERIEP ~ sBm I HIEE kaTam

1) Dr. Baku 43 ZM{FIRATIERIFNEERHTSE - RAY muzzle skin =&
tactile hair follicle /&/& 7> follicular-sinus complex » 5 E&2 (&K 4835 > 7
M e FARIRREHIE AR - R E B ARt A5 MR
5% > HATEEEE MIORImEY Merk cell » {H Dr. Baku 375 2 T-EE L
G E S

2) /NEIERIFEER T E » BRRAERIFSD » Dr. Baku Hr{HifR 20/ N2 fE
HYE RS - WA & B 0 2/ NEAE IR AR RS - 41 CVS1L $#fd
F /NS G A € i ER Negri body » IHC Zk ¢ phosphoprotein Eb
nucleoprotein FY%E4F » 1fij Dr. Inoue tH74414 4> =41 phosphoprotein Hy#i
HE4G BT » E%5] MOU 12 AT JiE T RS Ropse (9 | -
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K muzzle skin #Y tactile hair follicle - L€ /&7 follicular-sinus complex o

J\ TH12H (B=)

1. Micro-dissection 7148 K W22 EFT & o
Micro-dissection 5447 & Laser capture microdissection (LCM) » F1| F &5 &
UIBNFEAEAHAR Y R BV N RERVAAE ~ 4HEREGERE - 212 A A DNA -
RNA 50 '8 %Tﬁ bR TFFE Ry I EIS N - AT U IR AR R P E 2085
5 BRI - fYE T BRAMIRERR ~ 2 R SRR AR
i - 1E ﬁijtf“ HIMER b » AT D) B EaoT ~ ekl Zesizefl - e a4

B > fE&4E RT-PCR fallllf -

Laser capture microdissection

LR R D) Z AR -

2. HMRHEBIHEE

H A A E EUOR ERER B A B 2 4T 26 A NI MR 2 s (I R34 il - D
Baku 748 MY s g AR MG = & H BV 61 - iHPI A A b 22 A 2 Bl

@JE/:ID nFFH
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Dr. Baku {E¥ A fnHI4HES - WEIY R AVETER - SoHE HimERVE
B FE R W R R s EE s > P Dr.
Baku fEz2 -

3. AHRYEE Show and Tell 4H 45 PR{FRE S
b E K ERER B B AR T K B 1Y S KA T R R B E B iME S
1 LSRR R AR AR T & DB AR ORTE T 2R - R B/ DAYAHER L AR ZL

SR AE - B I -

4. BB T Outbreaks of Rabies in Taiwan | (FE{-/RBFEIEE) -
7y 2B E R RS2 R i teofl H B AR R e 1] ~ R ER L
DARAERIFG 2 228 ~ BRI R 7 aRiR g -

5. EEHEE " Endemic zoonotic infections in the Philippines affecting
humans ; (Dr. Alpha Grace B. Cabic)

Dr. Alpha & — I FEREE A » ARiSi BV B2 21142 Al ( Research Institute for
Tropical Medicine, RITM) » 4153 ZIEEI N REGEATER - BLFEEAERA ~ H
AR (Schistosoma japonicum) K g4imiEiEaeH s » FFIEEI ASEIE
R4y 200-300 A - {HAFH|EIREEZ %% (Post-exposure prophylaxis, PEP )
HUETETR o 74 2010~2013 FFEIETHFE R 27% » NFHEGUE AR EZ AR &)
74.9% - S5ELFESE 20.4% K HAEY) 9% - Eﬁ@%mﬂ?é&ﬁéf&%&ﬁﬁﬁ%l
% 0 JEB AR Z HE - JERITE 2011 SRHY NSRS TR4Y 26% - /K4 65.4% - JE
ERIAYR 2 SR R dB bR o il F A2 - DUHER A& 52 - RENBEEEE » KX
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F/RAEE TS - SlmiR e IE A A 680 BgleRp - Hrdr 40 FISE
U FRFERTHWER > aEERRAAEES -

EHPATRC RIS B BB UERE o | Dr. Alpha BEEUEE -

Ju- 7TH13H (=)

EHE R e aH AR 2 g4t (Direct Rapid Immunohistochemical Test,
DRIT) :

DRIT H S50 2 B TH; $.0:(CDC) B g - T ZEHEE R ARBAZE ~ B
S S O R R B R B NRE RS » IR AN A S B
EOCEATNER ORISR R R 2E 0 H A S BURE RFr 2=~ La
P~ ZHEE - FEMEE SR - AR PIRE R 3EE] CDC E8REEEE T
TURGHETIZED DG - MIFEERIERE XARE 5 B S RbUEE
Myt B BT R PR H AR TTAVEEEFERAR - BA R R TR
M BE ABAREAMRE R - EERE - SIFREYRTEE
B {E74 F{EFF PCR MR AVAZEL - FIFHEREIT ART R T » &K%
R Il A RIS e P B B Pl H U7 %55T MOU 12 B[ A {551 -

DRIT HYFE{LL DFA J37% » FUZaHERAYIE] E N EEC Ry 10% R Mg S0k o B
RS IR AR FITC Uk biotin » E %101 AEC 5 DAB 28 » fi& DL
TSR E o JEENY B Z Rt E G HEE P T 2 O DRIT 7504 >
AR E IR ERAE » RS B AR EZE T AR T HEEE Y 2 T D BEAL > Pt
e & AT S R R - MRSk E N B0VEdlr - RIE DRIT 2K iein st

.

ZHAZ—
E
s

</
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Dr. Daria /R#JEEIHY DRIT 255 - DRIT H: R -

7TH14H (ZHHY)
1. DRIT EFE#EE
DASEEIFR LAY 5 M R RS BT DRIT BYZL il HIEE
2. EERER PR RS R MR B E
Dr. Baku $fARIE RIFE IR EERET T A B E A » 16 DU H 35
AR o AAMIE R EEIRE AR TH RITM $2( > Dr. Baku 7 6
FEFAT R B B IR B - (Rt S 1 3R M09 48Es - FE LA
P AR BRI R RS RE R E R A 25 » R SE S PR e
i HA#:2 1Y) Babe’s nodules » [fii Dr. Baku ¥ IR VRS H3R K=Y
Negri body EVEIREFE - AlifeHAE RAVIERIF IR & IR (G RlE—EIRRE H.
B8 X217 Negri body > H R R BEFEIT R R i /iR i S 8138 3% K2 e e el
HISESE » Dr. Baku gZagfk it IHC Fyvtul&@ & B ~ T 4HAflIEcE B4Rt -
B AN H IR ERAFENER - 19 - FERFHREERHEIFEFEW
fol 28 35 ELJEE g ((basement membrane ) [ IR HRHY K7 A 2 Dr. Baku [0
AP ER R AE AL g A L 24T marker 30 H AEHTRIEATHUR -
I B AR EAE R B nerve end 7F_F 7 I o EEREAA0RE TN DAETES
{5 O g ) A R0 975 3 ] Y BR AR e R R Y 2 (B > 838 26 R B R s B AT
s RRIETTAR HBR T Hefln LAUERF » IR RS B A 2 R s R o

Dr. Baku 7 S RIE RIS = | SHiTIE 5 S M AT

3. EEHE:% ' T Molecular Epidemiological and Pathological Studies of Rabies
in Ferret Badgers ; (sr9:EBIEI5EE) °
H TR EE T R I R S B R & B R IR R - A
MRE T 2B R ET - B A B R RAATTAVaEs - (Rt 2R T
Kiw Z F R FE A1 73 i o B 22 S L U R - RIS IR R P 7 o A
T~ EERERRE LN SRR R AR 91 & 113 FRIPECE LY
IRz o S B AR A IR AT ORI 5 (1 B JRE T B 0 2 o SR PR Y o A L e S P
8RR L MRS ER AR A MR R A 3% R [B1E ~ a2 1 ~ (iR A Negri
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body % - i #HENHLR &R DS #E R -
4, EHEFE T The Research Institute for Tropical Medicine (RITM) and
Zoonotic Diseases | (Dr. Daria Manalo) -

Dr. Daria Fy—#BAE&HT - IR AR E25ER (RITM) » FEATT
jtf“ HIRCESE % - s RERIIIY 1981 4 » TS+ E LR B R R0R

 EFERE - 26T - R R EYERIF S & EE 78 0 RITM 2B 4k
Zﬁijtf“ 2T E = - Dr. Daria 73 ZIEEEE T RN  HACIR &5 ( Schistosoma
japonicum) kR HJ%E (Ebola Reston virus) ¥& 15 « IERKIEHVZETER=
B TEIZ4RAY RITM 4b > t A4S 19 (Eth5 EhaE » H AT R s 120
KFs FAh 98.3% ~ 3k 1.1% ~ HAEY(5 0.6% » MIERIBUN HINT 2 RIS AT 2A
R REN RIS ER - (HHRTREREESHRE 25% KL RAEEER
EIERNIEBNE R B ES N TEZEFRR o BRI - HAM R &0
et e MIEEIER - RS AR EERAEE - HHAEYCE-RS
40 FHLL EHRERS A IR, » HEpsHy TS £ R - i A R S e =
HUNGERVENYIE(E - Hrp DLE - Jo) BRI BV (E <2 5 24 m IB TP R i R
{EHEIIHT H AR sa2 Bral N & AR RIEERS - WA &R IER] A R
HA MM a2 =55 £ 22 - JHiz 5 (Ebola Reston virus) 2 PRl Y+
1 ERHY R TR Al A s - SEHERA IR B FE R - B
AR A AR A R N R REERAY -

5. EFEE:% T Rabies surveillance according to guidelines of animal rabies
survey in Japan ; (Dr. Satoshi Inoue) -

Dr. Inoue AR NID By RUGSEGIFZE = ET A - TR HEENH 5
HVEF A BYIE R R > R E R E 28I » FEUth /44 H A BN TE
FERIFHINTE RIS SE - IERIETEDT AR 1999 FE177% - BETEN K2l )7
% BEESTRIET R » BISETH AR REAVES ISR - BHIEVEY)
SR IE MR8l » B4R RyiehE ~ 4% (raccoon dog) ~ &THN A (small Indian
mongoose ) ; 5 &Kk il ~ &0 K EJE (Siberian weasel ) ;5 2 =4k RyiliE
fiE o AR EERIAS %iﬁﬁjigﬂﬁ%éib%%éﬁéﬁak&Efﬁfmﬂﬂi‘ﬂa [iik:uda
E&F?E“%%EUE CEife 0 B R E B S

L
——

Dr. Daria A5 &= HYIE K a2l ae a3l
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Dr. Inoue Z 7 HESE) H JTHVEF A= 847
FERIFEDH -

W

PR A A S B -

+—- 7HI15H (EHA)
1. ETEEEE4E

Dr. Baku [ T /2 2B oz 4 » 2 BAREEE R » fthr EAE RmEAEE
R TS HERER B TR N ST A R E A B0
B Rz 5-H Dr. Adelchi Negri 3835 » & X% Negri body » [FF 1B N {EE T
R BRI R R LR TR AN S EE R ERENIZIZYE - SMNED
HIZEEHHZF (budding ) Jr=EAFEFAVREAL (viral particles ) » Dr. Baku 28
PR LRI I TR A 2 B e RV B B 5 AR S Y TRy NI fESs
PR AH A B RN - it 325%% 5 L2 abortive virus B2 {EL nucleoprotein 4718 »

BV IR AE R AR AN -

R AIIE A RER #1774

BN LA EF 5 =R o B AT EIR
SR EARE - BB E N B
EH - EIRINERD R RN E MR

Bk ASHIRETEERS - v AN ER 2 2R
TESHANYE TS > BUEEE
abortive virus ¢ Z{LL nucleoprotein ¥

7 -
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MEEEH -

2. GFEPERE

Br. Baku 73 ZFF AT KRR ER IR L MG IERATT TAZ R AP UFER
b RHAS R AT ENE RO TAE BB EE 2 B iR T - 2013 3 PR R
TFAAE R E R - A AR REAIRTTE - SRR AR B AifE P
ZEAFGIEEE - MR BT R REARTZEE/D » 51T Dr. Baku [ 745
TARZ ERI » WEEE 7 Z0:5 F phosphoprotein kS » {722 HEEJTAE
ZLEAR - BRIRE AN > RSB0 ELE - AR E R
AHERTEERY 2030 AR5 PR FAITRIARNT HAE -

+=- T7THI16H (ZH)
H AR SRR - i | 6 BE 2R DR E PR -
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(FRNIINE Y &=

A B E A B TR T 2 BT RO B B = 2 Ao A (i B 7% - I A R A
AT HER R TS N T RIS S ERR R H T R HEE G E
B 2R HIAE R B e = 25 s BV E ) EE R B R R R 8 gy s B i = 22
ErkcifrHm e RARE M TR A N ES IS EEREE IIEHEREARE A E
SR iy e R R B e = R B Be == 2 e 77 W0 A e N [ R &
SR B A A B2 - BUFEHARIE 22 BRANH DU T O S B i iR i 2%
—  RKBBIAEETE : 175RF MOU Kk MTA ZET£ B °
Dr. Baku f2HERIERIFIIATE G - A EFAF AR e P AL REREI TR

b SRy o e ] DU T RIEN T T AF

1. B muzzle skin [y tactile hair AR ST B RIT RI— AL -

2. FlIFH PCR MRkl DUE B8 5y 7 sCE TR DiRg -

3. bh#ZHL phosphoprotein Eidf nucleoprotein fiAS{E IHC 4t EAYHLIFE 7

BEA—E -

4. BOREAE RO REERHR SR - AIF PR [E markers B2 (IR ©

5. BT RIRAVEE R AR RAS R R S B UR A bR T -
- “SEEE R RIFAIRYESERREE YRR

%% MOU Jz MTA INIL BN IS T R AN EER G R UFEEL
R AEST S R AR AR 0 = A BRI G FEs
KRR 8 K SRR (know how) 7352 » AR B is MTA 18 5
HYRER 22755 vl o H 12 IRy N\ B R BB R JOB s T i R ek = 0 &
£ > MTA BEEFZ 1% 0] LME B AEYIADEL o 3Bk - AEVIRP kL s i 35 K
YRR AR WAk B A SRR > BB TR e -

ZERE RS BB R B B AR IR T S 5%

p B EE & B ROR B SR = M58 B i = 2B i s M AR e 1 - 1
SOMHE S KRR &SRR i & > HI7 R EUER] OIE RS

HRREHEZFAVEIEA TN & IR B S e s R s R B
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=1y Network » 7 OIE 2 H g AViHE T » oM@ EE R E B a2
HomEER =M IteE - v U ESE TR s Ak R agFEETRE It
HHRERHY T/EE » OIE ©48A T twinning project AHREHIE - A AHRE R
o223 http://www.oie.int/\eterinary Education Twinning_Guide.pdf » 7%
AHEERTER O AT REILE S -

Fr@ss B E IRt A BRSO & 1E

H 77 E i e K e i o B Ry e 1L S A A RS 1R R I e
Ji > 3t H HESHEY A= BYIEAR AV BRI - (NI B AR PR AV R HY
NEFR T © BERAVATMER T 00 E 2B RIS R fac sy - A RIF 50
TR 208 H st T R Bl s a2 s 75 > i BRI R BRAY S 37 nl 50 b3 B ¥
S AR AR R G Y B PEER - A RE i T a R B R W BRI 5 R >
& HEMTAENE IR I S A SHAR 2030 FRPRF RIE I HY HAR -
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RFFIT english procedure20160623

RFFIT procedure for 96 well plate modified versions in NIID

Cell preparation
1)  MNA cell can prepare from confluent 75cm2 Flask (about 1 x 107
cell/flask) and 25cm? Flask (about 3 x 106 cell/flask) to 3 plates of 96well
plate
(a) Resuspend to about 33ml of EMEM-10(10%-FBS) (count by
hemacytometer) (adjust to about 4x105/ml)
(b) 100ul of cell suspension is dispensed to each well of 96well flat bottom
plate
2) 24hrs at 37°C in 5%-COz incubator

RFEFFIT

1) Serum treatment — inactivate at 56°C for 30min

2)  Serum dilution — 60ul of test serum is added to 90ul of
EMEM-2(2%-FBS) and perform pipetting (x 2.5 dilution) using 96well
round bottom plate. 30 ul of x 2.5 diluted serum is added to 120ul of
EMEM-2 and perform pipetting (x 12.5) — next dilution (same
pattern : 5-fold dilution)

4)  Add virus solution — 120ul of virus (32-100FFD50/0.1ml) is added to
120ul of diluted serum well

5) Incubation — 35°C for 90min in 5%-COgz incubator

6) Inoculation — cell medium of 96well flat bottom plate is discard —

transfer to serum-virus mixture : 100ul/well x 2 well — 35°C for
21-23hrs(22h +-1h) in 5%-COz incubator

Back titration of challenge virus
1) 150ul of challenge virus (32-100FFD50/0.1ml) is added to 150ul of
EMEM-2 (1/2 x 100 dilution) and perform pipetting.

1) 30ul of 1/2 x 100 diluted virus is added 270ul of EMEM-2 and perform
pipetting(1/2 x 101 dilution). (same pattern : 10-fold dilution until 1/2 x
103)

2)  35°C for 90min in 5%-COs incubator

3) cell medium of 96well flat bottom plate is discard — transfer from virus

dilution: 100ul/well x 2 well — 35°C for 21-23hrs in 5%-COs incubator



RFFIT english procedure20160623

Fix

1) discard serum-virus mixture by tip

2) add 100ul of PBS" (gently) and discard PBS by tip (wash)

3) add about 80% cooled acetone (gently)(-20°C)— 4°C for 30min
4) decant acetone

5) air dry about 1-2hrs in safety cabinet(not under UV)

Stain
(DFA : FITC Anti-Rabies Monoclonal Globulin, Fujirebio Diagnostics, inc.)
1) 80ul of FITC antibody(dilution by PBS- — x 100 dilution and add 1%
evans blue 1/500 vol.(final 0.002%)) — RT for 30 min
2) wash 200ul of PBS" 3-times

Fluorescent microscope
1) 200 times magnification, count 20 fields/2wells
2) calculate IU/ml

Instruments and Reagents

IWAKI Microplate 96well flat bottom #3860-096

IWAKI Microplate 96well round bottom #3870-096

Minimum Essential Medium Eagle (SIGMA) M4655

FBS

0.05% Trypsin EDTA(1X) Invigtrogen 25300-054

Dulbecco’S PBS™ (prepare in Labo.)

Penicillin-Streptomycin, (Pen Strep) 100ml Invigtrogen 15140-122
200ul Multichannel pipetter

. Various micropitetter

BESm S BR

10. Various tip
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Determination of 50% end-point titers of serum (example)

Serum dilution No. of fields Fields Felds Parcentage of
Containing containing containing no fields containing
infected cells infected cells infected cells infected cells

1:5 0/20 0 88 0/88=0

1:25 0/20 0 A 68 0/68=0
1:125 0/20 0 48 0/48=0
1:625 0/20 0 28 0/28=0
1:3,125 12/20 12 8 12/20=60
1:15,625 20/20 32 0 32/32=100
1:79,125 20/20 ¥ 52 0 52/52=100
1:390,625 20/20 72 0 72/72=100

50% - (infectivity next below 50%) logarithm of

(infectivity next above 50%) - (infectivity next below 50%) x dilution factor

The dilution showing an infectivity next below 50% is 625, the dilution factor is 5.
Hence, the difference in logarithms is :

50 -0

60-0 x 0.69897 = 0.5682475 *log10b = 0.69897

log (reciprocal of 50% end-point dilution)
log (reciprocal of the starting point dilution) + difference of logarithms
= 2.79588 + 0.582475 = 3.38 (approx.) *log10625 = 2.79588

Hence, log (50% end-point dilution) = -3.38 and the 50% end-point dilution
= 10338 = (1:2399)



RFFIT english procedure20160623

Determination of the potency of test serum in international units (IU) per ml

Number of — End-point tirver of the test serum 2 IU/mlin the
1U/ml End-point tirer of the reference reference serum

Example from above:
Test serum titer = 2399

Reference serum titer = 200

Number of IU/ml in the test serum 2399 x 21U/ml

200
= 12 x 2IU/ml
= 24 IU/ml



RFFIT english procedure20160623

Determination of FFDso of challenge virus (example)

Titration of seed virus suspension
Seed virus prepare 8-serial 10-fold dilution (10! - 108) in MEM-2.
Although first dilution 2 fold dilution, consider 10° .

00 101 102 10 104 ...
IOOu!l:lf BOuItlf 30uﬂf I —
100u 270ul 270u P ki e
96 well plate method is 100ul/well. And, field count is 20 count in 2 wells.

Hence, in order to apply virus of 50ul/well, beforehand virus is diluted 2 times. And
then each virus dilution is applied 100ul/well.

Virus dilution No. of fields Fields Felds Parcentage of
containing  containing containing no fields containing
infected cells infected cells infected cells infected cells

101 20/20 70 0 70/70=100
102 20/20 50 0 50/50=100
103 20/20 30 0 30/30=100
104 8/20 10 12 10/22=45
105 2120 2 30 2/32=6
106 0/20 0 50 0/50=0
107 0/20 0 70 0/70=0
108 0/20 0 90 0/90=0

50% - (infectivity next below 50%) <« logarithm of
(infectivity next above 50%) - (infectivity next below 50%) dilution factor

The dilution showing an infectivity next below 50% is 104, and the dilution factor is
10.

Hence, the difference in logarithms is :

50 - 45
100 - 45 x 1= 0.091 *log1010 =1

log (veciprocal of 50% end-point dilution)

log (veciprocal of the starting point dilution) - difference of logarithms



RFFIT english procedure20160623

=log 104 - 0.091 = 4 — 0.091 = 3.91 (approx.) *log10104 = 4

Hence, log (50% end-point dilution) = 3.91 and the 50% end-point dilution
= 10391 *10891=1/8128

This virus seed is -

8128 FFDso

1 FFDso — 1/8128 — 0.000123 ml - virus / ml — dilent
50 FFDso — 50 x 0.000123 ml-virus / ml -dilent = 0.00615 ml-virus / ml-dilent
(5b0FFDs0 —1/(8128/50) — 1/162)
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