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1. PENGENALAN KURSUS

TPFAVII 2023

Japanese Veterinary Medical Association
(JVMA) and Japan Racing and Livestock
Promotion Foundation (JRL)

10 April 2023 - 25 Mac 2024

Prevention of transboundary infectious
animal diseases

a. Phylogenetic tree of local BVDV
isolates in Miyazaki (Part 1)

b. Epidemiological survey of avian
influenza virus in wild birds and
lake water (Part 2)
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8. Fields of Study at Japanese Universities

Veterinary-related institutions plan unique training programs. The applicants are required to clarify their

field of interest in six (6) academic areas shown below. The promotion committee of TP-FAV will match

training programs and participants to decide appropriate training venue.

Category of Academic | Description

Area

A Prevention of transboundary infectious animal diseases

B “One Health™ related themes such as avian influenza or antimicrobial
resistance

C Virology of livestock animals

D Animal/Public health-related microbiology and parasitology

E Pathology and pathophvsiology of livestock, such as reproductive disorders
and metabolic disorders

F Clinical practice of large/small animal(s)




2. MATLAMAT KURSUS

- Veterinarians, especially those who are/ will be engaged in epidemiological
disease control/ clinical practice, will be invited to Japan to learn infectious
disease control, microbiology, animal health, public health, and other essential
veterinary medicine and clinical practice - TRAINING

- This program is objected to achieving control of transboundary infectious animal
diseases in their country and Asia. The goal is to achieve the development of
veterinary medicine and to achieve the establishment of an international
cooperation network - NETWORKING




10 — 23 Apr ‘23
24 Apr — 8 Sep ‘23
11 — 25 Sep ‘23
2 Okt ‘23 — 20 Mac ‘24

21 — 25 Mac ‘24

GARIS MASA

Program orientasi anjuran JVMA di Tokyo

Sebagai research trainee di unit AIDP (Part 1)
Lawatan sambil belajar anjuran JVMA

Sebagal research trainee di CADIC (Part 2)

Majlis penutupan anjuran JVMA di Tokyo




PROGRAM ORIENTASI
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3. ISI KANDUNGAN KURSUS YANG
MEMBERI FAEDAH KEPADA DVS ~

- DNA extraction using Promega and
magLEAD;

- RNA extraction using NucleoSpin,
KingFisher and magLEAD;

- RT-PCR;

- Electrophoresis;

- PCR purification using QIAquick;

- Sanger sequencing;

- Sequencing using SeqgStudio Genetic

Analyzer;

- Editing sequencing using Genetyx;

- Generate phylogenetic tree using Mega

11.0;

- Virus propagation using cell culture;

- Virus propagation using fertilized egg;

- Hemagglutination (HA) test;

- ELISA and virus recombinant technique;
- gqPCR;

- QIAcuity digital PCR;

- Other techniques.




PART 1 — BVDV* PHYLOGENETIC TREE

5" UTR: 371 base pair long Whole genome: ~ 12.3K base pair long
Forward (324T) and
Reverse (326) primer

targeting position of 3'NCR ’
108 — 395 nucleotides Non-Structural (NS) e 3'OH
(~288 base pair)
Polyprotein |
vy Vv v \
| [ ]
C E™ E1 E2 p7 NS2-3 NS4ANS4B  NS5A NS5B

5’ UTR:
AATGAGGGGGGTAGCAACAGTGGTGAGTTCGTTGGATGGCTTAAGC
CCTGAGTACAGGGTAGTCGTCAGTGGTTCGACGCCTTAGCATAAAG
GCCTCGAGATGCCACGTGGACGAGGGCACGCCCAAAGCACATCTTA
ACCCGAGCGGGGGTCGCTCGGGCGAAAGCAGTTTTAATCAACTGTT
ACGAATACAGCCTGATAGGGTGCTGCAGAGGCCCACTGTATTGCTA
CTAAAAATCTCTGCTGTACATGG (~252 base pair)

Aligning all the
sequences (>200bp) to
be process for
phylogenetic analysis in
Mega 11.0 (17 samples
and 12 sequences with
known subtype from
NCBI website)

*BVDYV — Bovine Viral Diarrhea
Virus




30 +VE BVDV CELL CULTURE TO HARVESTING +VE RNA EXTRACTION RT-PCR WITH 324T
SERUM SAMPLES PROPAGATE VIRUS BVDV SUPERNATANT (NUCLEOSPIN) & 326 PRIMERS

SANGER'S GEL PURIFICATION 100-200 BP BAND ELECTROPHORESIS
SEQUENCING WITH QIAQUICK EXCISION

|§§!!z

HIDI FORMAMIDE SEQUENCING SEQUENCES PHYLOGENETIC
APPLICATION EDITING TREE ANALYSIS




PHYLOGENETIC TREE

95

BASED ON 241 BASE PAIR

AF091605.1 BVDV strain Oregon C24V complete (1a)
_| SamplelD 2* Farm ABVDV 5 UTR
99 SamplelD 8* Farm ABVDV 5 UTR
AB042690.1 BVDV 1 strain AK Higashiyuri CP/96 5 UTR (1a)
AB042696.1 BVDV 1 strain YG Tendou CP/97 5 UTR (1a)
AB042677.1 BVDV 1 strain YG Syounai CP/94 5 UTR (1a)
— AB042663.1 BVDV 1 strain HS 133 CP/84 5 UTR (1b)
AF220247.1 BVDV 1 complete (1b)
@ SamplelD 12* Farm E BVDV 5 UTR
@® SamplelD 15* Farm E BVDV 5 UTR

Ell

a1 ° @ SamplelD 16* Farm E BVDV 5 UTR

~ AB042665.1 BVDV 1 strain Uji-1 NCP/85 5 UTR (1b)

AB019686.1 BVDV 1 strain Chiba-98 5 UTR (1b)
SamplelD 13* Farm J BVDV 5 UTR

4 SamplelD 14* Farm C BVDV 5 UTR

SamplelD 17* Farm E BVDV 5 UTR

SamplelD 4* Farm D BVDV 5 UTR

SamplelD 5* Farm D BVDV 5 UTR

SamplelD 6* Farm D BVDV 5 UTR

SamplelD 7* Farm J BVDV 5 UTR

& AB003621.1 BVDV 1 isolate OY89 5 UTR (2)
4‘ﬁ8003622.1 BVDV 1 isolate SW-90 5 UTR (2)

SamplelD 3* Farm B BVDV 5 UTR
AF298055.1 BVDV 2 isolate 15-103 5 UTR (2)

34

0.050

AY443026.1 BVDV 2 isolate ncp? 5 UTR (2b)
3 L AJ304381.1 BVDV 104/98 5 UTR (2)

SUBTYPE

1a

1b

2a
2b

GENOTYPE




PART 2 — HPAI* SURVEILLANCE IN WILD BIRDS

Supplementary file 1: One hundred and thirty-six species of wild birds observed from 2008 to 2016

Common name Scientific Name Order Behaviour ~ Common Species 1s Previously
X in Miyazaki  species of  mugratory known to have
@ |
previous and been
HPAI migrates susceptible to
outbreak from or pass HPAI
cases in through
Miyazaki areas known
Prefecture to have
HPAI
Mallard Anas platyrhynchos  Anseriformes Winter bird  Yes Yes Yes
Afohanls% Cinghai @ .Ko:e# Northern Pintail Anas acuta Anseriformes Winter bird ~ Yes Yes Yes
lraq. Iran , QI Common pochard Aythya ferina Anseriformes Winter bird  Yes Yes Yes
Kinwait Eurasian wigeon Anas penelope Anseriformes Winter bird  Yes Yes Yes
" India Myarmar s * Eurasian teal Anas crecca Anseriformes Winter bird ~ Yes Yes Yes
= Thail Vietnam Eurasian coot Fulica atra Gruiformes Winter bird ~ Yes Yes Yes
Ry o Common shelduck  Tadorna tadorna Anseriformes Winter bird ~ Yes Yes Yes
Malaysia Northern shoveler  Anas clypeata Anseriformes Winter bird  Yes Yes Yes
l;.dmega : . Tufted duck Aythya fuligula Anseriformes Winter bird  Yes Yes Yes
. Herring gull Larus argentatus Charadriiformes Winter bird ~ Yes Yes Yes
1 Azerbaijan 5 Hungary # H5N1AIV oscurence inwild tirds ri‘l East Asian/Australasian flyway Black-faced Emberiza Passeriformes Winter bird ~ Yes Yes Yes
; Slzgi: ;g\?i:r;zand —.* :1::;3;/ ;::‘:r;,:‘:yi ?o‘:’pt:gr:agaban @ Central Asian flyway Bunting spodocephale
s i ey oy (@) bck sabdtoraren iy

*HPAI — Highly Pathogenic
Avian Influenza




DAY-0

DAY-0 DAY-7 DAY-10
RECEIVING INCUBATE FERTILIZED SELECTION FAECAL AND WATER
FERTILIZED EGGS EGGS (SURVIVALITY) SAMPLING

T v TR

DAY-13 DAY-13 DAY-12
PERFORANG A TEST COLLECTING TRANSFER THOSE EGG INCUBATE THOSE EGG
ALLANTOIC FLUID INTO REFRIGERATOR FOR 2 DAYS MORE

[} L]

64| gs|ts
’ )

DAY-13 +VE HA -VE FLUA EXTRACTED RNA FOR
+VE HA FOR ALLANTOIC FLUID FOR RT-PCR WITH APMV APMV TYPING

INFLUENZA TEST RNA EXTRACTION PRIMERS

ELECTROPHORESIS

PREPARING FAECAL
EMULSION

INOCULATION OF
SAMPLES INTO EGGS




x X 240228 All Sample Lists of HPAI survey in wild birds.xlsx Open with ~ |

1 Samplz No. Type of sample date of collection date of inoculation Sampling area Date of HABFIUA test Result of HA test Result of Flua Kit Hame mema pate Mgm’:nﬂ“ M‘%ﬂseti pate Mgm’:m’ M‘%ﬂsea pate Mgm’:m’ m‘;%:.:.‘:sm pate Mgm’:m’ w”;ﬁ;‘:seu Reesult of APMV by NGS
231115-66 Feces 231115 231115 Kizakihama 231120 =
231127-1 Feces 231127 231127 [Futatsudate 231130 S
231127-2 Feces 231127 231127 [Futatsudate 231130 S
2311273 Feces 231127 231127 [Futatsudate 231130 S
231127-4 Feces 231127 231127 (Futatsudate 231130 =

7 231127-5 Feces 231127 231127 [Futatsudate 231130 S

7 231127-6 Feces 231127 231127 [Futatsudate 231130 S

SR 031127-8 Feces 231127 231127 [Futatsudate 231130 =

8 231127-9 Feces 231127 231127 Futatsudate 231130 =

8 231127-10 Feces 231127 231127 [Futatsudate 231130 S

R 23112711 Feces 231127 231127 [Futatsudate 231130 S
231127-12 Feces 231127 231127 (Futatsudate 231130 =

Sl 231127-13 Feces 231127 231127 [Futatsudate 231130 S

Sl 231127-14 Feces 231127 231127 [Futatsudate 231130 i S 231127-14 231208 = 231207 + 231207 g 231207 g

CE 231127-15 Feces 231127 231127 [Futatsudate 231130 =
231127-16 Feces 231127 231127 (Futatsudate 231130 =
231127-17 Feces 231127 231127 [Futatsudate 231130 S
231127-18 Feces 231127 231127 [Futatsudate 231130 S

U 031127-19 Feces 231127 231127 [Futatsudate 231130 + = 231127-19 231208 = 231207 = 231207 = 231207 =
1] 231127-20 Feces 231127 231127 [Futatsudate 231130 S
EE 231127-21 Feces 231127 231127 [Futatsudate 231130 S
9 231127-22 Feces 231127 231127 [Futatsudate 231130 S
EEANN 031127-23 Feces 231127 231127 (Futatsudate 231130 =
I 031127-24 Feces 231127 231127 [Futatsudate 231130 S
LI 231127-25 Feces 231127 231127 [Futatsudate 231130 S
LI 031127-26 Feces 231127 231127 (Futatsudate 231130 =
LI 031127-27 Feces 231127 231127 Futatsudate 231130 =
99 231127-28 Feces 231127 231127 [Futatsudate 231130 S
10 231127-29 Feces 231127 231127 [Futatsudate 231130 S
RLN 231127-30 Feces 231127 231127 (Futatsudate 231130 =
10 231127-32 Feces 231127 231127 [Futatsudate 231130 S
10 231127-33 Feces 231127 231127 [Futatsudate 231130 S
LR 231127-34 Feces 231127 231127 [Futatsudate 231130 =
10 231127-35 Feces 231127 231127 Futatsudate 231130 =
231127-36 Feces 231127 231127 [Futatsudate 231130 S
231127-37 Feces 231127 231127 [Futatsudate 231130 S
231127-38 Feces 231127 231127 (Futatsudate 231130 =
231127-39 Feces 231127 231127 Futatsudate 231130 S
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CADIC online courses

LAIN-LAIN AKTIVITI

CADIC Rabies diagnosis
training

CADIC study trip

Young researcher seminar

JVMA conference
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Nihongo classes



SYARAT-SYARAT MELENGKAPKAN LATIHAN

Part 1 supervisor report
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Final training report



4. CADANGAN PENAMBAHBAIKAN KE ATAS
PERKHIDMATAN JABATAN

1. Latihan Aands-on perkhidmatan makmal kepada kakitangan DVS;

2. Meneroka potensi whole genome study untuk virus tempatan, termasuk kajian
phylogenetic dan bioinformatics untuk tujuan kawalan penyakit;

3. Meneroka potensi pembangunan “rapid and reliable assay desigr’’ untuk
pengujian penyakit, termasuk memanfaatkan mesin PCR generasi ketiga;

4. Menjalankan persampelan bertepatan dengan tempoh penghijrahan migratory
birds;

5. Mengambil sampel air di migratory site dengan drone; dan

6. Membudayakan journal club.




ENVIRONMENTAL WATER SAMPLING BY
DRONE
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Part 2 supervisor — Associate Prof. Mek
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Part 1 supervisor — Prof. Sekiguchi
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