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1. JERHS : Primers designed for RT — LAMP to detect rabies virus.

No name of primers Functions Nucleotid sequences
1 F3-1 5’ACATGTCCGGAAGACT?’
Outer forward primers
2 F3-2 5’ACCTGCCCTGAGGACT3’
3 F3-3 5" ATGCAGTTCTTTGAGGG 3’
4 FIP-1 5’ACCAGAGAACCAGGGGTGAGGACCAGCTATGGAATC3?
5 FIP-2 5’ACAAGAGAATCAGGGGTGAGGACCAGTTATGGAATCS’
inner forward primers
6 FIP-3 5’ACAAGAGAATCAGGGGTGAGGACCAGTTATGGAATS’
7 FIP-4 5” ACCAGAGAACCAGGGGTGAGGACCAGCTATGGAAT 3°
8 BIP-1 5’AAGGGAATTGGGCTCTGACCTAAGGACGCATGCTCAGS’
9 BIP-2 5’ AAGGGAATTGGGCTTTGACCTAAGGATGCATGCTCAG3’
inner backward primers
10 BIP-3 5" AAGGGAATTGGGCTCTGACCTAAAGACGCATGCTCAG ¥’
11 BLP-1 5’GGCATGGAACTGACAAGAGACC ¥’
12 BLP-2 Loop primers 5’GGTATGGAGTTGACGAGGGACCY’
13 BLP-3 5’ GGTATGGAAGTGACGAGAGACC 3’
14 B3-1 5’CAGACTCAAGAGAAGACCY
15 B3-2 outer backward primers 5’CAGACTTAAGAGAAGCCC3’
16 B3-3 5’CAGACTCAGGAGAAGACC3’

A total of 16 primers designed for RT — LAMP and the nucleotide sequence of rabies virus circulating in Vietnam as well as other rabies virus sequences

referred from gene bank.
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2 2. JERWA : Results of selection of primers for RT — LAMP.

No Set of primers Number of positive strains/11
tested strains

1 F3-1, B3-1, FIP-1, FIP-2, BIP-1, BLP-1, BLP-3 511
2 F3-1, B3-1, FIP-1, FIP-2, BIP-1, BIP-2, BLP-1 3/11
3 F3-1, B3-1, FIP-1, BIP-1, BIP-2, BLP-1,BLP-2 5/11
4 F3-1, B3-1, FIP-1, FIP-2, FIP-3, BIP-1, BLP-1 7/11
5 F3-2, B3-2, FIP-1, FIP-2, BIP-1, BLP-1 6/11
6 F3-2, B3-2, FIP-1, BIP-1, BIP-2, BL.P-1 7/11
7 F3-2, B3-2, FIP-1, BIP-1, BLP-1, BLP-2 4/11
8 F3-2, B3-2, FIP-1, FIP-2, FIP-3, BIP-1, BIP-1 511
9 F3-1, B3-1, FIP-2, BIP-2, BLP-2 6/11
10 F3-1, B3-1, FIP-1, BIP-1, BLP-1 5/11
11 F3-2, B3-2, FIP-2, BIP-2, BLP-2 4/11
12 F3-1, B3-1, FIP-1, FIP-2, BIP-1, BLP-1 711
13 F3-1, F3-2, FIP-1, FIP-2, FIP-3, BIP-1, BIP-2, BLP-1,BLP-2, B3-1, B3-2 11/11
14 F3-3, FIP-3, BIP-3, BLP-3, B3-3 2/11
15 F3-1, F3-3, FIP-1, FIP-2, BIP-1, BIP-3, BLP-1, BLP-3, B3-1,B3-3 8/11
16 F3-2, F3-3, FIP-1, FIP-3, BIP-1, BLP-3 4/11
17 F3-1, F3-3, FIP-1, FIP-4, BIP-1, BLP-1, BLP-3, B3-3 6/11
18 F3-2, F3-3, FIP2, FIP-3, BIP-2, BIP-3, BLP-2, BLP-3, B3-2 6/11
19 F3-3, FIP-1, BIP-3, BLP-3, B3-2 4/11
20 F3-3, FIP-3, BIP-2, BIP-3, BLP-2, B3-2, B3-3 4/11
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X] 1. Geographical distribution of rabies virus strains used
for RT — LAMP development and evaluation

E MNorth
B dighland
U South
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ERIR
X 2. RT-LAMPRLE & KRt
RT - LAMP

S ec}ﬁcu I
Marker

Vinukovo rabies strain

3: Namdinhvirus

virus causes encephalitis in
children in Vietham)

ananese Encephalitis strain |

. 6: Negatiye confrol

¥ 3. RT-LAMP & RT-PCR®D Lk

Comparison of RT-LAMP and RT-PCR

RT-LAMP
RT-PCR
Positive Negative
Positive 34 0
Negative 1 30

Using 65 intra vitam samples (celebrospinal fluid — CSF and saliva — SLV)

Sensitivity = 34 / (34+0) = 100%
Specificity = 30/ (30+1) = 96,77%

S&NIP
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NIHE blind test sample for RV

Imp/xessic‘n
Slide grass for FA

1. 2 slide grasses v v

¥
2. 2 slide grasses
3. 2 slide grasses

% Impression on slide grass - Dryup - Cold Acetone fix — -80 C stored - NIHE

RNA sample for RT-PCR__ (in to RNAstable tube)
2 tubes
2 tubes
2 tubes
2 tubes

i

3% Apply to the extracted RNA by RNeasy mini Kit (QTAGEN) to RNAstable tube kit — Dry up (speed Vac)
— stored at RT — NIHE

% Reconstitute with 50 ulDW — RT-PCR (fEfH51E)

OFEMMHAEDIERE (NIHE 25 DEIE 215 - TEM)

NIHE blind test sample for RV

Slide grass for FA
1. 2 slide grasses----Negative

: a Y R
2. 2 slide grasses----Positive (CVS11)
3. 2 slide grasses----Positive (Street-Philippines) Q Q O

RNA sample for RT-PCR _ (in to RNAstable tube)

1. 2 tubes----- Negative (normal dog brain)

2. 2 tubes----- Positive (CVS11)(extracted origin)

3. 2 tubes----- Positive (CVS11)(extracted x10 dil)

4. 2 tubes----- Positive (CVS11)(extracted x1,000 dil)

% Positive RNA (x10,x1,000): diluted by extracted RNA from normal dog brain
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FA sample data
Impression on slide grass — Dry up — Cold Acetone fix — -80 C stored — NIHE

1 2 slide grasses Normal dog brain
2 2 slide grasses CVS11 infected mouse brain
3 2 slide grasses Philippine (Kyoto) strain infected mouse |
Result
NIID NIHE
1 Negative Negative
2 Positive Positive
Positive Positive or Inconclusive
RT-PCR sample data

RNA sample for RT-PCR (in to RNAstable tube)

RNA was extracted by RNeasy mini Kit (QIAGEN)

Positive RNA (x10,x1,000): diluted by extracted RNA from normal dog brain
Original infected mouse brain unknon infectious titer

1 Qtubes Negative (normal dog brain)
) 9 tubes Positive (CVS11 infected mouse brain)(origin)
3 2 tubes Positive (CVS11 infected mouse brain)(x10 dil)
4 2 tubes Positive (CVS11 infected mouse brain)(x1,000 dil)
Methods
NID:  Onestep RT-PCR (QTAGEN One Step RT-PCR Kit)
Two step RT-PCR (AMYV reverse transcriptase, Promega No. M9004)
(TaKaRa Ex-Taq, TaKaRa No. RR001A)
NIHE  Onestep RT-PCR (QTAGEN One step RT-PCR Kit)
Result
NIID NIHE
Onestep  Twostep  Twostep One step
N7lJw6 10g/304 JW12/JW6 N71JW6
1 Negative ~ Negative  Negative Negative
2 Positive Positive ~ Positive Positive
3 Positive Positive  Positive Positive
4 Positive Positive  Positive Positive
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II.

o

EXTERNAL QUALITY ASSESSMENT REPORT

General information:

. Name of testing laboratory:

Experimental Vaccine and Kit production Laboratory, Virology Department,
National Institute of Hygiene and Epidemiology, Hanoi, Viet Nam.

Address: 1 Yersin street, Hanoi, Vietnam
Tel number: 04.3.9724819

Name of person who performed the test

- FA Test:
o Nguyen Tuyet Thu: Slides No 1, 2, 3
o Ngo Chau Giang: Slides No 1,2,3

- RT-PCR Test:
o Nguyen Vinh Dong: Specimens No 1, 2, 3, 4
o Nguyen Tuyet Thu: Specimens No 1, 2, 3, 4
o Ngo Chau Giang: Specimens No 1, 2, 3, 4

. Name of person who verified the result: Dr. Nguyen Thi Kieu Anh

Sample information:

. Date of samples received: December 12™ 2011.

Number of sample:

FAT: Six acetone fixed slides were coded from No 1 to No 3, included

two slides were coded No 1; two slides were coded No 2 and two slides

were coded No 3. Two impressions of specimen per each slide.

RT- PCR test: 8 tubes of RNA specimens, coded from No 1 to No4 (Two tubes

coded Nol; Two tubes coded No2; Two tubes coded No 3 and Two tubes coded No 4).

. Condition of samples on laboratory arrival: in good condition.

- FA specimens: Slides were packed well and shipped at freezing temperature
in a cold box (on ice).

- RT-PCR specimens: Extracted RNA stored in RNAstable tube kit and
shipping at room temperature.
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4. Date of samples tested
- FAT:

= 1%run: May 25 2012
= 2™ run: May 28™ 2012

- RT-PCR Test:

= 1%run: May24™ 2012
= 2™ run: May 30, 2012
= 3 run: June 1%, 2012.

III. Results of the tests:
Tests Sample ID 1* run 2" run 3" run Notes
1 FAT Slide coded No 1 Negative Negative
Slide coded No 2 Positive Positive
*No or a few cells was/were
Slide coded No 3 “Inconclusive  Positive observed on two impressions

of the slide.

2 RT-PCR  Specimencoded No1  Negative Negative Negative
Specimen coded No 2 Positive Positive Positive
Specimen coded No 3 Positive Positive Positive
Specimen coded No4  Peositive Positive Positive
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1. TITLE:

BB 2. FA T TN HHEDBE

PREVENTION”

Training course in Thai Nguyen

2. DATE: July4-7,2012.

“ENHANCEMENT OF QUALITY OF RABIES CONTROL AND

3. PLACE: Thai Nguyen Province - northern province in Vietnam

4. TRAINERS: Experts come from NIHE, NIID.

5. PARTICIPANTS: epidemiologists of program for rabies control and prevention; staffs —

medical practitioners at vaccination posts and veterinarian of Thai Nguyen, Ha Giang,
Cao Bang and Son La provinces.

Number Fullname Office Address on Map
1 Nguyén T4t Théng Ha Giang Provincial Preventive Medicine North - Highland province in Vietnam
Centre
) Hoéng Thi Qué a Giang Provincial Preventive Medicine North - Highland province in Vietnam
Centre
3 Hoang Vin Thuyét | Quang Binh District Medicine Centre Belong to Ha Giang Province
4 Hoang Thi Quy Béc Quang District Medicine Centre Belong to Ha Giang Province
5 Nguyén Dirc Qué Vi Xuyén District Medicine Centre Belong to Ha Giang Province
6 Vién Quang Huén Pdng Vin District Medicine Centre Belong to Ha Giang Province
7 Vuong Tién Thing | Hoang Su Phi District Medicine Centre Belong to Ha Giang Province
én True . R
8 Nguyen Truong . North - Highland province in Vietnam
Son La Provincial Preventive Medicine
Anh C
entre
9 X .
Nguyén Hung Belong to Son La Province
N Yén Chéu District Medicine Centre
Nguyén
10 Vi Vin Toan Bel S .
Séng Mé District Medicine Centre elong to Son La Province
11 Lo Vin Thuong

Quynh Nhai District Medicine Centre

Belong to Son La Province
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Number Fullname Office Address on Map
12 Hoang Vin Cuong .
Muodng La District Medicine Centre Belong to Son La Province
Ta Thi Huyén .
13 Son La City Medicine Centre Belong to Son La Province
L3nh Vin Tién N .
14 Bao Lac District Medicine Centre Belong to Cao Bang Province
15 Bé Thi Ngoc Lan Cao Bing Provincial Preventive Medicine North - Highland province in Vietnam
Centre
16 Ha Thi Nhu Quynh | ¢a0 Bing Provincial Preventive Medicine North - Highland province in Vietnam
Centre
No6ng Thanh Tinh s .
17 Thach An District Medicine Centre Belong to Cao Bang Province
Hoang Thi H6
oang 1 Hong Belong to Cao Bang Province
18 Mo Cao Bing Town Medicine Centre
19 Pong Thi Hudng . .
Thai Nguyén City Medicine Centre Belong to Thai Nguyen Province
20 Nguyén Thi Nga . .
Phii Luong District Medicine Centre Belong to Thai Nguyen Province
21 Tran Manh Vui . .
Phii Lwong District Medicine Centre Belong to Thai Nguyen Province
22 Tran Thién Ha . .
Pai Ti District Medicine Centre Belong to Thai Nguyen Province
23 Nguyén Thi Lich . .
il Pai Tir District Medicine Centre Belong to Thai Nguyen Province
24 Hoang Vin Quyét . .
Séng Cong District Medicine Centre Belong to Thai Nguyen Province
25 O kim Anh . .
Séng Cong District Medicine Centre Belong to Thai Nguyen Province
26 Nguyén Puc Thanh R . .
Phé Yén District Medicine Centre Belong to Thai Nguyen Province
27 Tran Vin Khai ) . .
Phd Yén District Medicine Centre Belong to Thai Nguyen Province
28 Duong Puc Thién . .
Pht Binh District Medicine Centre Belong to Thai Nguyen Province
29 Nguyén Vin . .
Dudng Pht Binh District Medicine Centre Belong to Thai Nguyen Province
30 Ma Vin Loi

Thai Nguyén Provincial Preventive Medicine
Centre

Belong to Thai Nguyen Province
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Number Fullname Office Address on Map
31 Luong Vén Cuong Thai Nguyén Provincial Preventive Medicine | Belong to Thai Nguyen Province
Centre .
32 I;g;ll)lren Thi Hong Théi Nguyén Provincial Preventive Medicine | Belong to Thai Nguyen Province
@ Centre
33 Nguyen Thi Canh Thai Nguyén Provincial Preventive Medicine | Belong to Thai Nguyen Province
Centre
Phling Thi Kim Thai Nguyén Provincial Preventive Medicine | Belong to Thai Nguyen Province
34 Ngén
Centre
hém Triéu TY . . . . . .
15 Cham Trigu T Thai Nguyén Provincial Preventive Medicine | Belong to Thai Nguyen Province
Centre
D3 Manh Kié . . . .. . .
36 oM en Thai Nguyén Provincial Preventive Medicine | Belong to Thai Nguyen Province
Centre
ang Tién Tha . L . .. . .
37 Déing Tién Thao Thai Nguyén Provincial Preventive Medicine | Belong to Thai Nguyen Province
Centre
38 Vi Anh Tuin Théi Nguyén Provincial Preventive Medicine | Belong to Thai Nguyen Province
Centre
39 Hoéng Anh Thai Nguyén Provincial Preventive Medicine | Belong to Thai Nguyen Province
Centre
Thai Thi Lién . .
40 Dinh Héa District Medicine Centre Belong to Thai Nguyen Province
Ninh Kim Anh . .
41 Dinh Héa District Medicine Centre Belong to Thai Nguyen Province
L& Vin Thai . .
42 V& Nhai District Medicine Centre Belong to Thai Nguyen Province
Nguyén Thi . .
43 Phuong V6 Nhai District Medicine Centre Belong to Thai Nguyen Province
Nguyén Xuén Méu . . .
44 e Dbong Hy District Medicine Centre Belong to Thai Nguyen Province
Déng Thi Khanh \ . .
45 £ Dbng Hy District Medicine Centre Belong to Thai Nguyen Province
Vufmg Quoc Thai Nguyén SUB-DEPARTMENT OF Belong to Thai Neuyen Province
46 Cudng ANIMAL HEALTH
Nguyén Ngoc Giao | Théi Nguyén SUB-DEPARTMENT OF Belong to Thai Nguyen Province
47 ANIMAL HEALTH
48 Mai Tudn Anh Thai Nguyén SUB-DEPARTMENT OF Belong to Thai Nguyen Province
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