No.23 0089-1

HERERREREGRBREE
LABORATORY RESULTS REPORT

1. A PEH (Place of harvest)

4 #EF (Producer) el fr kR (MR, MATSUO MATSUDA)

AL 4 (Farm, name) :  FAH MY,  Fibk -7 A (MATSUDA KOI FARM, YOKOMAKURA HOUSE)
Pt . T 940 — 1117 HiBR REMi  BI{tERT 245-1

(Farm. address : 245-1, Yokomakuramachi, Nagaoka-shi, Niigata, 940-1117, Japan )
2. B (Sample)
ffE4 (Common name / Scientific name) : = ¥ % = A (Koi Carp / Cyprinus carpio koi)

3. MAEFELHER (Methods and results of test)

(1) 24~V XR 7 A/)NAJ (Koiherpesvirus disease, KHVD)

AR (Results) : B2#E ( NEGATIVE )  (Method: PCR assay)

(2) 24 FY A/ AMAE (Spring viremia of carp, SVC)

A5 % (Results) : fEPE ( NEGATIVE ) (Method: Virus isolation in cell culture)
(3) = Yuth 1k i 3588 3 5E  (Infectious haematopoietic necrosis, IHN)

A& (Results) : [2PE ( NEGATIVE ) (Method: Virus isolation in cell culture)
(4) 7 A v A4 M ¥ @i iE  (Viral haemorrhagic septicaemia, VHS)

% (Results) : B&tE ( NEGATIVE) (Method: Virus isolation in cell culture)
(5) FEATHEE M 3B AE  (Epizootic haematopoietic necrosis, EHN)

AR (Results) : [EPE ( NEGATIVE )  (Method: Virus isolation in cell culture)
(6) f= etk SEFE  (Infectious pancreatic necrosis, IPN)

#E R (Results) : [EM ( NEGATIVE )  (Method: Virus isolation in cell culture)

(7) BRATHEIE B E B (Epizootic ulcerative syndrome, EUS)
#E 2% (Results) : (&M ( NEGATIVE ) (Method: Observation of gross sign)

3 F A W] (Test period) : KHV: Jun 19, 2023 ~ Jun 22, 2023 - HEH

SVC, IHN, VHS, EHN and IPN: Jun 14, 2023 ~ Jun 28, 2023 - HIEH

EUS: Jun 14, 2023 - ¥ H
SRR K £ B B (Date of sampling) : KHV: Jun 13, 2023

SVC, IHN. VHS, EHN. IPN and EUS: Jun 13, 2023
% i A £ B o0 K iR (Water temperature at time of sampling) : KHV : 18°C
SVC. IHN. VHS, EHN, IPN and EUS: 18 'C
3% {# {4 #% % (Total number of tested fish) : KHV: 30 J2 (30 fishes)
SVC. IHN, VHS, EHN, IPN and EUS: 30 & (30 fishes)

{ifi % (Note) : & # # £ 1X OIE "Manual of Diagnostic Tests for Aquatic Animals -2021-"¢ Gl ([ #4° % . (Samples
were tested corresponding to the methods described in OIE "Manual of Diagnostic Tests for Aquatic Animals -2021-".)
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EAE A - % (Name and Title of Certifier) E 4 (Signature) [+ T2 =ww)

et K Gl BfER (Dr. Makoto Miki : Inspector)

1 ’
Fo 7% : (AR (Mr Hitoshi Osabe : Director)  /QiBeda  (Fabgfe il
H{+ (Date) : 2023 £ 6H 28H ( Jun 28, 2023) t L ool
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No.23 0089-2

i R Gk B 35
CERTIFICATION RESULTS

(1) A ~LZ2 7 A /LA (Koi Herpesvirus; KHV)

- bR AR A o 68 ) uhh.l‘ =4/ 5 DNA 8% L L T PCR %17 - LZA, af -~ Ag AL AR
PEEES IR S i o

( = KHV specific amplicon was not detected by PCR test using genomic DNA extracted from gills of samples as template.)

7 & vk ih 18 (Gel electrophoresis of PCR products)

W s JLEING 100bp w— A — [EBYEME, Tl ~ 6, BYEXE. 100bp ¥ —# — (From left well.
100 bp ladder marker, negative control. sample No. 1 ~ 6. positive control and 100 bp ladder marker)

S IRKIE 1L ~5E 6% %5, (Each sample consists of 1 - 5 fishes)

(2) MEZRIZLD 7 AL AKBAE (Virus isolation in cell culture)

=X o A MR R A B L 7 EPC M T B\ T AR 2 %) B (CPE) B2 ¢

|+ Cytophathic effect (CPE) was not observed in EPC cells inoculated with homogenate of koi carp tissues. )

7 A v A 57 B (Virus isolation in EPC cell culture) H M 1% (Blind pass)
Plate number:  23- 0089 Plate number:  23- 0089-B
Sample Sample Sample Sample Sample Sample Sample Sample Sample Sample Sample Sample
1 2 3 4 5 6 1 2 3 4 5 6
/{ o gy f/-"”‘\ i /"r"\\ (/r"“\:\\ / "\ "_'“\ "'\ R \
A | ( cPE-)( CPE-)( CPE- ) ( CPE—/H CPE- )\ GPE— ) D CPE-J\ CPE— ( CPE CPE—' CPE— \ CPE-)
N N \\‘7 LS N ANC A SN N N/
/“)’ ‘\\", 4 - A ,'/’7-7- N / N ﬂ/ = ™ ,f‘ \ ! f_ﬁ\\ .'//{_i\\_ ' . \ / -
B "\ CPE— ) CPE-)!( CPE— CPE- ff CPE- 4' CPE- E | ( cPE-)( CPE- jf CPE- ) ( ) (
| SN~ B N/ SN/ A
C| CPE ) /G;E ) (ope-)( CI;E\‘( CPE-) CI;E ) F (ooe) ((epes) (oo (oot ) i
—‘\ . -1 - - =1 ( - -l = |
NS \‘7_ S \\‘7_,/ k_i_,//‘ '\‘\\GEE,_/’ ‘\EEE,/ "\CPE_/ % - /
4 3y (£33 Ji: it HWE Rt Rt
(Negatwe: (Neqatlve) (Negatwe) (Negative) (Negat ve) (Negatwe) (Negative) (Negative) (Negative) (Negahve} (Negatlve) (Negahve)
R 7 LR PE (the final dilution of the homogenate samples) * CTE: =2 A W3R Z X AR~ B8 (cyvtotoxic effect)
A: 17100 B: 1/1000 C: control CPE-: w7 A s Z [ 4% (no cytopathic effect developed)
D: 1/1000 E: 1/10000 F: control CPE+: 7 A /v A [5 4% (cytopahic effect developed)
% 5S4 | ik L L /-, (Each sample consists of 5 fishes.)

# RT-PCR {EIFHINEREIZ LD A L AR ECHBWVDTESE R L ABEICOWTORTHONADS,  (RT-PCR is performed
only on positive sample of virus isolation test.)

(B) RWREMLBRE ST ¥ —
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