No.23 0045-1

FEFEERREREGRBREE
LABORATORY RESULTS REPORT

1. 4 PEH (Place of harvest)

'EPE#  (Producer) 2 f2 3k (MR. MATSUO MATSUDA)
e 4 (Farm, name) :  FAMFEMY, (MATSUDA KOI FARM)
FifEML T 940 — 1104 FHEWE KM HEEHE 1462

(Farm. address : 1462, Settayamachi, Nagaoka-shi, Niigata, 940-1104, Japan )
2. Bk (Sample)
£ % (Common name / Scientific name) : =i % =4 (Koi Carp / Cyprinus carpio koi)

3. RESHELHFSE (Methods and results of test)
(1) 24 ~N_R 7 AR (Koiherpesvirus disease, KHVD)
3 (Results) : FE¥: ( NEGATIVE ) (Method: PCR assay)
(2) a4 #F7 AV AMIE (Spring viremia of carp, SVC)
R (Results) : [2tE ( NEGATIVE ) (Method: Virus isolation in cell culture)
(3) 45 Yudk s M 328856 5E  (Infectious haematopoietic necrosis, IHN)
# B (Results) : [t ( NEGATIVE) (Method: Virus isolation in cell culture)
(4) ™7 A v A4 H i % B 52 (Viral haemorrhagic septicaemia, VHS)
#& 2 (Results) : f2tE ( NEGATIVE ) (Method: Virus isolation in cell culture)
(5) WifTHEvs M 33 HE5E  (Epizootic haematopoietic necrosis, EHN)
W E (Results) : [ ( NEGATIVE ) (Method: Virus isolation in cell culture)
(6) 4= Yyt BENK 8 £ 5£  (Infectious pancreatic necrosis, IPN)
i 2 (Results) : [EEfE ( NEGATIVE ) (Method: Virus isolation in cell culture)
(7) #EATHETR S AE BE (Epizootic ulcerative syndrome, EUS)
kB (Results) : FE&EtE ( NEGATIVE ) (Method: Observation of gross sign)

3% K 75 # ] (Test period) : KHV: May 25, 2023 ~ May 26, 2023 - ¥|&E H

SVC, IHN, VHS, EHN and IPN: May 23, 2023 ~ Jun 6, 2023 - ¥/ H

EUS: May 23, 2023 - ¥|E H
3% K (A 52 B B (Date of sampling) : KHV: May 22, 2023

SVC, IHN, VHS, EHN, IPN and EUS: May 22, 2023
S% F {5 52 M B5 @ A JR. (Water temperature at time of sampling) : KHV : 18°C
SVC, IHN, VHS, EHN, IPN and EUS: 18 'C
3% (i & % ¥ (Total number of tested fish) : KHV: 30 B ( 30 fishes)
SVC, THN, VHS., EHN, IPN and EUS: 30 2 (30 fishes)

{i6 % (Note) : B # 7 #: i OIE "Manual of Diagnostic Tests for Aquatic Animals -2021-"® FEif (= #F % , (Samples
were tested corresponding to the methods described in OIE "Manual of Diagnostic Tests for Aquatic Animals -2021-".)

____________________________________________________________________________________________________

24 EA - %W (Name and Title of Certifier) B 4 (Signature)
BA L OK 3k B R (Dr. Makoto Miki : Inspector) (ﬂia%g?{) /?)Zf%'/‘
) ’ {0
i 7« {R&HRHR (Mr. Hitoshi Osabe : Director) /W %
HAt (Date) : 2023 ¢ 6A 8H (Jun 8, 2023)
78 VLR HH O B RR AT A B 3R E AR AR AL AR B
(B REEMBE & ¥ —

T 950-0022 FHEWEFETEXZERI1TH 7-12

Kento Food and Environment Analysis Center Co., Ltd
1-7-12, Koei, Higashi-ku, Niigata-shi, Niigata, 950-0022, Japan
E-mail; kento8890@ab.auone-net.jp, TEL; +81-25-270-8890, FAX: +81-25-270-8132



No.23 0045-2

e A Ak B &
CERTIFICATION RESULTS

(1) 24 ~L~RX YA/ A (KoiHerpesvirus; KHV)

- BRAELOMOIIM LY /A DNA 88 L LT PCR 277 d A, aAf~AL_AY AL AKHR
HIBREED IR S o -

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

\
Pk B 2 (Gel electrophoresis of PCR products)
MY =D 100bp v —h—, BEEME, Tl ~ 6, BB, 100bp ¥ — A& — (From left well.

100 bp ladder marker, negative control, sample No. 1 ~ 6. positive control and 100 bp ladder marker)

HIBEEE 1L ~5ENn6 7% %, (Each sample consists of 1 - 5 fishes)

(2) MMEEEIZED 7 A /L ARE (Virus isolation in cell culture)

e R TR A ERE L EPCHIRICEBWT, #EMZS R (CPE)IZBE IR » T,

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

7 A Jv A 4yl (Virus isolation in EPC cell culture) B # {t (Blind pass)
Plate number;  23- 0045 Plate number:  23- 0045-B
Sample Sample Sample Sample Sample Sample Sample Sample Sample Sample Sample Sample
1 2 3 4 5 6 1

(N o (o o o o / o
A [ (ore) (e (are) (o) () (ove) QE/ (e @ o
(e o Qr? i, P T @O
B \\{EEI‘E_/) \.@ CPE/) @E/ -\Elil_f_/; \CEE// CPE— @ CPE /' CPE-)( CPE- GPE-

TN, ALY Y T i
(@@ E@E ) )@@ @@ ()

e =13 £k =4k €45 =45 =3k 3 HE =3 etk [t e =4k i 44
(Negative) (Negative) (Negative) (Negative) (Negative) (Negative) (Negatlve) (Negative) (Negative) (Negative) (Negative) (Negative)
Rl 7 LR (the final dilution of the homogenate samples) * CTE: A HB¥ERk /2 L 5 MR~ (cytotoxic effect)
A: 1100 B: 1/1000 C: control CPE-: 7 A /b A 2 (no cytopathic effect developed)
D: 1/1000 E: 1710000 F: control CPE+: 7 A 71 A [ ¥ (cytopahic effect developed)

¥ S5E& LML L/, (Each sample consists of 5 fishes.)

% RT-PCR (BT R IC LD VA AL AREICEW TEM AT LEEBREIC oW ToORIThIS,  (RT-PCR is performed
only on positive sample of virus isolation test.)

(#%) R#EBMBESI & ¥ —

Kento Food and Environment Analysis Center. Co., Ltd



