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PR AR 5 AT By AEBIRISTA 650 T (ERE R

- HAREhY) B85 5,
(E—PEE R EEF & (Market ing Approval ) » PR R IX AR EIHE £ B

B oy R N PR R B R
HAMIRZEE A (Pharmaceutical Affairs Law) E{TRTAEIYI B L 2 i85
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B BaRLikints b BRI E IR AR ~ PrAEREN - SR
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ARy ELI4 300 fE (Enrofloxacin & sulfadimethoxine &) ~ —f%&E L4

[mi
1400 FE(FTFESE ~ 4EAEZR ~ Rl i B EEE) ~ BEEESMn(Quasi-drug)
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AVEEE T R VUPE B (18] 4) (Ff8% =) -

D - H AR e i - (B RER=1RFHE# (Good Laboratory
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gk Ze 58 (Committee on Veterinary Products)#iZ » s ZEIHE
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(2)E PSS Bl E B BliE e S E S (Manufacturing and Quality
control) » MIEERFIZAEAES IR E B SYE M #HI(Good Quality Practice,

P) ~ {8 B A% (Good Vigilance Practice, GVP)LAR B B mBESER
#(Good Manufacturing Practice, GMP) » 75 Fylel% NaLith g I 55 22 (8014 M e

TS &R - itz BUERG SARE R e T BLERE AR
(Marketing Approval Holder License, F#f# MAH License) | 5T AIE87H%EF
HFENFEE K - MEIERSE N B2 8ok - S B AR E
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(3)5F = PEER 4S84 E (Distribution control) » BEFE B EEETISINE
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I. Examinationfor | II. Marketing Authorization | [ 10l Distribution Control ] [w. Evaluation Cantrol ]
Marketing Approval Holder, Manufacturing
- and Quality Control
keting approval 7~ License for marketing Lwense i pharmacy Reevaluation GPSP
GLP, GCP, authorization holder & retatling YMPs
GMP P & GVP Regulations for
C =
" management,
buildings and facilities
License for manufacturer
& faciity) Prescription of direction for i Report of adverse
retailing of vaccine, antibiotics, Vediioin
ete.
[7] Accreditation for foreign
manufacturer Regulation for use of VMPs to
GMP (structure & facilty) l» food producing animals

_T T_ Regulation for proper < GXP: Ministerial ordinance >

Assay Standards labeling, advertising, etc GLP : Good Laboratory Practice
| GCP : Good Clinical Practice
I Inspection, spot sampling test, national test (Nat1 order for test) GMP : Good Manufacturing Practice
I GMP (structure & facility): Regulation
l of GMP hardware
GQP : Good Quality Practice
VMPs GVP : Good Vigilance Practice
Inspection system GPSP : Good Post-marketing Study

Practice
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Data Required for the Application of Approval of Veterinary Medicinal Products (VAIPs)
Except Biological Products.

Category and type of data* Class of VAIPs for
application**
W@ |3 | @ |G
A Origin or discovery of drug, condition of use in O (@] (@] (@] =
foreign countries, etc.
B. Data on physical and chemical properties (e.g. data O FaN FaN (@] Fay
on determination of structure, data on physical and
chemical properties, data on specification and test
method, etc.)
C. Data on production (@] PN YAy AN A
D. Data on stability (e.g. data on long-term storage test,| O FaN A (@] PaN
data on severe test, data on acceleration test, etc.)
E. Data on toxicity
1. Data on acute toxicity o] O x (@] =
2. Data on sub acute and chronic toxicity O O = FAN x
3. Dara on special toxicity (e.g. mutagenicity, local A FaN < b3 x
irritation, etc.)
F. Data on safety for target animal O (@] A O VAN
G. Data on pharmacological action
1. Data on effectiveness O VN FaN (@ x
2. Data on general pharmacology (@] = = O x
H. Data on absorption, distribution, metabolism and o FaN FaN O A
excretion
I. Data on results of clinical trials o o o o x
J. Data on residue study (@] Fay FaN Q AN

* Contents of each data: See Appendix 1.

** Class of VM Ps for application

(1) VAIPs containing a new active ingredient

(2) VAIPs in new route of administration

(3) VAPs in new dosage and providing a new indication

(4) New combination VMPs

(3) VMIPs in similar formulation of products already approved

: Data shall be submitted.

X: Data may be omitted.

A Data submission shall be determined depending upon the conditions of each VAIP.

B S - A fRES: iR - Ep Y R R SN
3 SRR IR

2. iR s AR © a2 ST R R A2 2 B4 - & 30 #E5L
BN i ArFRE TR R s o FEEEE Z A R B - SRz HiEH
Bl —fREESn DU BB INGG - BT AT TR R

3. Al b - — R gEhn - PUAEREUN - SR HURE YRR R B SR E A
on BRI (e TS T T R FURONIE H AR 0 A SR Bt T8 NE
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A

(Molecular weight) ~ Ff5HI7E (Content ) ~ EMEHIE (Description) ~ SUES
Ba(Identification) DA pH{E ~ MEEEAES - BEEAN -

4 FeBmEAL ¢ —EESL ~ DUERBE] - SR DU E BRI R B SR A M 2
FTEEHRES W iaEn/BEATE - HasdEtas 3 ua (1 1z
BRES B 2 AU BERIEN ) K 2 frk&iF A& -

(VU =P B0 n FR ER B R St & et

| AR aC FEs - YRR E M AR S Lk ARl &R a2 2R »
prsE 2 & M ERCEE R ~ EEEMIR - 2R~ et (e =t
HER) - WREWZesEk - SR EH (B S nE e OITER
F PR R (R 5P L st 1T 2 5t - Horr— B AE H AR P T
i) (BRI SRH R IR E B E AN 200 & - IALEEEHANN 60 )&
HFEF (AE 6)

Data Required for the Application for Approval of Veterinary Biological Products

Category and type of data® Class of drugs for application**
D @ 6| WG| 6|
A Data on origin, details of discovery, use in (@) @] O @] O @] bed
foreign countries, etc.
B. Data on physical and chemical properties, e} iy FaN AN i Q iy

ete. (e.g. data on preparation of seed., data

on physicochemical and biologieal properties,

data on specification and test methods, etc)

C. Data on production o] O Fay AN WaN Q FaN
B. Data on stability (e.g. data on longterm O O FaN i i Q N
storage test, data on stability at usage
condition. ete.)
E_Data on safety for target animal O O O Fay Ay X JaS
F. Data on pharmacclogical action (e.g. data on| O O A @] @] x hed
effectiveness, data on time for immunization
and the duration. ete)
G. Data on results of clinical trials O O Fay O X X X

* Contents of each data’ See Appendix 2

*#* (Class of biological products for application

(1) Products containing a new active ingredient or a new combination prescription drugs

(2) Products in new compasition of the approved ingredient

(3) Products in new route of administration

(4) Products providing a new indication

(5) Products in new dosage

(6) Though a seed for production is different, the property of the seed is judged to be equivalent to
those of the approved one at the National Veterinary Assay Laboratory.

(7) Products in similar formulation of products already approved

(0 Data shall be submitted.

X Data may be omitted.

M Data submission shall be determined depending upon the conditions of products.

6 ~ VR s ER B AL AR e T &R
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2. EHEIE SRS A BRI E S E A B R i o i TR SRR
fRE (Pharmaceutical inspector) RS EFTHEITIIFERIZBIYEEE Mg
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H AtHRE Y AR YRR iaTH H Rtm i i i B T H BT &R A
s GEH TR T BRI EAIAR A - TR - PO - R
BRI O—% > 4848k * http://www.maff.go.ip/nval/kijyun/index.html >
HAAERMs ST

BMAEMFNRABERS - FHE - REE - RENBHEO—E

M D27 (—Eoy hEsER<. ) oFf D7 (S—FOv hEs) o RIREosS —Rees 55
=EE i

Far28F0F308RE
Fr%28498308 FRoBEEESEHULELE.
HMAEMFNRAESE

» EAIZE—ERNIE

» —REBRODS. EERRR. SEEDC)LATESSERUNSSENZAL TRERERERE —SIUUE
» —HREEBRIC, BIRXSEFERERRZSREZEM

» BEDSS. S— ROy MRlgE—EE

Internet Fan SBROERR(EGE, B, BRIHE)
REAROE
- . I R (% | SENE
e ExeS BB e ot k. O 85X 6R
sREEDy wEREDy| Lo | Gonas| TORSE | ixonss|  @H)
1ILE V& /‘3‘50:1:§}§® 20mLEED n\zfo\n;LAJ-,«_t
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HIEFTR T RAEAE T 7 A V4, NEE S IR 2 EEE R - MR
e RS - b AR BRTH H AR REZE AT B SV BATH T 1
EFAET 7 A V34 QIR BT SEiin & ATE e in i H e - fEE
R Ry KV BRBH o e lins () NVAL HHE5 5 ac e e il Ay - HyE sy 5
FIeER TG TR 4G NVAL » NVAL (IR RERG Y 7 7ARIE e 5524 - 1 SR s 77
PR (R B MR LT A TR SR
3. A AR © [F]—fcdEanh - BUAERBN - SRl Z BT A VS K B 45D
S T EFebatkd] - FA PSR 3 2 5 HeEiE ek -
4 1nSREEAL - HEVIRERREFRES A E  Ba 1 L& - 4 IIfiE L
FEZEE ~ 3 L EREFAEVIFEE ~ 7T AL EEHIEE ~ 8 firipeli 8 e 7 firinha
[E{= - HEF 304 -

(7o) TEt B EHE (Seed Lot System)

1. HAREYI A8 oL (B a0k ~ e 2Bt ) gkl e /&8 ]
By fttaals o 1E 2005 (P 17 92) 2 2008 52 (SRR 20 £F)ff > BFEAIRER
700 #EZ 800 fit » ZAHALE 2008 4 (FFE 20 4 ) REER T AR YRR A i T
B2 HAB BRI 2 2014 F(CERK 26 ) b8k 352
(401 9) -

EPFHIRFARERFGR

1000

900 817
717 737 715

800 . 691

700 603
600

- 434

500 -~ 384
400 =

300

352

200
100
0

q,b

3 ~ ~ o < Q¥ q? s q?
JEONE SN NP S Y PR L Y A

9~ AARFEEAEYENIRRITE

2 FEALE IS R i s F 2 SR SRR 93 Ry Master Seed(MS) ~ Working
Seed(WS) & Product Seed(PS) » “N[EIFE EEATHE 1T~ falnits AR = (&l 10) -
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Master seed: MS, Working seed: WS, Production seed: PS

Live bacteria seed)

- Test for identification
« Sterility test

* Test for mycoplasma
« Extraneous test

 Target Animal Safety Test
« Back-mutation test

Tests for MS (Live virus seed /\

* Immunogenic test using target animals

Products
X+5

Tests for WS and PS
v Sterility test
v Test for mycoplasma

Products
X+5

10 ~ FEALE HHIE

TR 7] NVAL St HES » 3 6 TGRS S B (1) DA B Bl 2/
Ter ~ (2) FERR AR E R 2 s ~ (3) SRR ~ (4) DR E R
ATEAREE ~ (5) ARG SR A TR B 5 (6) A TEMEE S  NVAL fR
B ATt ERUE T > ST RS R PTA SR R E PR Master

Seed(MS) FEHMEITHIEASREIER MR (Test for Identification) - iR

SBE(Sterility test) ~ BUEIEEH(Test for Mycoplasma)

+ AR

(Extraneous test) ~ TR MRS (Immunogenic test using target
animal) ~ BIREY)Z 2556 (Target Animal Safety test)DAREESJ[EE

Es(Back-mutation test)Zf o

3. R M S TR R MS B2 BpUR M Sl

N YAy i

MS R MS M4 5 JMs 2 1 i R LA T S BN i B = B
(W FUEARARER] 3 0 » SEARERT 10 58) » RI4HTE 2B 2 e ey

DRI NE

4 WG EL B £ B EAERD MS B W R EYA A EURME  slia =5
i MS RS T A HEENEE B H 2R (A E/V 453 > sz

20 58) » 22 14 RAAH R BRJE -
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EHHiZ(Yellowtail) ~

=

- fi: A (Salmonidae)

t

41 H 2 (Amberjack) K 0fiif& (Genus seriola)ZEffE o

H 47K Y2 e A e e B S 4 2 RS A R SR A4 7

Internet £ gt
1 pl P oo g
¥ Aed M HUBET 74 |HAET 710 (iwr)
23 & -
2y b ALY A
25 |4 Ko ALARIELTIFY SR A R R R SVI6400bpdf | KVIG400cpdf | 351,600 | 23,800
< ; ) Joan 4 &
226 ;7”_,: TANAR (HBTT 2y ) BER | md g ant e dy (b iLian) () KV16420pdf | 484800 | 23,800
M
27 |2@EIANAPEACE A RAE TS F Y TR AT A A KV16450.pdf | 350,100 | 23,800
28 (69T ARI RN T FY BARERT R SVIES00pdf | KVI6S00pdf | 393,300 | 23,800
29 |3UpAHET ) ARIELTIFY BeA A5 i (Vibriosk)2. 7 3 SVI6600.pdf | KV1S600pdf | 437,800 | 23,800
230 DEDIRTIILIRE (SBTY 287 b)) 2EID ASHRES @(edwardmelloms)( A pE A2 A S K\V16625.ndlf 510,800 23,800
norty By et
21 |06 wpRi L Y FRARIE T FY BB AR A AR FE L R R SVI6650.0df | KV16650bpdf | 407,000 | 23,800
232 | B hops bV v AR ECT7FY 47 00p e AR R R R A SV16700.pdf KV16700d.pdf 395400 23,800
233 j] ;’ wp iV Y FRERI T 7 F Y (L 0 o AT 2 R R (L) SV16800.pdf | KV16800d.pdf | 376,100 23,800
E3
NP , g ¥ 3 i i ]
234 ; DR L Y PIFE (BRI BEETT s i e e R e (AL SV16900pdf | KVI6900epdf | 395400 | 23800
7/
285 B hapi L YR AR2ETEC TS FY f i AT R B AR KV169250df | 702,100 | 23,800
26 [0 ETVARIEETIFY .55 e (Vibriosk) 2. 7 5 1+ 5 KV16950.0df | 393,100 | 23,800
DHEHDAMNVTRIy AR NFIRY R (1] .
- - FO o wp d4ast 7 (Streptococcus parauberis ) ( 14 - m04)
237 ) P ARE PR e L YR ARRLE RS ) KV16975.pdf 970,000 23,800
ILa) @ PRt 7 | b1 A KV16975 pof
hap i BV Yy HER c HEEERE (BT (HFhwd i AR FR SR SRR E (G A
238 i KV16995pdf | 627,500 | 23,800
Jany bk) BEETIFY (adjovan)) 2. 3 5 2 5 Pad
4 ) b i
239 i 2;7 VA S L PR R e i i (Vibrosk) - o s FLAR R 5 4 4% 4| SVATO0Obpdf | KVITOO0epdf | 514200 | 23800
M
SN ET VAR WRE L YRR ANV | 24
20 [Fayh2-VRAFIFLRARREFEL TS Tﬁ'lﬂi aif s AP - BRI FRAER £ KVI7010b.pdf | 1,012,600 | 23800
(B3
Fv i
SN ET) A e B AL Y R - BB ER A AR 0 AT - R R £ G
241 KV17025p0df | 940,100 | 23,800
ML (BPTT sy bh) AELTIFY (Adiwvant) 7 7 5 3 anead
S e 30 ALY tEnR s |E £5% 2 (Iridovi R E o R S B AATE R
agp |1V FTANRG - S aBEBY Y FIHFPERE |2 M IA 2 (dOVIUS)E S + 7 i o ALK i SVI7050bpdf | KVI7050epdf | 662300 | 23800
AELTIFY Lol Ry
3 ERR 3 e 8 he7 7”?" Wil Y |EMiad )}%4 (Iridovirus) & % & ’ﬂﬁi’.&. )k (Vibriosis) « 4 SV17075.pdf K\V170750.pdf 1,001,900 23,800
FRERRLIECT ST Y A PR RN L LA AR Y
AUETA AR - ,S')t7’}7r/ﬁa R N o s
24 |93k FE BRI E (7T arcy hh) 2 [T PR AR 0D L RRFE - HETRRE ( KV1T077pdf | 1,140,000 | 23800
o ’3&5@%&4@!})%#“&?
EilE77FY
AV RTAN AP K he7 A fil Y E mim"ﬁyr%% (Iridovirus) & % i .4 . 5% ) (Vibriosis). £ g o
25 | FE AR A (BT Y 208y M) B s MR AT SRR & (7 e L 2 (adjuvant) 2 KV17079.pdf 813,600 23,800
t7s %y AR R

5. AAR—FEHEPKEEE Rt B R 20-25 #it> Bific s

LR R4S T G Z BT
EEE

ErhEIHIRE

BEE VT N2 RE)N
S SimE P

TTHREREM > Iy N HFEREEA LS Rl

@Z*ﬁ%ﬁ%% °
6. H A /K F B 48
LGNSR

nZBERETE  EEHSEENR N ZE7E

19

EHUKERERE A

2

EFEZ 1 HE 6 HiEEfT
T ERER - iRk K ERIEE S
A EUEKER

TKES

> AR

5~ KER K
L[E&1E - B SRR R BT E N e & S L I S E e 2~ %




ru SCETHE T 2 LR R EE  KERM R TE SR - B EEEE A
Cml RGeS  WWEBLDACEm G S PR RE Y e S e E BT
WM 7 R HECER S E > B iR B RIS & an i 4 AT /K 2 S5Y)
RN o JK EE R TEEE A S T e - JH M e BB /K iR i s
TheEAEIRI  PKERESEEREES ol EERREESREE
HYBIENEE » BIHSE B RIS SRR e e » W TRE R AT
B R EETEE B 2 B E s EE S 2 AL

7. WP AT B B /K e i B S 50 s » ml oy iR HH PE s e S A [R5 gl BSR4
TR 2RI TGS R AN [E G2 fad 2 [ H TG 7 =0 e iR~ & 5 2 i
A BRI E B AT A S TH i - ZRPISRER A A bt AU R 5
B b - M 2 e G A A ELE (R M4 0 red seabream )
2 (Striped jack) @ BfuEAPE(Malaber grouper) ~ BEFFAHE
(Orange-spotted grouper) K@M H (Genus Seriola) BfE%E » BIFIEERIFH
Tl sl Ry LA - Y e AN 25 b B e e A U7 =R e e 18 DLsR sk
10 (BT =B E TS HE i G EH IR f B H R — R B IRaEsE TR
E Y 60%H - TR AR ER/ACL B S 4090 1 o BR TR R AR
R o rr A HE U Ta B e T RS - HLER SR A AT & A AR -

20



(O SrKEREERESY)E
1. BAVK & e g e Eh)as oy K saliglee s /K s Bl (4fE] 11) -

11~ 7K ) BosoK i Ch) e g s iR s M

2. HAH A B A s 2 7 [ (SPR) slBg R & - /KR s i e (i 2 f K
HHEEEEAS - A8 ARLITERER | B EEEER A E TR E
B - BB AT SOK Rt EOH T OKEER - MKE T A A MEE R T AR - K
IMEREZKER (AN LEK) SR -

3. ool e e B s i PR R/ KBE 1G5 =0 (A lE] 12) - HAERKAe S E RS
Sh[E g B8 7RI ERE > K AR SRR R R R - R
Ui Z SRR INEET T /KR B R B (] > sl BRIl IR v R e B L B i

(BB K BRI > BIVESRFE RS 45 AT HEA (A0 13) -

12 ~ e EaRR G (26 B 500 AFHAEL - AR 200 AFFH#ED)

21




thermal

_ management
device

v/ e

Ozone UV ~ activated
i s H carbon filtration
disinfection dlsmfectlon tank
device devices o
b r'
\ " \ ‘ '\ 2

;

13 ~ HoKEGIEER ~ M3 ROREEHI 240

4. AEHBARINH S kX Bk sBRp s RO /KBS IR fe H iR
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Example of Fish Vaccine Tests

Iridovirus infection/Vibriosis /Lactococcosis /Pseudotuberculosis
(Oil adjuvant) Inactivated Vaccine

1. Safety Test
[Test animals] Yellowltail (B.W. 15-100 g)
[Groups] (DVaccination group; N = 40, @Control group; N = 40
[Vaccination] 0.1mL ip. (1Vaccine or 2PBS)
= check for clinical abnormalities (25°C, 14 days)
On the last day of the safety test, 10 fish each are taken blood and dissected to confirm the lack of notable
abnormalities in the injection site (reaction of injection site is within the acceptable limit).

2. Efficacy Test
2-1. Iridovirus infection
- ELISA titers are measured using serum.
2-2. Vibriosis
= Vibrio agglutination antibody titers are measured using serum.
[Evaluation] The geometric mean of the antibody titers in the vaccination group must be 2 16 x, while that of the
control group must be < 4x.
2-3. Lactococcosis
[Challenge] i.p. challenge with highly virulent Lactococcus garvieae to the fish (15 or more per group) that have
undergone the safety test.
= Survival rates are monitored (25°C, 14 days).
[Evaluation] Provided that 60% or more of the control fish died, the survival rate of the vaccination group must
significantly exceed that of the control group (p<0.05, Fisher’s exact probability test).
2-4. Pseudotuberculosis
i.p. challenge with highly virulent Photobacterium damselae ssp. piscicida to the fish (15 or more per group) that have
undergone the safety test.

3. Sterility Test
The vaccine is inoculated to a medium and tested for the lack of growth of bacteria or fungi.

[l 14 ~ $TRP 5 EUAYE . SNEE . o PRI EEREE RSEETE R & CRIDE MR
A b st koSO R T A

TR R A A HE(Seriola quinqueradiata) » i 7 =0 HERE
RSSO0, ImL > LB FEEUREH] - BfERnGTR T (L& 15) -

& 15 - AERETHN R
3. SJE AT LL FA-100 Rl s Sl on il - ety il LG RE R ERFEAR -
4. ik 2 MEERTUKOR 25 C 2B RER A4 BE 4 X haasln
T H 8 S BRI Z= 4T 3% - BRI n] RERE B S B 5 [ F & A

oL > A AR ENZRER A SR - 14 R esipsmRigET e
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PRIM A E e > B e BB 2R s e R Z 15T (A0l 16) - %
ST R RS i B ISP AR E R inSahfEsy -

Safety tests /

Quarantine < Safety test

y, period ¥ ¥ \
\"‘x\\ :

*Vaccination // Any clinical \
(1Vaccination group | signs ? )
2 Control group \\A"V de“*'r‘f?,/

[Adjuvant Vaccines)

Grading score for local reactions
to injection

(D Adjuvant residues

(2 Local reaction (adhesions)

16 ~ fei 2 2 U T BRa > sl Bndd ik Hia
BEEHE 2B -

5. EVU(E R 2 e alinig 2 w0 EERE T 7 =0 IR E D UR R N A T &
73 RCE R RS R BiRS JTERHEE NI - BEIRE e HE T AR a
I BRSO AS B PRa& JIRRAE - DiAs S ERHE AN ST %% ELISA Hids
HE RO SR EED RS IENES » R HE ITLHEE o BIMEHEKE 2 W5
RGN BEEE D UG T (EAE B HRAF -

6. a AMMHEHEPKE S HEE 720 B A SR iR 4H 1 & 80%LA FARTHR MM R I
BEK - HOREE BRI IRAHE T2 60%0L BIF - eiE i R Hm
R¥HIEH - HEAYETEE RIE SR (Fisher’ s exact test, p<0..05) » H
BRI SRR R RO E BRI E A& 17 ~ 8] 18 -
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Flow Chart

Transfer 30 or more Seriola quingueradiata (Yellowtail) or Seriola purpurascens
(Amberjack) with body weight of 30 g or more to the facility for test

| Quarantine (25°C, 7 days or more)

Day 1 Immunization (0.1 mL, i.p.)
!

Day 12 Preparation of challenge bacteria (0.1 mL in 10 mL of THB)
!

Day 14 Preparation of challenge bacteria

(0.1 mL in 10 mL of THB)

!
Day 15 Safety evaluation, challenge (0.1 mL, i.p.)
1(25°C, 14 days)
Day 29 Potency evaluation

17 ~ o M PESEBR R Mo R A TR

Preparation of challenge bacterial suspensions

(a) Dilute the main culture suspension with PBS to make 10-fold serial
dilutions (from 10™ to 107).

Dilution factor (10" | —1 —2 —3 —4 —5 6, =i

original culture 02 02 02 1 1 02 02

PBS 1.8 18 1.8 9 9 1.8 1.8
’ N

For challenge bacteria ~ For viable cell count
(b) Use suspensions with dilution factors from 10 to 10™ as challenge
bacterial suspensions.

Viable cell count of challenge bacterial suspension

(a) Inoculate 0.1 mL/plate of bacterial suspensions with 10° and 107 dilution
factors onto 2 THA plates each and spread with bacteria spreaders.

(b) Incubate at 25°C for 18 hours.

(c) Count the colonies on each plate and calculate the number of viable cells in

the challenge bacterial suspension based on the dilution factor.

18 ~ o VA MEHERK P o R E SO E
7. % g ERtg U DLOBERERIL (A8 19) 50 S m it 2 IS - Hifl
HIFEMEZ TTEUR4E 45°C ~ 20 srsEpa B (A 20) - Bl @S IR IIF
28 56°C ~ 30 i FRE LR ELRAZ A FTA[E
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19 ~ R LB ER I

Collecting blood {'\

Left standing 25°C for 2 hours

! U

—

Centrifugation at 3,000 rpm for 10 minutes clot

|

Pour the sera into a microtube Labeling with V or C

|

Inactivation the sera by treating at 45°C for 20 minutes

20 ~ FEMRRER ZmETE

8. LMBINES (Vibrio anguillarum PT-213)BFNE e AR - BUHRE
WIEl 21 < PR SEEDURG TIEE BRIEP BRaiE 22 fEH 96 L U BRI TH#R1F -
BEEDUS TV EERHAER - R U7 (IR BB 22 B IR0 nT (e R ket - Hoke
SAFIE AT TR T U7 85 o EEEHE (W 23) © HlE JTA0E 24 0 2R
iR BRI A IR UR - (REL R e eI - S e 2 IR B Iis
TR 16 fELA L > HHGAHA 4 f50AF -
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Preparation of vibrio antigens for the agglutination test

1. Vibrio anguillarum PT-213 (the Japanese strain for the agglutination test) is
cultured onto 1.0% NaCl Trypic Soy Agar plate for 16-24 hrs at 257C.

2. Several colonies are picked up and suspend into a tube containing 30 mL of
PBS.

3. The solution is centrifuged at 6000 rpm for 10 min.

4. The supernatant is discarded and 30 mL of PBS are added in the tube.
5. The solution is centrifuged at 6000 rpm for 10 min.

6. The supernatant is discarded and 30 mL of PBS are added in the tube.
7. The solution is centrifuged at 6000 rpm for 10 min.

8. The supernatant is discarded and 10 mL of PBS are added in the tube.
9. The solution is boiled for 1hr.

10. The concentration of Vibrio antigens is adjusted by using the positive
reference serum (the agglutination antibody titer must 256 or 512 dilution).

21 ~ JIE RS I DUR B TR

Agglutination test as potency test for vibriosis

X2ewwwe e x2048 [BLK

Dispense 25ul/well of sterilized PBS Vi OOOOOOOOOOdO
l i1l 500005600000
Put 25puL each of sample sera in the first well lRelelelelelelelelelele e

Vaccine 1,2, control 1,2, Sigeleleoleleleleleoleolelee)]
samplel, sample2, positive, negative vileoleoleololeleoleoleleo]eolee)]
| ps| OOOOOOOCOOCO0

Nsg OOOOOOOOOOO0O0

2-fold serial dilution to the 11t well
Pipetting up and down 8 times/well

l tip
Put the antigen along

Dispense 25ul/well of the antigen —_—
| B> rre>x2 a wall not to attach to

Caution point !!

the inside
Agitate for about 20 seconds using shaker
Packing and leave the plate to stand at 25°C for 2 hours well

|

Leave the plate at 4°C overnight and judge

22 ~ JlE SRR I EH A

27




23 ~ BHEDURG (BB

Agglutination antibody titer of Yellowtail Vibriosis

2

4 8 |16 | 32 [ 64 | 128 | 256 | 512 | 1024 | 2048 | BLK | titer

V1

)

V2

c1

c2

S1

S2

PS

NS

Complete agglutlnatlon

Titer

@@@@

DD D
DOPOOGO»H
. .QO(‘(“ I I

OGO

OGO
DO

DODODH GG

HODHDOADDdO®

&l 24 ~ JIESEED RS I EHERHE T2

L) 9 B AEN Y — s i e B e rh R S B i T

1. RSP A — e an e B (PR 7o)

VI —MREE e BT R (1) AR & (2) Bt e s (3) A ESHFE S -

(1)HEEEE: B HEZ —REV AR AR EER SR E TR
FhpR R SRS T AIRE 7 AT FH R A an PR A SR AT 2 - H
AR R P R PR S FITRE S ¢ AR ~ EE At RS By - EEARRTEERL - A
B~ e MRES BB E AR TR ER - {OEEES
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f&1% > BIATHURET gl i R A

(2) Emitgidbe: HARNREZEHGIE - B H SRS R E iy B 2ORE
A BUTFTAREE - SOBUT bR BT E MR E e B Al - (ST e LA
s B o AR RTH TR - A - KR EE - AT TR
TR - S NVAL A 55 B b B R0 B B e e A RIS T T T el B
HHEHEE @ %A 4 6S8EERAEEITE (HPLC) ~ 1 &R MHETHEE(GC) ~ 1 5
JERE S B ATE AL (ICP-MS) -

)N EHATERZ : $tETBIYI A — M EE i s AE VBRI (RIGFFMERS 1T GMP ~ GLP
ke GCP &% > H NVAL SR ATk E B 2 H A A 817 A S8 BS e T &
TZERS > ERIREREY 10~15 R/ 4F

2. PR AR e

(1) HAENYIH T E 888 H Ay e ALY 50 (R RN ERBVIH bl
SAHEEVISNE B ~ LRaalTiaE - NP EEERRESY) - HE—EmN
PRSI S  SAR T 2 B iels o R AR ER R > A1
RetpBEANMERSE - EARPFERGRER D ROBFEE THE
AR > HE—REIH SRR RS > IR -

(2) Emitg > BAE M SR SRR B 2 T I 2 il B - (HEIERTA EE A
EHETE A U Z AR BRI - SO 2 T B SR mn ety - A TE o — MM -

Bo

v
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B~ PARHEE S T & 1 (Mat suken Pharmaceutical Industry Co.,
LTD)

()i AAREE fn TSR G ERATIN 1957 5 4 H - BESEIRER AT  Ne i
[FEIFERUS RS E R MOKES ZEF ] ot A B EEhn R Y 4L 2
BUE NANE - 1987 FAEBHIGHEITAH AR BIE RN i b e 2 A2 0 1990
6 HEMaHTR A Fl %5 &4y > Hak =5 HEE AT SRR -
1990 - 7 HEUS /K s R L ERZ AL

(=) AHEEHE T

HE
[Hxez | (miwEz |
[€% uEs| [caxns) —(SEES |
m%tE' |§i§t79—|
[ %538 | [FelREE] [kemxz| [aEees | [ ©as |
[wawEz] | BTy | &
24 ~ FANEE S T EEMR g AR RS

(=) HAeEE B EE S - RS ROKEEES -

(1) 58 e £ 2 2 AR RRRL it T 2 2 F e R TR B R R toigins - fi e
& FEPT SR (VNEFH 65-0. 15 #k) ~ FERASERT R AR AR RN E b
(BEINEZ Apx] ~ ApxI1 ~ ApxI11 M E#ESMEZE H (Outer Membrane
Protein ; OMP) ~ F&fHE A E(LE i (MRS 2 BY) ~ FARMAE R EL AR
R EF T KA IR NS (PL/ T HR) 5 -

(2) R R R A A B i (RCLHL ) -

QyKEZEES © o BMMEEEKEEA S by (Lactococcosis
vaccine) ~ thH B AMMHEKEEAE{LIE (5 -haemolytic
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streptococcosis vaccine) ELH FAF#EERE ( 1A - DADEGYE « 8 &
I SRR B R e NS LE i ( 8 -haemolytic
streptococcosis/streptococcus parauberis combined vaccine)Zg o
(P9 Rth IR TS - 5% A SRS m S MR S KA il e » INVE B8
fEiteER e aCHEE - HATE M rEE A BRI R EE S ac bt B AEBkE (1 4Y
- DA EVYE - 8 BIMME#EIKEER &N b - MRS ECE R
B EIREREEEE T » M H A R afd AL H f o &
% 1 2R RR A 5T (8 26) - L B AV B Rs RRE A B (R A (AT U7 » BR—
e A BRI R YA PR E] > BLEE H R R i T N I A ST A 5 A
ARV -

25 ~ EEHAEEFP

26 ~ EEH A ESHIL B (WRTEEATR)
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th ~ OFFEEREH

— ~ KEESE 2 AT AN GREEBIZ AN FEIMIPTREECR ~ IR ERE 7= Bt
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