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EUPBSS validation‘ The candidate

* [ts origins...
* Infected herd with Brucella suis biovar 2 isolation
200 mL from 5 infected pigs (individually tested) pooled
* Aliquoted; Freeze-dried (2012)

* Homogeneity checked (2013) -
* 20 # vials tested at two dilutions, e
in duplicates around the 08
estimated cut-off (1/64 — 1/256) 07 a1
e Comparison of OD mean of each 8o ~Median
vial 0s e
* CV between the vials 4.85% - %
5.37% < 10% =
o oD 1,64 I 0oD1/256
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EUPBSS validation

Preliminary testing

Day 1 (08/04/0213) Day 2 (09/04/0213) Day 3 (10/04/0213)
Sample Résultat Résultat Résultat
DO1 | DO2 SIP ceul025)| % DOt DO2 SIP (seuil0.25)| V% DO1 DO2 SIP (seul 0.25)| €Y%
EUPigBSS_1/2 1.58 | 1.63 1.04 P 2.37
EUPIgBSS_1/4 146 | 152 0.97 P 271 Not tested
EUPiIgBSS_1/8 134 | 1.33 0.87 P 0.45
EUPigBSS 1116 | 112 | 1.2 0.76 P 5.19 1.105 1.171 0.72 P 4.09 1.125 1.100 0.72 P 1.58
EUPigBSS_1/32 | 094 | 097 0.62 P 2.33 1.019 0.995 0.64 P 170 0.834 0.864 0.55 P 2.46
(EUPIGBSS 164 | 050 | 063 0.40 P n/a 0.573 0.561 0.36 P n/a 0573 0.573 0.37 P n/a
EUPIgBSS_1/128] 053 | 0.41 0.30 P n/a 0.214 0.251 0.21 N n/a 0.350 0.381 0.24 N n/a
((EUPigBSS 11256 028 | 025 0.17 N n/a 0.194 0.202 0.13 N n/a 0.194 0 0.12 N n/a
EUPigBSS 1/512| 017 | 0.14 0.10 N nfa 0.121 0.140 0.08 N n/a 0 0.08 N n/a
ISaBsS_1/4 067 | 069 0.44 P nfa 0.668 0.669 0.42 P n/ 0.44 P n/a
ISaBsS_1/8 054 | 052 0.34 P n/a 0.601 0.626 0.39 P e 0.37 P n/a
ISaBsS_1/16 040 | 039 0.25 P nfa 0.386 0.427 0.25 |256 o S‘O( 29 0.26 P n/a
ISaBsS_1/32 027 | 025 0.17 N n/a 0.241 0.266 i '\ C 0.270 0.17 N n/a
ISaBsS_1/64 017 | 017 011 N nfa 0.151 Neg i \’N 0‘ | 0153 0.145 0.10 N n/a
Pig_Neg 005 | 005 0.03 N n/a 4 ,\ |6A 5 | s\ab\\ nfa | 0043 0.047 0.03 N n/a
P OS . ee(\ \J\a\s 4t 5%3°C (09/04/0213) Day 2 stored 24 h at 543°C (10/04/0213)
Sample ) be\_\N DO2 SP Re_sultat oV DO1 DO2 S/P Resultat V%
. . \_\Oﬂ (seuil 0.25) (seuil 0,25)
EUPigBSS_1/16 \Ia\’\a 1.239 1.31 0.81 P 4.05 1.229 1.29 0.82 P 3.51
EUPigBSS 1/32 \\\O 0.799 0.93 0.55 P 10.75 0.904 0.85 0.57 p 4.54
((EUPigBSS_1/64 0.662 0.61 0.40 p n/a 0.646 0.63 0.41 p n/a
EUPigBSS 1/128 0.347 0.36 0.22 N n/a 0.327 0.31 0.21 N n/a
((EUPigBSS 1/256 0.224 0.22 0.14 N n/a 0.226 0.21 0.14 N n/a
EUPigBSS_1/512 0.120 0.13 0.08 N n/a 0.132 0.14 0.09 N n/a
Day 1 stored 48h at 5+3°C (10/04/0213)
Sample Résultat
DO1 DO2 SP | ceutozg] V¥
EUPigBSS_1/16 1.186 1.15 0.76 P 2.25
EUPigBSs 1/32 0.953 1.00 0.64 P 3.69
| EUPigBSS 1/64 0647 (.68 0.43 p n/a
EUPigBSS_1/128 0.380 0.35 0.24 N n/a
EUPIgBSS _1/256 0.176 0.18 0.12 N n/a
EUPIigBSS 1/512 — 0.12 014 %}9 M n/a
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EUBSSS validation Objectives

e Set the conditions of standardisation the EUPBSS in
IELISA (pig iELISA)

e |nitially comparison with ISaBsS

— recent changes, 1SaBsS = no longer recognized, neither
distributed
e participating laboratories - test # dilutions of the EU
candidate sera

e |aboratories that still have a vial of 1SaBsS performed the
comparison

e Kits were provided / EURL : I harmonization of test
conditions

T ——— anses l;)
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EUBSSS validation Protocol

*The laboratories were provided with:
v'4 vials of EUPBSS freeze-dried (1 extra)
v'1 iELISA kit Ingezim Brucella Porcino

°[n addition :

v'10 mL of negative porcine serum (dilution)

v'If another kit is used routinely to perform iELISA :
parallel testing

® 3 consecutive days testing

—— ASES .‘_)
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EUBSSS validation

HE N N B

Day 1 EUPBSS Day2
r r Freeze-dried ;
resuspended
in distilled
\[ water
HIERIEBINRIREIR 7 dilutions
. . A L L prepared on
Dilutions Day1
7 dilutions in L LW, SR
negative
serum mim mlm M
H 2l HR | H&
e c c
U X 7 Testing
Testing

iELISA testing
In duplicates : 25 samples +blank; pos.
control; neg. control + diluent (neg.
serum)+internal positive control
=60 wells
J

‘ Dilutions stored at 5+3°C ‘

Intra-vials > homogeneity (3 vials)
Inter-days - stability (3 days at 4°C)

Il I N N

‘ Dilutions stored at 5+3°C

v
EUPBSS
1
v v v
iELISA testing

In duplicates : 25 samples +blank; pos.

control; neg. control + diluent (neg.
serum)+internal positive control
=60 wells

Dilutions stored at 5+3°C

Day 3 Dilutions stored at 5+3°C
v
EUPBSS
|
7 dilutions I I =
prepared on HH — .
Day1 JU Uu U
Je| Uz Uz
v v v
Testing . .
IELISA testing

In duplicates : 25 samples +blank; pos.
control; neg. control + diluent (neg.
serum)+internal positive control
=60 wells

V]
Dilutions stored at 5+3°C ‘

— OS5 :}
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EUBSSS validation

HE N BN B

*Dilutions tested (vial resuspended in 1 mL of distilled water) in duplicates

Volume of standard Total Total
Final serum Vol. of neg required vol.
oo prepared
dilution .. serum (ul) for 3-day
Pre-dilution | Volume (ul) vol. (ul) .
testing (ul)
1/16 no (neat 10 150 160 30
/ ( ) Direct dilution required (serial dilution not
1/32 no (neat) 10 310 320 30
allowed)
1/64 no (neat) 10 630 640 30
1/128 1/64* 20 20 40 30
1/256 1/64* 15 45 60 30
/ / Direct dilution of a pre-dilution allowed
1/512 1/64* 10 70 80 30
1/1024 1/64* 10 150 160 30
Dilution of ISaBsS
Vol. Standard serum (ul) | Vol. of neg Total Total required
Final dilution serum (ul) | prepared | vol. for 3 days-
Pre-dilution | Volume (pl) ) vol. (ul) testing (ul) ?
1/8 no (neat) 10 70 80 30
1/16 no (neat) 10 150 160 30 Direct dilution required (serial dilution
1/304 1/16* 10 180 190 30 not allowed)
1/400 1/16* 10 240 250 30
*Following the supplier instructions
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EUBSSS validation ‘ Organisation

* |nvitation sent during summer 2013, protocol presented
during 2013 WS

e 23 participating laboratories (20 NRLs + OIE network)

* Package sent early September 2013 - pbL:31/10/13

* No trouble during shipment

* Results sent back in due time
* 4 laboratories tested 2 kits in parralel

 9labs tested ISaBsS

E—— ] anses “_)
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EUBSsSS validation ‘ Results

e Validation criteria

e |SaBsS results... but available for few
laboratories, important variability in
the results, reliability of the results ?

e OD blank, C+; C-

* Indexes and interpretation checked

* CV% (OD,;0D,) < 20%

e 18 results not included GOS8 E

DAYl | 1f0/7|3/0/s |&/o/o | 8/ofo

:E.L paY2 | 0f0/8|3/0/s | 8/o/o | 8/ojfo

) paY3 | 1/0/7|4/o/a |&fofo | 8/ojfo

pAY1 | ©fof1|0/0/1(1/0/0 | 1/0/0

g Da¥2 | 0fo/1|0/o/1|1/0/0 | 1/0/0

paY3 | 0fof1|0/o/1|1/0/0 | 1/0/0

Index

1,0

0,9

0,8

0,7

0,6

0,5

0,4

0,3

0,2

0,1

0,0
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EUBSSS validation

Results

EUPBSS Set 1 EUPBSS Set 2 EUPBSS Set 3
DAY 1 | 0f0f24 | o/o/24) ofo/24) 2/0/22 | 23/0/1 | 24/0/0 | 24/0/0| 0f0/24 | 0f0/24 Jof0f24 || 3/0/21 | 23/0/1 || 24/0/0 (| 24/0/0 | 0/0/24 | 0f0/24 )| Of0/24 | 2/0/22 | 23/0/1 | 24/0/0 | 24/0/0
£
-E: DAY 2 | 0fof24 | ofof2a) 1/0/229 1/0/23 | 23/0/1 | 24/0/0 | 24/0f0 | 0f0f24 | 0f0f24 Jofof24 | 2/0/22 | 22/0/2 | 24/0/0 i 24/0/0 | Of0f24 | 0f0f24 | 0f0f24 ) 2/0/22 | 23/0/1 | 24/0/0 | 24/0f0
- DAY 3 | 0fof24 | o/of24) ofo/24] 3/0/21 | 24/0/0 | 24/0/0 | 24/0/0| 0f0/24 | 0f0/24 Jofof24 || 3/0/21 | 23/0/1 || 24/0/0 (| 24/0/0 | 0/0f24 | 0f0/24 | 0f0/24 | 5/0/15 | 23/0/1 | 24/0/0 | 24/0/0
DAY 1 ofofa | ofofa | 1/o/3 ) 1/o0/3 | 2/0/2 | 4fofo | 4/o/o | ofo/a | ofofa § 1/0/3 [ 1/0/3 | 3/0/1 | 4fofo || afofo | ofofa | ofofa | 1/o0/3 || 2/0/2 | 3/0/1 | 4fo/o | afofo
g DAY 2 ofofz | ofof3 § 1/o/2 | 1/o0/2 | 2/o/1 | 3/ofo | 3/o0/0 | ofof3 | ofof3 § 1/0/2 [ 1/0/2 | 2/0/1 | 3fofo || 3/of0 | ofof3 | ofof3 | 1/o0/2 )} 1/0/2 | 2/0/1 | 3fo/0 | 3/o0f0
DAY 3 ofofz | ofof3 § ofo/3 | 2/o/1 | 2/0/1 | 3/ofo | 3/0/0 | Of0/32 | ofof3 § 1/0/2 [ 2/0/1 | 2/0/1 | 3fofo || 3/of0 | ofof3 | ofof3 | 1/o/2 )} 2/o/1 | 2f0/1 | 3f0/0 | 3/0f0
1 home-made kit
with lower OD
CV>20% excluded (n =18)
L EUPBSS Setl EUPBSS Set 2 EUPBSS Set 3
c DAY1 o/of24| ofof2 0,-’03'24| 2f0/22| 22/o0/1{| 24/0/o(| 23/0/0| ofof24| 0fof24) 0f0/23] 3/0/21| 23/0/1) 23/0f0) 24/0/0| 0f0f24| 0f0f24] Of0f24] 2/0/22| 23/0/1) 24/0/0) 22/0/0
gﬂ DAY2 ofof24 0,’0!210,-’0!23' 1/0/23| 23/0/1{| 24/0/0(| 23/0/0| of0f24| of0f24) 0f0/2a] 2/0/22| 22/0/1) 24/0f0) 23/0/0| Of0f24| 0f0f24] 0f0f23] 2/0/22| 22/0/1} 24/0/0) 24/0/0
DAY 3 ofo/24| ofof23] o/o/23] 3/o0/21| 24/o0/off 24/0/0)} 24/0/0| ofof24| ofof24) ofo/23) 3/o0/21| 23/0/1] 24/0/0) 24/0/0| Of0f24| ofo/24) of0/24) 5/0/18| 23/0/1] 24/0/0f 23/0/0)
DAYl ofofa| ofofa] 1/o/3] 1/o/3| 2/o/2|] 4fofol| 4fofo| ofo/a| ofofal 1/0/2] 1/0/3| 3/o/1] 4afofo} afofo] ofofal ofofa] 1/o/3) 2/o/2| 3fo/i] afo/of afofo
g DAY 2 ofofz| ofof3] 1/o/2] 1/o/2| 2/of1j] 3/ofolj 3/ofo| ofof3| ofof3] 1/0/2] 1/0/2| 1/0/1] 3fofo} 3/ofo] ofof3| ofof3] 1/o0/2) 1/o/2| 1fo/i] 2fo/of 3/o/o
DAY 3 ofofz| ofof3] ofo/3] =2/o/1| 2/of/1f] 3/ofo|} 3/ofo| ofo/3| ofof3] 1/0/2] 2/0/1| 2z2/o/1] 2fofo} 3/ofo] ofof3| ofof3] 1/o/2) 2/of1| 2/o/1] 3/fo/of 2/o0/o
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EUBSSS validation

Index (mean) obtained by the participants for each dilution (whatever the testing-day, exc. CV> 20%)

1,0

0,9

BT

0,7

I—I—I
L ¥ ]

06 * Positive results at 1/64
£os i H * Negative results at 1/512
04 e Consistent with EURL results
0,3 [J
0,2 _E [_] é

0,0

T
o v D b © " ™
N\’\- ,»\'b '\,\b \,;\. \,.:o \(,_;» \9"
S A M S S G
o 2 o & ] 2] 3
F &

Dilution
H NN E
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Results

r each dilution & each testing day (exc. CV> 20%)

EUBSsSS validation ¥

N N N

1

1,0
“ﬂﬂ ' .« °*No significative difference between
| H H H \ testing days
0,6 ] 0,6
§ - H H *No significative difference between
04 ‘ T ﬁ} 0.4 the Via|S
ut-o . T
0,2 i i %] <H 0,2
0,0 T T T T T T T T T T T T T T T T 0
_\v”\f'v“’\i)”\fv“’\ﬁ:w"’\%:@”\riv\’\if\i”\bb!»\\’{bb\\’#’,x\\:&,@@b,»\’f’b:»\":’Q’:»\QW»\&»\%{\@Z@;”&V
FFFFFFFFF Qv*\’oémoﬁ»‘"’ QV*N’Q\‘»@Q\*Q’Qéxoéwoéﬂ’q‘;\“;o‘;\"fgg”'
Dilution sérum - - 7 anses ;)
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EUBSSS validation Results

Proposed IELISA (pig iELISA) cut-off for
EUPBSS

e Pos. At 1/64
* In between : P/N/D
* Neg. at 1/512

: anses :}
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LS

European Brucella ovis Standard Serum
(EUBOSS)
IELISA & CFT B. ovis

validation Ring-Trial

s
o { R P
0'{‘?\:% b
. ) -,
Y

.-

EU Reference Laboratory for Brucellosis
ANSES - Maisons-Alfort, France
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EUBOSS validation @; The candidate
.

* [ts origins...
* Infected herd with Brucella ovis isolation
e 1L from 3 infected sheep (individually tested) pooled

* Aliquoted; freeze-dried (2012);

* Homogeneity checked (2013)

e 20 # vials tested at two dilutions, in %
duplicates around the estimated cut-

off (1/16 - 1/64)

 Comparison of OD mean of each vial

* CV between the vials 5.30% & 7.93%

<10% : %

oD1/16 oD1/64

7th Workshop of the EU Brucellosis NRLs — Berlin, Germany — September 8-9, 2014
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EUBOSS validation @ The candidate

N N N I S = = =

Preliminary testing

Day 1 (08/04/0213) Day 2 (09/04/0213) Day 3(10/04/0213)
Sample o Résultat (seuil | Résultat (seuil N Résultat Résultat oy |Résultat (seuil 30| Résultat (seuil
DOt | D02 | DO} |55 e @y %) | 10 % 60%) | CV% | DO30% | DOGO% Do1 D02 DO (%) |(seuil 30 % -|(seuil 10 % -| CV% DO30% | DOE0% | DOt D02 DO (%) % - 60 %) 10 % - 50 %) Cv% DO30% | DO60%
|SaBoS 1/8 2203 [ 2479 | 21334 p ) 533 | 0393 3 363 2 643 202 16 p P 7,92 0.229 0807 | 2310 2983 206 41 p p 1461 0242 | 0500
& i = i &= = A
|SaBoS 1/32 1069 | 1189 [ 9927 p P 752 | 0393 1174 1250 9397 P P 445 0.229 0307 | 1287 1101 93 04 p p 11,03 0.242 | 0300
6 2l 183 1 48 = i 2 e £ | L.S6E |
1SaBoS_1/64 0533 | 0710 | 5153 D P 2013 | 0.393 0662 0747 5144 D P 845 0.429 0.807 | 0785 0.744 5705 D P 3.76 0442 | 0.800
ISaBoS_1/128 0350 | 0403 | 2846 N D n/a | 0393 0.401 0.422 26.87 N D n/a 0.a39 0.501 0.472 3376 D D n/a 0442 | 0.800
|SaBoS_1/256 0215 | 0237 | 1430 N D njs | 0393 1217 0237 1147 N 0 n/a 0.429 0286 0264 16,02 N ) n/a 0442 | 0.800
l [SaBos 1/612 0143 | 0164 | 747 N N nja | 0.393 0155 0160 5 62 N N n/a 0.429 0178 0-190 542 N N n/a 0442 | 0.800
Ml 2 L x 2 i 1= 2500 |
Ovin_Neg 0.078 | 0.084 |  0.68 N N nfa | 0.393 0.100 0.102 0.85 N N n/a 0.449 0.109 0.325 11.18 N D n/a 0442 | 0.300
Day 3 (10/04/0213)
Sample Résultat (seuil 30| Résultat (seuil
Do1 DO2 DO (%) wosno) | 0% s | V% DO30% | DO 60%
|SaBoS -20°C_1/8 2642 P P 0.442 | 0.800
2 -
AD05 20 1152 1257 2 = 0.442 | 0.300
= Lot
[SaBos -20°C_1/64 0765 D P 0442 | 0.800
1SaBoS -20°C_1/128 0.486 D D 0442 | 0.800
[SaBoS -20°C_1/256 0273 N ) 0442 | 0800
44 S00_
0S _20°C 1/512 018 W N gaa2 | o200 |
Day 1 (08/04/0213) Day 2 (09/04/0213) D2y 3(10/04/0213)
Sample Résultat (seuil | Résultat (seuil Résultat Résultat (seuil 30| Résultat (seuil
Dot | Doz | DO |4 %75(0 W | 10 %75(0 o | Cv | Do30% (seuil 30 % | (20 6) °%7E(U o | 0 E(U | o DO30% | DO 60%
EUBovisBSS_1/2 2838 | 2080 | 26677 P P 3.45 | 0.393 .
EUBovisBSS_1/4 2197 | 2513 | 21465 P P 949 | 0393 N\N\E\V - Ll 211.36 P P 6.27 0442 | 0.800
SS 18 1305 | o809 ] 13300 p p 1810 | 0393 . \0 -5 \ \\\\\ 157 42 p p 633 9242 .00 |
9433 P P 2220 020z P4 ‘aD J 10929 P 3 235 gasz | ozo0 |
EUBovisBSS_1/32 0567 | 0791 | 5642 D P 2455 0.393 \c | s \ 7207 P P 14.18 0442 | 0800
EUBovisBSS_1/64 0322 [ 0364 | 2530 N D nfa | 0 \t=4 D n/a 3347 D D n/a 0.442 0.800
EUBovisBSS_1/128 0196 | 0226 | 1290 N D n/a N D n/a 14.65 N D n/a 0442 | 0.800
EUBovisBSS 1/256 014 | o172 | 07 N a N N n/s 504 N N n/a 0442 | 0.800
EUBovisBSS 1/612 0007 | 0112 | 290 ] ] | nfs | | o 0.133 N N n/s 383 N N n/a 0442 | 0.800
L =L 2
el
(\a Day 1 stored 24 h at 5+3°C (09/04/0213) Day 2 stored 24 h at 5+3°C (10/04/0213)
Sample a Résultat Résultat R .
P O o1 DO2 DO (%) |(seuil 30 % -|(seuil 10% | cvas DO30% | Dos0% | DO1 o2 DO (%) P‘ES,;"?‘EE,S,E;;‘ 0 Fif;“?ts[u"‘ﬁ/“;' v DO30% | DO 60%
60 %) 50 %) ¢ ° ° °
EUBovisBSS_1/4 2532 2631 208 74 P P 2.73 0.429 0.807
EUBovisBSS 1/8 1,829 1982 152.08 P P 567 0.a29 0.807 | 1917 1,800 148.72 P p 4.45 0442 | 0.800
be 20 2 22 2.
l EUBovisBSS 1/16 1300 1397 105 20 P P .85 0.429 0.307 | 1278 1216 97 47 p p 3.51 0.442 | 0.300 |
Sl 2 £ Lo LAk 2 L.E0E |
EUBovisBSS_1/32 0798 03807 59 66 D P 0.78 0.429 0.807 | 0815 0748 5847 D P 6.14 0442 | 0.800
EUBovisBSS_1/64 0.409 0.453 2851 N D n/a 0.449 0807 | 0407 0.469 29.66 N D n/a 0442 | 0.800
EUBovisBSS_1/128 0221 0270 1299 N D nfa 0.429 0.807 | 0248 0240 1340 N D n/a 0442 | 0.800
EUBovisBSS_1/256 0.160 0173 5.32 N N n/a 0.439 0.807 | 0202 0.200 9.80 N N n/a 0442 | 0.800
= =
[EUBovisBas 11512 0130 0135 348 il il 5 0.449
Day 1stored 48 h at 5+3°C (10/04/0213)
Sampl ; ;
ampe Do1 D2 D0 (%) RES,;;‘?'EE,E::;‘ 30 F:ZE;:‘?IS[;;:‘;' oV D030% | DO 60%
EUBovisBSS_1/4
EUBovisBSS 1/8 1383 1793 147.03 P p 345 0242 | 0300
& 147 = £in | LSBE
EUBovisBSS 1/16 1198 1924 34 50 p p 1.51 o243 | 0.500 |
EUBovisBSS_1/32 0.826 0.711 57.42 D P 10.56 0442 | 0.800
164 0.3% 0.452 28.54 N D n/a 0442 | 0.800
EUBovisBSS_1/128 0246 0262 1427 N D n/a 0442 | 0.800
2 = Leu
[ EUBovisBSS 17256 0.165 0.172 7.09 N N n/a 0442 | 0.800 '
2= e = L.o00 )
EUBovisBSS_1/612
E EE N N = = A ]| = L= R Y
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EUBOSS validation @; Objectives
"

e Set the conditions of standardisation the EUB0SS in iELISA
(B. ovis iELISA)

e |n comparison with ISaBoS (limited availability, one vial diluted
1/8)

e participating laboratories - test # dilutions of the EU
candidate sera in parallel with 1SaBoSS

e Kits were provided / EURL : ™ harmonization of test
conditions

—— ANSES5 .}
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EUBOSS validation @‘“ Protocol
Ix

*The laboratories were provided with:
v'4 vials of EUBOSS freeze-dried (1 extra)
v'1 vial of 500pl diluted ISaBoS (1/8)

v'An iELISA kit Idexx Brucella ovis

°[n addition :

v'10 mL of negative ovine serum (dilution)

v'If another kit is used routinely to perform iELISA :
parallel testing
v'If B. ovis CFT is performed : parallel testing

® 3 consecutive days testing

—— ANSES5 .}
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EUBOSS validation @ *\

Day 1 ‘

EUBOSS

ISaBoS

Freeze-dried ;
resuspended
in distilled
water

Dilutions H ﬁ
7 dilutions in L AR LU Hj '4dilutio'ns
negative in negative
serum H i — ° serum
m
= S S ?
g g 5 -
2llH& ¢
o e =
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Day 2 ‘ ’ Dilutions stored at 5+3°C ‘
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iELISA testing

In duplicates : 25 samples +blank; pos.
control; neg. control + diluent (neg.
serum)+internal positive control
=60 wells

Dilutions stored at 5+3°C

Intra-vials > homogeneity (3 vials)
Inter-days - stability (3 days at 4°C)
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EUBOSS validation @ZJ Protocol

*Dilutions tested (vial resuspended in 1 mL of distilled water) in duplicates

Volume of standard Total
i Total )
Final serum Vol. of neg required vol.
— prepared
dilution Pre-dilution | Volume (pl) serum (ul) vol. (pl) for 3-day
- = testing (ul)
1/8 No (neat) 10 70 80 30
1/16 No (neat) 10 150 160 30 Direct dilution required (serial dilution not
1/32 No (neat) 10 310 320 30 allowed)
1/64 No (neat) 10 630 640 30
1/128 1/64* 20 20 40 30
1/256 1/64* 15 45 60 30 Direct dilution of a pre-dilution allowed
1/512 1/64* 10 70 80 30
Vol. of )
. . Vol. of neg Total Total required
Dilution to i o diluted (1/8)
Final dilution serum (ul) | prepared | vol. for 3 days-
perform standard .
@ vol. (ul) testing (ul) ?
serum (pl)
1/2 1/16 25 25 50 30
1/4 1/32 15 45 60 30 Direct dilution required (serial
1/8 1/64 10 70 80 30 dilution not allowed)
1/64 1/512 10 630 640 30
L] L] L] L]
- Following the supplier instructions
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EUBOSS validation @; Organisation
@

Invitation sent during summer 2013, protocol presented
during 2013 WS

e 21 participating laboratories (19 NRLs + OIE network)

Package sent early September 2013 - pbt: 31/10/13

* No trouble during shipment

e 1 lab had dilution troubles - parcel sent again

Results sent back in due time
1 laboratories tested 2 kits in parralel

13 labs tested B. ovis CFT in parralel
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EUBOSS validation @ Results
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e \Validation criteria

ISaBoS results (consistence between participants)

* 3 labs were not included because of important Se discrepancies on ISaBosS & EUB0SS

OD blank, C+; C-

Indexes and interpretation checked

CV% (OD,;0D,) < 20%
e 22 results not included

e Interpretation was conducted acc. to EURL’s recommandations (Praud et al. 2012)

Praud et al. BMC Veterinary Research 2012, 8:68

C u t Off: 3 O - 6 O % http://www.biomedcentral.com/1746-6148/8/68 Gl;l\c

Veterinary Research

(Supplier 10-50%)

Assessment of the diagnostic sensitivity and
specificity of an indirect ELISA kit for the
diagnosis of Brucella ovis infection in rams

Anne Praud’, Jean-Luc Champion?, Yannick Corde®, Antoine Drapeau?, Laurence Meyer* and Bruno Garin-Bastuji®”
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EUBOSS validation
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Results

EUBOSS Set 1 EUBOSS Set 2 EUBOSS Set 3 153BOS
1/8 | 1/16 | 1/32 | 1/e4 |1/128 J1/256 f1/512| 1/8 | 1/16 | 1/32 | 1/64 | 1/128 | 1/256 | 1/512| 1/8 r1,»‘15 1/32 [ 1/6a [ 1/128) 1/256 | 1/512 [ 116 | 1732 | 1/6a || 1/512
iExx__|pav1 | ofof2a ofof2a] o/s/12| 5/14/2 [18/2/1|20/1/0 J21/0/0] 1/0/20] 0f0/21] 0/7/14 [ 8/12/1 | 21/0/0] 21/0/0) 21/0/0 | 0fo/21l 0fof2a] o/8/13 | 7/13/1 [15/1/1) 20/0/1) 21/0/0| 0f0f21] 0/0/21] 1/13/7] 21/0/
ioexx_ [pav2 | ofof2a] o/1/20f o/7/14( s/11/2 [17/3/119/2/0 f21/0/0] 1/0720) 0f0f21] 1/2/186 | 5715/1 [19/2/0[ 20/1/0) 21/0/0] 0fof2a)] 0/1/20f 0/8/13] a715/2 [18/2/10 1971/1] 21/0/0] 0f0f2a] 0/1/20] 1/23/7 20/1/0]
ioexx  |pava [ ofof21f ofof2a] o/9/12 [10/10/1[19/1/1]20/1/0 |21/0/0] 1/0/20] 0/1/20] 0/9712| 8/13/0 [ 20/1/0] 21/0/0] 21/0/0] 0fof2all 0/2/19] 1/11/9| 8/13/0 [19/1/1] 20/0/1] 21/0/0] 1/0/20] 0/1/20] 0/16/5] 21/0/0)
other  |DAY1 | ofe/1§ ofo/1) 1/0/0 [ 1/0/0 | 1/0/0 | 1/0/0 | 1/0/o | o/o/1 | o/1/o | 1/0/0 | 1/0/0 | 1fo/o | 1/o/o | 1/ofo | o/o/1f o/1/0f 1/o/o | 1/ofo | 1/o0/o) 1/o/o | 1/o/o | ofo/1 | ofo/1 ) 1/0/of| 1/0/0
other |[DAY2 | 0fo/1) ofo/1) o/1/0 | 1/o0/o | 1/0/0 | 1/0/0 | 1/0/o | o/o/1 | ofo/1 | 1/0/0 | 1/0/0 | 1/o/o | 1/o/o | 1/o/o | o/o/1f ofo/1) 1/o/o | 1/ofo | 1/0/o) 1/o/o | 1/o/o | ofo/1 | ofo/1 ) 1/0/0)| 1/0/0
other |DAY3 | 0fo/1) ofo/1] o/1/0 | 1/o/o | 1/0/0 | 1/0/0 | 1/o/o | o/o/1 | ofo/1 | 1/o/o | 1/0/o | 1/ojo | 1/o/o | 1/o/o | o/o/if ofo/1) 1/o/o | 1/ofo | 1/o/o) 1/o/o | 1/o/o | ofo/1 | ofo/1 ) 1/0/o)| 1/o/0
NO improvement of concordance
| |
CV>20% excluded (n =22)
EUBOSS Set 1 EUBOSS Set 2 EUBOSS Set 3 153BOS
1/8 | 1/16 | 1/32 | 1/64 |1/128 §1/256 f1/512]| 1/8 | 1/16 | 1/32 | 1/64 | 1/128 § 1/256 | 1/512| 1/8 | 1/16 § 1/32 | 1/64 |1/128 ) 1/256 | 1/512 | 1/16 § 1/32 | 1/64 | 1/512
IDEXX |DAY1 |0f0/21§ 0/0/21) o/9/12( 5/14/2 [16/2/1 | 20/0/0 J19/0/0| 0/0/20) 0/0/19] 0/7/14 | 8/12/1 | 18/0/0 | 18/0/0 §21/0/0| 0/0/21) 0/0/21 0/7/12 | 7/13/1|19/1/1] 20/0/1 | 20/0/0| 0/0/21 § 0/0/21 § 1/12/7] 20/0/0
ibexx_ |pav2 | ofo/21] o/a/20] o/7/14[ 7/11/2 [16/2/1]19/2/0 |20/0/0] 1/0/20} 0/o/20] 1/a/16 | 5/15/1 [ 17/2/0 | 19/1/0 | 21/0/0] 0fof20] o/1/20] 0/8/13 | a/15/2 [18/2/1] 19/1/1 | 21/0/0] 0fof21 f 0/1/20 [ 1/12/7] 18/1/0)
iexx  |pay3 | ofof2a] ojof2a] o/s/12 [10/10/1[18/1/1 | 20/1/0 f21/0/0] 1/0720] 0/1/20] 0/9/12 | 8713/0 [ 18/1/0 f20/070 | 21/0/0] 0f0f21] 0/2/15] 1/11/3] 7/13/0 [18/1/1] 1970/1 | 21/0/0] 1/0720J 071720 0/16/5) 21/0/0)
Other |DAY1 | 0fo/1§ ofo/1) 1/0/0 [ 1/o0/0 | 1/0/0 | 1/0/0 | 1/0/o | o/o/1 | o/1/o | 1/0/0 | 1/0/0 | 1/o/o || 1/o/o | 1/0/0 | o/o/1§ o/1/0 | 1/0/o | 1/ofo | 1/0/o | 1/0/0 | 1/o/o | ofo/1 | o/o/1 | 1/0/0 | 1/0/0
other  |DAY2 | 0fe/1§ ofo/1) o/1/0 [ 1/o0/o | 1/0/0 | 1/0/0 | 1/o/o | o/o/1 | ofo/1§ 1/0/0 | 1/0/0 | 1fo/o || 1/o/o § 1/0/0 | o/o/1§ ofo/1 | 1/o/o | 1/ofo | 1/0/0 | 1/0/0 | 1/o/0 | ofo/1 | o/o/1 | 1/0/0 ) 1/0/0
other |DAY3 | 0fe/1§ ofo/1) o/1/0 | 1/0/0 | 1/0/0 | 1/0/0 | 1/0/0 | o/o/1 | ofo/1 ) 1/0/0 | 1/0/0 | 1fo/o || 1/o/o | 1/0/0 | o/o/1§ ofo/1 | 1/o/o | 1/ofo | 1/0/0 | 1/0/0 | 1/0/0 | ofo/1 | ofo/1 § 1/0/0 | 1/0/0
1 1 1 1 1 1 1 1
Best concordance
I i
CV>20% excluded (n =22) & 3 labs
v v 7 7 v v v v
EUB0SS Set 1 EUB0SS Set 2 EUBOSS Set3 1 05
1/8 1/16 1/32 1/64 1/128 | 1/256 || 1/512 1/8 1/16 1/32 1/64 1/128 || 1/256 |} 1/512 1/8 1/16 1/32 i1/64 | 1/128 | 1/256 | 1/512 | 1/16 1/32 1/64 1/512
IDEXX |DAY1 0/0/18 §ofo/18 § o/e/12 | 4/12/2 | 14/2/0 || 18f0f0 || 17/0/0 | 0f0/18 § 0fo/16 | 0/5/13 | 6/11/1 | 16/0/0 §16/0/0 [§18/0/0 | O/0f18 § 0/0/18 §0/5/11 | 5/12/1 [ 17/1/0 [ 18/0/0 § 18/0/0 | 0f0/18] of0/18] o/11/6 § 17/0/0
IDEXX |DAY2 | 6fo/18 Jofo/i8 Jl o/6/12 | 6/11/1 | 15/1/0 | 18/0/0 | 17/0/0 | 0/0/18 | 0/o/18 | 0/4/14 | 4/14/0 | 16/1/0 [118/0/0 [J18/0/0 | 0/0/18 | 0/0/18 § 0/7/11 | 2/15/1 [ 17/1/0 [ 18/0/0 || 18/0/0 | o/0/18) o/o/18) o/12/5 | 16/0/0
IDEXX_|DAY3 | 6f0/18 Jofo/18 |l o/7/10 | 8/10/0 [ 17/1/0 | 18/0/0 | 18/0/0 | 0fo/18 | ofo/18 | o/s/10 | 7/11/0 | 17/1/0 [18/0/0 [J18/0/0 | ofo/18 § 0/2/17 § 1/9/8 | &/12/0 [17/1/0 [ 17/0/0 || 18/0/0 | 0fo/18] o/1/17) o/14/4 | 18/0/0
other |DAY1 | ofo/1 § ofo/1 |l 1/0/0 | 1/ofo | 1/ofo | 1/0/o | 1/o/o | ofo/1 | o/1/o | 1/o/o | 1/ofo | 1/ofo | 1/o/o |§ 1/0/o | ofo/a | o/1/0 | 1/o/o | 1/o/o | 1/o/o | 1/ofo || 1/0/o | ofo/1 | ofo/1 | 1/ojo || 1/ojo
other |DAY2 | ofo/1 § ofo/1 || o/1/0 | 1/ofo | 1/ofo | 1/0/o || 1/o/o | ofo/1 | ofo/1 | 1/o/o | 1/o/o | 1/ofo | 1/o/o || 1/0/o | ofo/a | ofo/r § 1/o/o | 1/o/o | 1/0/o | 1/0/o || 1/0/o | ofo/1 | ofo/1 | 1/ojo || 1/o/o
Other |DAY3 | ofo/1 § ofo/1 |l o/1/0 | 1/o/o | 1/ofo | 1/0/o | 1/o/o | ofo/1 | ofo/1 | 1/o/o | 1/ofo | 1/ofo | 1/o/o || 1/0/o | ofo/r | ofo/r | 1/o/o | 1/o/o | 1/o/o | 1/0/o || 1/0/o | ofo/i | ofo/1 | 1/ojo || 1/o/o
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EUBOSS validation @lﬂj Results

Index (mean) obtained by the participants for each dilution (whatever the testing-day, exc. CV> 20%)

*Positive results at 1/16

190

*Negative results at 1/256

eConsistent with EURL results
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EUBOSS validation @ Results

Index (mean) obtained by the participants for each dilution & each testing day (exc. CV> 20%)

[ T 190

150,0

*No significative difference
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EUBOSS validation ;
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Results

CFT results (For information)

2000 Log 10
K 10000 e
2000 *> *
*
7000 + * -
* *
5000 1000 ‘ i i ;
—
2 . : 727 3
‘55000 - - X
E
E..ilﬂl]ﬂ * 100 X X < ’
'?E MR &
3000 +
L ol
= =
2000 T 10
1000 ; g i -
0 i I 1 T T T T ]
0 1 2 3 4 5 0 1 2 3 a .
- & o 3 N e 2
S = 5] " - = 2 4
> > > (%)) [ 8 © n
o > > > 0
< Q
2 &

High titre ranges (>1 dilution) : various protocol, antigens, ... lack of
harmonization
% Need of a validation trial with standardized protocol
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EUBSSS validation @2.5 Results

Proposed IELISA cut-off for EUB0SS

e Pos. at 1/32
* In between : P/N/D
* Neg. at 1/256

Proposed CFT validation trial for EUB0OSS
with standardized protocol
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