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RESPONSE TO QUESTIONS FROM THE JAPANESE MINISTRY OF HEALTH,
LABOR AND WELFARE (MHLW) IN REGARDS TO THE DETECTION OF BOVINE
SPONGIFORM ENCEPHALOPATHY IN THE UNITED STATES

1. Regarding the ELISA test conducted at the California Animal Health and Food
Safety Laboratory:
- The manufacturer and the brand name of the test kit used

Bio-Rad. Bovine Spongiform Encephalopathy Antigen Test Kit, ELISA. TeSeE Short Assay
Protocol.

- The test’s measured value and cut-off value (if multiple tests are implemented, the
value of each test)

Calculations and interpretation followed the manufacturer’s instructions. The original test
sample optical density (OD) value was 3.306, which exceeded the manufacturer’s cut-off value
0.221. This result classified the sample using USDA specific terminology, as an “initial reactor”.
The California laboratory then, as required by standard operating procedures, retested the
original homogenate in two separate wells. The retested homogenate had OD values of 3.309 and
3.361, which exceeded the cut-off value 0.217. These results classified the sample, using the
USDA specific terminology, as “inconclusive”. The sample was then shipped to the USDA
National Veterinary Services Laboratories (NVSL) for further testing.

2. Regarding post-ELISA test:
- The descriptions and results of tests conducted after the first (ELISA) test was
confirmed positive (including the ones done for study/research purposes with positive
results shown).

At NVSL the original homogenate from the California laboratory and two tissue samples from
the obex were tested using the Bio-Rad ELISA. All samples exceeded the manufacturer’s cut-
off value of 0.219. The optical density of the California homogenate was 3.240 and optical
density values for the two tissue samples were 3.142 and 3.169.

3. Regarding the confirmatory tests conducted at the National Veterinary Services
Laboratories (NVSL) and later in U.K. and Canada:
- Testing methodology/protocol
- Type of anti-body used
- Result of each test (images, etc.)

The confirmatory tests performed at NVSL were Immunohistochemistry and Western Blot.
The images of the Western Blot performed at NVSL were shared with the Canadian and U.K.
OIE BSE Reference Laboratories followed later by samples being sent for their own testing.



We will be informed of the specific tests and techniques run by the OIE reference laboratories
once they have completed their testing and provide their reports. It is expected that results from
both reference laboratories will be available by the end of next week.

4. Regarding the IHC and Western Blot testing conducted by USDA:
- The protocol ordinarily used by USDA

Immunohistochemistry

For immunohistochemistry, the protocol follows a recent publication with minor modifications:

Evaluation of two sets of immunohistochemical and Western blot confirmatory methods in
the detection of typical and atypical BSE cases. Porcario C, Hall SM, Martucci F, Corona C,

lulini B, Perazzini AZ, Acutis P, Hamir AN, Loiacono CM, Greenlee JJ, Richt JA, Caramelli M,
Casalone C. BMC Res Notes. 2011 Sep 29;4:376. Listed below is text from the article with the
modifications incorporated.

Tissues selected for examination were fixed in 10% buffered formalin, embedded in paraffin
blocks, sectioned at 5 um and mounted onto charged glass slides (Fisher Superfrost Plus, Fisher
Scientific, Hampton, NH). The slides were air dried, put in an oven for 15 min at 80°C,
deparaffinized in xylene, and rehydrated in graded alcohols, followed by distilled water. They
were then incubated in 95% formic acid for 15 min, followed by three washes (2 min each) in
Tris Buffer pH 7.5 and a 1-min wash in laboratory quality water. The slides were immersed in a
pH 6.2 antigen retrieval solution (DIVA Decloaker RTU from Biocare Medical,Concord, CA)
and placed in a commercially available antigen retrieval device (Biocare Medical,) for 30 min at
121°C. After the slides were allowed to cool to room temperature , they were stained using an
automated immunostainer (NexES IHC module, Ventana Medical Systems Inc., Tucson, AZ),
The first step associated with the autostainer included incubation of sections with the (Anti-Prion
Antibody, Clone F99/97.6.1, Ventana Medical Systems) antibody for 32 min at 37°C. The
primary antibody was detected using the Alkaline Phosphatase UltraView Red Kit (Ventana
Medical Systems Inc.). The sections were subsequently counterstained with Gill's hematoxylin
(Ventana Medical Systems Inc.) and then post-counterstained with bluing reagent (Ventana
Medical Systems Inc.). At the end of the process, the slides were removed from the automated
stainer and dipped in warm tap water with 2-3 drops of liquid dishwashing detergent added.
After washes in tap water, the sections were dehydrated in ethyl alcohol and xylene and then
coverslipped with a permanent mounting medium. Positive controls include known classical, H-
type and L-type BSE brain tissues.

Western Blot

For Western blot testing, the OIE approved Bio-Rad TeSeE Western Blot was used following
manufacturer’s instructions with ECL Plus (GE Healthcare) used for chemiluminescence.
Membranes were digitally photographed and analyzed using the Bio-Rad Vera Doc image
analysis system.

- Please indicate if there is any difference from the OIE-prescribed method, such as
the type of anti-body used, etc.



In addition, a second Western blot was performed using the Bio-Rad Western Blot kit with the
following modifications: a different primary antibody (m AB P4, R-Biopharm AG), secondary
antibody, horseradish peroxidase substrate followed by ECI Plus. Membranes were digitally
photographed using the Bio-Rad Vera Doc image analysis system.

5. Regarding feed given to the animal in question and to its cohort:
- Any MBM contained in the milk replacer and compound feed given after birth
- Any possibility of MBM contamination
- Status of on-site inspection of the feed mills by competent authorities

The Food and Drug Administration (FDA), and the California Department of Food and
Agriculture (CDFA) continue the investigation of feed records at the index dairy, rendering
facility and calf ranch. To date, 10 feed firms have been identified as suppliers for the index
dairy during the time period of interest. At the rendering facility, feed investigators confirmed
that all domestic distribution of meat and bone meal meets federal labeling requirements.

6. Regarding the animal’s age
- Documents/bases that confirm the age of the animal

Based on investigation of farm records, the age of the positive cow was 10 years and 7 months
old; it was born on September 2001.

7. Regarding the animal
- Breed
- Sex
The animal in question was a dairy cow.

- Birth place

The positive BSE cow was born on the index premises, a dairy farm located in Tulare County,
California. The name of the farm is not publicly released.

- History of transference of the animal since birth

After birth on the index farm, the initial positive cow was raised on a calf ranch 10 years ago.
The calf ranch is being investigated.

- The date of death



The epidemiological investigation is ongoing the information will be provided in follow-up
correspondence.

- Condition of the animal before death
The animal was euthanized after it became recumbent.

- Chronology of events from disease manifestation to euthanasia of the animal in
guestion

The positive cow developed lameness, and then became recumbent; the animal was then
humanely euthanatized. Epidemiological investigation is ongoing further information will be
provided in follow-up correspondence.

8. Regarding the cohort (both birth cohort and progenies):
- Trace-back and trace-forward information
- Handling of these animals (BSE testing, resumption of milking, destroy,
slaughter, etc.)

Through its continuing epidemiological investigation, the Animal and Plant Health Inspection
Service (APHIS), in collaboration with the CDFA has identified that one progeny born to the
positive cow in the last 2 years was stillborn, and another has been located on a site in another
state. That animal has been appraised, humanely euthanized, and sampled for BSE at the
National Veterinary Services Laboratories in Ames, lowa. Test results for that animal are
negative for BSE. No birth cohort cattle have been located through the investigation.

A hold order has been placed on all cattle at a second dairy (dairy 2) that is associated with the
dairy of the initial positive cow (also called the index dairy). Both dairies remain under
quarantine. Inventories of both the index dairy and dairy 2 have been completed by CDFA.
Records are still being matched and validated to determine if any at-risk cattle may be present.
The epidemiological investigation is ongoing.

9. Regarding the handling of the animal in question:
- What will be the end-treatment (consequence) of the animal in question?

The carcass of the affected animal was destroyed by the approved disposal method.

10. Regarding the renderer in question:
- What are the uses of dead cattle?

Rendered dead cattle are used for the production of non-ruminant feed, and fertilizers.

11. The amount of accumulated abnormal prion



The amount of agent was above the level of detection of the tests used in the USA. Such tests are
consistent with OIE standards.

12. Status of individual animal identification management at the dairy in question

The BSE positive cow was holding a brand that belongs to the dairy farm in question,
investigation of the farm records determined the information about the animal age. Through the
ongoing investigation, the Animal and Plant Health Inspection Service (APHIS) in collaboration
with the California Department of Food and Agriculture has identified that one progeny born to
the positive cow in the last 2 years was stillborn, and another has been located on a site in
another state. That animal has been appraised, humanely euthanized, and sampled for BSE at the
National Veterinary Services Laboratories in Ames, lowa. Test results for that animal are
negative for BSE. More information about the management status of the farm regarding animal
identification will be provided when available.
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(Attachment)

1. Regarding the ELISA test conducted at the California Animal Health and Food Safety
Laboratory:

(California Animal Health and Food Safety Laboratory C{7#>417= ELISA kB IZD

W)

(Im%)

(Im%)

The manufacturer and the brand name of the test kit used
(fEH S -G ER LR By hOT 70 R4)
A AT v F#8L Bovine Spongiform Encephalopathy Antigen Test Kit, ELISA.
TeSeE Short Protocol.

The test’s measured value and cut-off value (if multiple tests are implemented, the
value of each test)

GREROWEME L A1 > AT (FEEIE] SRR XA 58RO fiE)
R & AU TRLEREE O A EICE -T2, AV VAT A Mol
EWSE (OD) fEIL3.306 TH Y, HEH(E DN v A 7E 0.221 Z i L7,
ZOFERIZ IV YLV L, USDA OFEED HFET, #WIIIG (initial
reactor) & ¥EIMNTZ, AV 7 A= T MBFZERTIZKIC, EHEEEFIE TR D
LNTWD X DIZ, TV DT IVEREIKZ 2 DDV U = WIZ AFUEAER
L7z, FRBROEEINIE 3.309 & 3361 D ODETH Y, v b4 71E 0.217
M L7c, D ORERICE YD MY 7 LiX, USDA OFRFED HFET,
fER AT (inconclusive) L FES LTz, Yo 7 NITIRODEREBED =012,
USDA D ENZEREFHFFEAT (NVSL) (25 b7,

2. Regarding post-ELISA test:

(EIEZY)

(R ELISA #ERIZ DU T)
The descriptions and results of tests conducted after the first (ELISA) test was

confirmed positive (including the ones done for study/research purposes with positive
results shown).

(1 IR G & T L 7= LABRIC il L 72 EONE R OV OfE R (7R

MCEMmLIGETH- T2 DL ETe) )
NVSL Tid. B U 7 v =T e 6 DA U P /v ORI & FIEAL 6
BELLTZ 2 SOMERY > 7N, A 4T v KELISA Zffi» TiREBr s 7=,
ETOYV U TNUNEEEREEZEDO N » NA T TH D 0.219 Z i L=, BEIERO
OD filZ 3.240. 2 > DAk > 7 /LD OD fEl% 3.142 & 3.169 THh - 7~
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3. Regarding the confirmatory tests conducted at the National Veterinary Services
Laboratories (NVSL) and later in U.K. and Canada:

(National Veterinary Services Laboratories (NVSL) T3 U 7= @48 A3 NS & D
#OFE K O T X2 BIT DHEBRAEIZ OV )
- Testing methodology/protocol
(ffEEDO 7w fa—)
- Type of anti-body used
(ffs PR O FEER)
- Result of each test (images, etc.)
(FRAIEOM R (BERE) )
([F1%) NVSL TiThiv ot id, ik md (IHC) dvxzxz o 7nmy
METH ST, NVSL Tt/ v = A& 7y MEOBRIIH F 4 & 5
@ OIE BSE B EATIZ AT S hv, MFSERT TRl &4 JEhi 9~ 5 72l 7
IVRRESF ST,
F < 1% OIE BIEMIFEFT OB 72 T L, i Mgk S uiuid, whgep T3
SNDEFR 7R & FEN D%, WBEEATIERT N b DR RITRIAR £ TIiZ
ANFTELHIALTH D,

4. Regarding the IHC and Western Blot testing conducted by USDA.:
(USDA 723 FEfii L T2 IHC XX WB (22 TC)
- The protocol ordinarily used by USDA
(USDA iEH FEfti L T\ 571 ha—)L)

(FI%) IHCO7'm b a—)uiE, ~A FT—REERH S TmE ORI, TTEMK
OEER BSE HHIOMHIZE TS, IHC KON = AKX 7 vy FOffERMRE
HED2o50D% v hOFMIZ-SWTJ Porcario C, Hall SM, Martucci F, Corona C,
lulini B, Perazzini AZ, Acutis P, Hamir AN, Loiacono CM, Greenlee JJ, Richt JA,
Caramelli M, Casalone C. BMC Res Notes. 2011 Sep 29;4:376. LA FIZ/R L7z DX,
EENKMENTZGHLNDDOLETH D,

FRBR D72 O BTN T AR 10% P R E A L~ U O CTRIE S L, 2N 7 o
y7ay 7 IZEM L, 5um TEYIL, AT A NIZHEE LN (Fisher
Superfrost Plus, Fisher Scientific, Hampton, NH) , A7 A RIXZEXFa# S i,
80°C15 il A— 7 @i, F LT YT 7 ¢ &0, (ARSI
T a— /LTS AL, AEKICR SN, RIT, 95%F eI 15 7y i
L, pH 7.5 &V AFRER T T 3EBESF (Fx257) L. EBKPTLoWE
SNTc, AT7A4 RiX, pH 6.2 HulstlikiE kAl (DIVA Decloaker RTU from Biocare
Medical,Concord, CA) |Z{2 & 41, PAFERNICHIH T & 2 HiRltiE b IEE

(Biocare Medical) 72 30 23] 121°C CE Nz, AT A RARIEE THRE
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iz, o iX BB (NexES IHC module, Ventana Medical
Systems Inc., Tucson, AZ) Zffi-> CYefa S iLiz, HEGEAICEET D RPID A
7 v Z13Bufk (Anti-Prion Antibody, Clone F99/97.6.1, Ventana Medical Systems)
> 72 32 53] STCTOYI/ OFfE Z & ATV e, —IRHLAIE Alkaline
Phosphatase UltraView Red Kit (Ventana Medical Systems Inc.) %> T &
Ni=, %I, WA X Gill's hematoxylin Txfbb¥ut X 41, bluing reagent

(Ventana Medical Systems Inc.) TROYENITOINT-, 7 r¥ ADKEITIL,
2T A NIZHEGEMK G R, EHlE 2 ~ 3TINZ b d £55I1C
RENiz, KTHE L%, R ETF AT ra— xRk S
AU, WIZ permanent mounting medium z W T H =T 2 28t Hivlz, B
PE= b m—)Lid BSE A% O dr ) BSE, HIA R VLK Z &,

VX AL Ty METIL, OIEKGRD /A 4 F » Rl TeSeE Western Blot 73
i, SEEE OE B A ALFFEHITITRIH S5 ECL Plus

(GE Healthcare) ZH\\ =, AL 7 L 3T ¥ & V% CH 541, Bio-Rad
Vera Doc image analysis system % | L3#r X4 7-,

Please indicate if there is any difference from the OIE-prescribed method, such as the
type of anti-body used, etc.

(EAHUADOTIEZR &, OIE DFIEL BARD HAHILUT R L TH Bz

2OROUTRAZ T ry METIROER %2 LT/ A 4 F v Nt Western Blot
kit i > TIThN T « £ 5 —W%kHifk (mAB P4, R-Biopharm AG) . k¥t
{KTIX. ECL Plus IZffWTWEEED IO FF v H—E, AT LU,
Bio-Rad Vera Doc image analysis system Z{ ] L7 > # /Ll & #xk H 7=,

. Regarding feed given to the animal in question and to its cohort:

(Gazd & 2 oREHAS (ah— ) ~OfE O ARRILIZ SV T)
Any MBM contained in the milk replacer and compound feed given after birth
(H A% ORAFLE OBLA B~ DB IR AN)
Any possibility of MBM contamination
(P B ¥R A D ATRENE)
Status of on-site inspection of the feed mills by competent authorities
(EHE T2 K 2 SRS s o0 S AR D4R L)
T AU ARBERSR (FDA) KOW Y 74 V=7 B%4 (CDFA) (XL
V> 7k & FARTEHIC OV T, ik H SRR oA 2k L T\ D, BFE
ETIZ, 1 0 OFIBFSHHFEY 3 2 WIS S im0 (TR 2 s L Tz 2
EPHERENTND, L H U THRRICOWT, SERREE XA OEN
i3 CHEMF R RN EE 2w 72 LT e 2 & 2R L7,
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6. Regarding the animal’s age
CHZFOFERRIZ OV T)
- Documents/bases that confirm the age of the animal
(YLD A i O HeBARILE )
([H1%) fRBESREORMEICESE, B FOFERIL 1L 07 » H TH Y, 20014
WZHA LT,

7. Regarding the animal
(YFZF TN TO)
- Breed (%:fd)
- Sex (MEB1)
(A1) YT FETH D,
- Birth place (Hi4:#h)
([91%) BSE BBMEFL I A U 7 4 =T D b w—1 7 UEE (Tulare County) (Z/ZE 3
HEEERY CHA LT, RBIGOARNIOWTIEAR L TR,
- History of transference of the animal since birth (4% OB EERE)
(A1) MRS CHIZER . YEBMEAAIT 1 ORI FAFMEL CECObz, TDOT4F
FBEHZICOWTTHER TH 5,
- The date of death (AET-H)
([EZ) EFRECOWTITMBET TH Y | e CFELZRUETETH D,
- Condition of the animal before death (3£ 1= R M4 i%2FE DR AE
(B) YT T 2 K D IR oTcth, BRI LT,
- Chronology of events from disease manifestation to euthanasia of the animal in
question
CYHRZAFEDOFIED & LEHEFEITE D #EHE)
(1) MBI T L, AT 2 L 912 oTz, ENIC LY NEICZEHIE
Shic, EFHEIZOWT S 6R5HFRZMHEMG T TH Y | R 22t
TETHD,

2

8. Regarding the cohort (both birth cohort and progenies):
(YA OFRFHASY (N—R 3k — MR OPETH) 1220 10)
- Trace-back and trace-forward information
BRI )
- Handling of these animals (BSE testing, resumption of milking, destroy, slaughter,
etc.)
(HZF L O BROI (BSEMA., HAOHBE, Wiy, &5 )
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([F178) 2 Fiia OfkHEIC & - T, KERBESEYEAMRER (APHIS) &1 CDFA

XM EBER I L 2 M 2BEOETEREBY . THEHIIEEL TWDH I L
FAOE S TEIFMLOINIZHITE L TWA Z L 2R LT, T HITEE%
NEPNZEZEFE S, TA A TINDOZ—2 X (Ames) 128 % NVSL T BSE ®
DY 7Nl Sivlc, BSERAERRIIEETE -7, i&z2@ L T, fio
EAFIT e o T,
SRR RIZE D . YRGS ORI Y (index dairy) &R L T FE R
Y% (dairy2) ORBEPBEISE LN, BEGIIMGTE bRHEENT-EETH
Do W DOEESOF SR TLEIEEIZ COFAIC L > TET LTS, il
URAT DB ST FENNRNo T2 E D B L NS 5 72 DIZELekBR OfFH T
HBOE R OREEN TON TS, EFEREIMGET TH 5,

9. Regarding the handling of the animal in question:
CHEZF DB MZ W)
- What will be the end-treatment (consequence) of the animal in question?
CHRZA D IRALBY 72805 715 OFs) 1302)
([a1%) BSE IZ'E S Y% I AR O 515 TSy STz,

10. Regarding the renderer in question:
AN RIS/ 1 AN
What are the uses of dead cattle?
FECH4D izl ?)
(EZ) V&V o7 SR T AR BB LIS O kK OMEEF O BE I ] S 5,

11. The amount of accumulated abnormal prion
(BE7TV A EAOLEE)
(BI1%) 7V A OFEFERBRIKETHHINDSG T X FOBE L~ LTBx T\, 20
T A MIOIEEHEL —F L TW5D,

12. Status of individual animal identification management at the dairy in question
CHRZEIH 31T D (R A8 BE ORI

([B1%) BSEGPEAFIL, HEEEESICHTE L TV D EW O BEEXED (brand) ZfRA L.
EGREROMAEIC LY . AlEWREZBE Lz, KERGEAESEDEERAER
(APHIS) J O'CDFAIZ Y%A I & 2 AEMIC 2 BHOBE TR B 0 | 1
FHITFEFEL TWAH Z &, Ao b 5 1 BIFMOMIZHFIEL TWD Z & 2R
L7, ZDFHITEER NERNCZEEIIL, 74 AT MDOE—2L X (Ames)
I[Z& HNVSLTBSED72b DY 7L & iz, BSEMARE RITEMEE > 72, Y
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[AR]

RSB D EEERNZ BT 2 FER I OV T OBIME#IE, AFRFER
ffksh27259,
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