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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,
Iulini 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,
deparaftinized 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
question

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 iRk IZ D
ANQ)

- The manufacturer and the brand name of the test kit used
(fEH s -EEE LR BTy o7 T R4A)
(A1) "4 A7 v Ri8 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)

GREBROBIEM E B> AT (R FE R R 345505k O E)

(1) BHE & MRITREET O R E ISt > T2, AV U F AT X M7 Lol
EROE (OD) fEIL3.306 TH Y, BEEREDOD v A 7E 0221 Z 8l L7z,
ZOFEFIZ X0 MY T LiE, USDA ORFED HFE T, FIHKEY (initial
reactor) & FAINT=, AU 7 =T INMZEATIIIRIC, PEEVEZETFNE TR D
BNTWD X9, AV PFNEREIK A 2 DO iz 7 = /WIZ ATV RER
L7z, FakBRoOSE171E 3.309 & 3361 D ODETH Y, B v M4 7{H 0217
L7z, D ORRIZE Y MY TV, USDA OFfE D HEET,
FERAMEE (inconclusive) &I ILTZ, o 7 MTIROREBRDO =D,
USDA DENLERE“AFFEFT (NVSL) 121k b7z,

2. Regarding post-ELISA test:
(Y7 ELISA #ERIZHOUT)
- 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 WA & Wl U 7= LABRIC it L 72 ONEBE KL OF OFER (32 H
HICEM LBETHoTmb Db ET) )

([E125) NVSL TiE, B YU 74 V=TNGEFTN S OF U P F )V ORETK & PR S
PR L7z 2 DO/ 7 VD3, NA A4 F > R ELISA Zffi - T S fu7z,
ETOV U ITNANREEED D v M4 TETH S 0219 ZHEiE Lz, RO
OD 1% 3.240, 2 DDk > 7 /LdD OD fEIZ 3.142 & 3.169 Th - /=,
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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) T2/ L 7= st A2 I N T
B OFE KO T ZIZBIT DHERR A DOV T)
Testing methodology/protocol
(EEDO T 7 ha—)L)
Type of anti-body used
(i FH PR D FE)
Result of each test (images, etc.)
(AL R (BBRE) )
(%) NVSL TiTbivichEd s, il dmde (HC) LvzAZrTny
%%f%okoNWL?ﬁbmkﬁIX&yfny%%@E@ﬁﬁ%ﬁkﬁﬁ
? OIE BSE B FEAT I A S, MAFZET TRl 2 S2fi 3 2 720 ic v 7
VNIRRT E T,
T4 1% OIE BENFFERT OB 58 T L, @iE Rk S uauid WFZepr < %
SNDHFR 7R & FEN D, WIBEATIERT N b DR IRITKIAR £ TIiZ
AFTELRAATH D,

4. Regarding the IHC and Western Blot testing conducted by USDA:

(USDA 735 L T % THC LT WB 2D\ TO)
- The protocol ordinarily used by USDA
(USDA 2l FEHi L T\ D71 ha—)L)

(1) HCOTa ha—E, A FT—REERD>T2BlORERINED, [ERK
OFEESR BSE FHIOMIHICEH T 5, HC K ONY AKX 7 ay hOfERRA
HED250D% v N OFHIEIZ- SV TJ Porcario C, Hall SM, Martucci F, Corona C,
Iulini 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. LL 12/~ L 72 DX
EIERKE NG IN O DLETH D,

FRER D 72 DI TBITAL T AR L 10% P MR E AL~ Y O CREE S L, N T 7+
7y 7O L, Sum THEIL, AT A FiZ#E b7z (Fisher
Superfrost Plus, Fisher Scientific, Hampton, NH) , A 7 A RIXZE5FLE S 4,
80°C15 A —T B MiL, I LR THAT 7 0 v Eh, B
T3 —)LHTCHEKAI S AL, ARKITIR S0, RIS, 95%FWEIT 15 43
L. pH 7.5 I U AREMEES T 3 MIYEH (%247 L. %%m¢11 RVt
Shiz, AT7A4 Fi&, pH 6.2 HUFARIE(LFH (DIVA Decloaker RTU from Biocare
Medical,Concord, CA) (Zi& S 4V, PHEMICHIH C& D HuslRiG LiEE

(Biocare Medical) H11Z 30 73fi] 121 C CEMNNIZ, AT A RBRERE THOS
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N, b IR YA (NexES IHC module, Ventana Medical
Systems Inc., Tucson, AZ) % fifi» TG STz, HEWRAICEET 5RO A
7 v Z1IPtK (Anti-Prion Antibody, Clone F99/97.6.1, Ventana Medical Systems)
w572 32 0[] 37 CTOYU T OFE %25 ATz, —IRPUAIL Alkaline
Phosphatase UltraView Red Kit (Ventana Medical Systems Inc.) % f# > T
N, %12, Y1 1X Gill's hematoxylin Cxt b4 s 41, bluing reagent
(Ventana Medlcal Systems Inc.) TROYLENITONT-, 7T rERXADHFRHKITIE
AT A NIFHBROE LR BRI, YEAlZ 2 ~ 3THINA Hdad 5512
Eéhtomf%@bt%\ﬂﬁﬁi%»?»:—wk%vvyﬁ?mmé
. RIZ permanent mounting medium Z W\ CTH/N—H 7 A& bz, B
@:/bm—wiBwﬂﬁﬁmaﬁmB% HIER O L% &,

VX AL Ty METIL, OIEKGRD /A 4 F » Rt TeSeE Western Blot 73
o, BEEE OEMFRIF IV, LFFOESHTITHIH 415 ECL Plus
(GE Healthcare) Z# W\, A7 L A3F ¥ 2 VES Tk 51, Bio-Rad

Vera Doc image analysis system % F|F L /73#T S 417z,

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

(EHPUADTSZ2 & OIE DFEE RAR L A HNIT R L TH B2
2OHDU T AL 7wy MEZIROEE % LT/ 4T v Nt Western Blot
kit Zffi > TiThon Tz « B2 2 —&kHiA (mAB P4, R-Biopharm AG) . —Ik#L
AT, ECL Plus (ZfWTWEHEFED SOV AF U F—B, AT LT,
Bio-Rad Vera Doc image analysis system Z i [l L7 ¥ Z )V 21k L7,

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

(EIEEDY)

(%A L 2D REHAS (R — M) ~OEEOf AR ILIZ S\ T)
Any MBM contained in the milk replacer and compound feed given after birth
(HE#% ORI OB A R~ D P E R N)
Any possibility of MBM contamination
(P BB IR A D ATRENE)
Status of on-site inspection of the feed mills by competent authorities
CEEETIC X 2 S RHROE R R O SEARRE ORDL)
TAY A RMERLE (FDA) RO Y 74+ V=7 ¥4 (CDFA) [T ¥
U > Ik & FAHEE I oN T, ﬁﬁ+amm%%¢w%§%ﬂfALTW\é HAE
FTIZ. 1 0 OERBFEAEA LY 2 B I R R Sk 2 e L Tz 2
&M Eﬁu SNTWD, LorF ) T _Ob\f R A A TR E R O EN
Pl CEMESBAIEE 22 LT\ e 2 & 2 md LTz,
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6. Regarding the animal’s age
(R F DI OV T)
- Documents/bases that confirm the age of the animal
(Y340 H i O e AR L L)
(m1%) fRFESFREOREICES S B FOFRILT 07 » A TH D 2001 4
WZHA L T,

7. Regarding the animal
(HFFICONTO)
- Breed (fhfd)
- Sex (M43
(2 SIS TH D,
- Birth place (Hi4:Hh)
([81%) BSE BGtEALAT A U 74 =T D & — 17 UEE (Tulare County) (ZAZ{E
HEES CHIAE LTz, BISOARNI OV TIAR LTV,
- History of transference of the animal since birth (Hi4=1% OB E)E )
([01%) BEEG AR, YEBMHEILFIT 1 OFmirHFRESL TE LN, D14
B OWTITHEF Th 5,
- The date of death (J£1-H)
([H8) EFREC OV T TH Y | R CELRETETH D,
- Condition of the animal before death (FETZ R 3% DIKEE)
(B1%%) MEZFIMENT D L Do Tc k., KHIE LT,
- Chronology of events from disease manifestation to euthanasia of the animal in
question
CHRZ DO RIED & LEHEFCIT T D #EAE)
(1) HEBBMEAITEAT L, BT 2 K 912 oTc, ENIT KV | NEMITLHIE
SNTc, EFREIZONWT S ORLIERZHEMRET TH Y | HHl CEZ 2t
FTETH D,

8. Regarding the cohort (both birth cohort and progenies):
CYEZAF DRI AESY (N—R aR— MELOEFF) 1220 T)
- Trace-back and trace-forward information
GEBME )
- Handling of these animals (BSE testing, resumption of milking, destroy, slaughter,
etc.)
CUFEAF DDA RO (BSE fidt, ¥EILOMB. 4. L&F) )

10
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([E125) EFIRAE OGS L > T, KEREBE D EMRER (APHIS) & UOF CDFA

IS IR 2 RIS 2BADPE AR . 1HHIRSEE L TWDH Z &,
FAOE S TEEFMLOINICHITE L TWA Z L MR LTz, TOFHFITEE%
MBI LRFE S, TA A TIMDOTZ—2L X (Ames) 128 5 NVSL T BSE O
eSO TN b Zivle, BSEMRARERITEMETE ~7-, #HEZ@E T T, o
EFFIT e o T,
SREFERIZE D . UG ORI R YS  (index dairy) & 285 L TV BR R
% (dairy2) ORBEABEISE LN, BEGIIWST & LRS- EETH
%o W OESESGOF ERALERIEEIZ CDFAIC L > TR T LTV 5, iz
UAT DB STZHENNI2o Tz E D a5 IS 5 72 DI EekBEIR OfF 1
BOE R OREENTON TS, EFEREITMGET TH 5,

9. Regarding the handling of the animal in question:
CHEEAF OB\ ANMZHNT)
- What will be the end-treatment (consequence) of the animal in question?
CURZA DAY 2005 715 (OFRs) 132)
([21%Z) BSEIZ'E S M7z M3 T RGO M 5L Ty STz,

10. Regarding the renderer in question:
(HRE L > &Y o T RIS OV O)
- What are the uses of dead cattle?
GEC ORI ?)
(BI%) Vo2V o7 ST LIS O e & OIER O RS IS S D,

11. The amount of accumulated abnormal prion
(B 7V A RAOEHE)
(BZE) 7V A OFFEIKETHA SN T X OB LT 2 Tz, £o
7 A MIOIEFEAE L —FH L T 5,

12. Status of individual animal identification management at the dairy in question
CU R (23 1 2 AT i BRI D)

([E1%Z) BSERMEAFIT, MEBESHICHTE L TS LW BEXF] (brand) ZIRA L.
JRGRLEROFAEIZ LY . HEiEMAWriE Lz, KERBA YA RAER
(APHIS) M O'CDFAIXY# G MEAICITimE: 2 FRIC 2BHOE TR EBY | 1
JHIZFEFEL CTWAD Z b, R0 b 5 1 FIFMOMIZFTEL TW5D Z & Z iR
L7ce TOFHITEEERNERICZIIESN, TAFUVINOT—LX (Ames)
& HNVSLTBSEDT2b DY 7))L & S iz, BSEMARG RIZEMEZ o7z, 4
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IR BT D B AR B9 2 B ERILIC SO W TOBIME#IT, ATFRFHE
ffksn27259,
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KETO 46518 D4 BHRIRKMAE (BSE) #EFEHICDONT

REFBERMRER

KEBAFN S DIEHR (GFHISHEEH)
- B, 0F7 vy B DEETH S,
-30 y BB E R ELI-. BEDY—RAFRXT, Al
AT I THEZEINT,
- BRANEBEEINTELT. BRELTHRBET S LI
LY (EFBEICHAEINE=HDTIELGZLY),

HEOCKENEIIEEMBSE & LCWb, HATH 8BIH (23 » Hlin) &Y
24 lH (169 » H#n) TIEEM BSE DHER STV 5,

(B&1) INFETOXREIZHIT % BSEDFEARKR

HREAR KREABBA Fin (A#n) ik
2003 12 R TV oM |80 4 At hFr5E
2005 £ 6 A TEHRM | 12F (EE) FER
2006 £ 3 A T [10mUE GfEE) |FEEER

(5% 2) RITOREEFADBAZYE
"4 RAIE 20 4 AtAT RIS NS FEEK
- BEMBRERGL (SRM) (T o 5 Atnh obRE

(5%E3) REEFRICHET IERTLEZTERS~NDEBANE

7 BEHIR
RITORHEETHS 20 NAls) i T30MNAE &L=
BED) R ELE,

4 SRM®OEH
A (RMEZRR<,). EEHRUVEEHIZONT, BITD £
Afsl Mo T30 MMAKEE] ICEELEZED ) R Y FHE,

v LEERZLZR. BEMGEEZEFTFZA TS oICAKDORTIE
[Ex5IEEF=ZED ) XY Z &b,
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