% 2. Number of appendix samples tested for disease-associated prion protein (PrPCJD) in

England by birth cohorts, gender and area as at July 2011 (Positive/total, rate per million with

95% confidence intervals)*}

Individuals born between 1941 and 1960 Individuals born between 1961 and 1985 Total from
geographic Total including unknown Total including unknown | Poth birth
Female Male Female Male
area gender gender cohorts
North East
and North
West 0/334 1/317 1/860 0/107 0/1176 0/3015 1/3875
South East
Coast and 1/917 0/748 1/2062 0/3026 2/2841 2/7067 3/9129
South West
West
0/109 0/89 0/198 0/318 0/357 0/676 0/874
Midlands
Total 1/1360 111154 2/3120 0/4415 2/4374 2/10758 4/13878%
Rate per
million (95% 641 186 288
confidence (78-2314) (23-671) (79-738)
intervals)

* The Appendix Study is an unlinked anonymous survey coordinated by the Health Protection Agency with

immunohistochemical testing being conducted at two collaborating laboratories: the Department of

Neurodegenerative Diseases at the UCL Institute of Neurology and the Animal Health and Veterinary

Laboratories Agency. Approximately 20,000 samples will be from individuals born between 1961 and 1985

and 10,000 from those born between 1941 and 1960.

t Archived specimens from appendectomies which took place between 2000 and the present day are being

included in the study. The previous IHC screening study of samples taken between 1995 and 1999 gave a

prevalence estimate of 3 in 12,674 tested (237 infections per million population — 95% CI 49-692) [4].

I Using the information collected by the National CJD Research and Surveillance Unit on the 175 vCJD

cases to date, it is possible to conclude that the four appendices found positive in the current survey have

NOT come from known vCJD cases.
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X 3. MEHEESH D VIIHILA 2B Lz~ v 2B iR ERMEREE (HE %462, Bar=100um)
B,C,D,E O¥EBHESICZEREENSED D

A; Saline #f& (#1-1, Control), B; 1% mo-vCID 5 (#2-3), C; 5% mo-vCID Bf& (#2-8)

D; 1% cell-vCID #f& (#3-2), E; 5% cell-vCID #5& (#3-6)
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L, FrEREEOREZENLE TS, 27
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Fig. 1. Schematic diagram of antigens.
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(EREGERLEHEAR] . TREBWERI
B afEst RO TRBEEFHERLZ ZEREZLE
BRI 28T L7z,

C. ifseE R
1. HipS43-hPrP (39-50)-Cys-BCIPE / 7 u—J )L
Pk D e

TR LT A T Y =<3 biEKE

Table 1. #iJ VEIE T U A VEBERFDEBEN

ST
AR
Y .
sk 2TV SUzy ZYZY
517 (537 RIFE
pSP240 x, Y2b 2,941 2,000 15
pSP279 x, Y2b 2,500 294 8.5
pSP289 ¥, v2b 1,111 233 4.8

*1gG 200pg/ml
FMElB, SuT A AW T A TIgGEY B
L. pS43 % F¢ REYITRF T 2 HLikpSpP240,
pSP279 K% U'pSP289 % #7=, HilkDT A VY Z AT
X, 38k & bIgG (x, y2b)7Z o 7= (Table 1),

wiz, VBT Y 4T F R [pS43-hPrP
(39-50)-Cys-MBS-BSA] XX 7 U A v _XTFF K
[hPrP (39-50)-Cys-MBS-BSA]% BEFEHLE & Lz
ELISAC, FifkDReEME% T ~7-(Fig. 2. Table
Do pSP2I9DHFURMD LR (Y VBLT Y A
RTPF ROFLEM/ 7V X7 F K OHEAMm)
1X8.5% /R L, pS43% & LeBEL STt d 2 e Btk
DR bE o7z, pSP28ID LR H4.8 & LLEAY
Ehhol, —H. pSP240ITE W HUAM AR LT
N, FOREITLST, BEMIIE» T,

i
| s 4 //

107 10° 10° 10* 10° 102 10" 107 10* 10° 10* 10° 107 10" 10710°10°10%10° 10710 10°
19G (ng)

fluorescence intencity

Fig. 2. Binding of antibodies to coating
antigen in ELISA. Various concentration of anti-
pS43-hPrP (39-50)-Cys-BCIP antibodies were
incubated with pS43-hPrP (39-50)-Cys-MBS-BSA
(e) or hPrP (39-50)-Cys-MBS-BSA (o) as coating
antigen. A, pSP240; B, pSP279; C, pSP289.

2.4 577y MEIZ L 5pS43-PrPdi H
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(mock)ZFABL., 415/ 7y MEICHWE
(Fig. 3), 17V AV EEEHR6HAZ 7oA
L/ 7'a v bE(Fig. 3A-C., upper panel)id, XI5
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ERHEEBAOPPEICAEY T 5 FER LK,
IR ZPKALEET 5 &, MR TII AN I
429 % A (lane 2), PrPSRRYL TIXPP DN
A1 A3 4L & #1 7= PRALER it 4 0D PrPS° 23 (K45 -1l
\ZNY R#&E7R Lz (lane 3), —7F . HipS43-hPrP
mAbD A L/ 7 1w MEFig. 3A-C., upper panel)
TliX, MBRWOBEEREZTHRE T, 2EAEPPIC
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PR LV 55 < (lane 3). Nl VEHIEES D
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PKALER T3\ R25{E2k L 7= (lanes 2 and 4),
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anti-PrP mAb SR anti-PrP mAb -31 anti-PrP mAb ee® 31
R 215 e .
14.4 -21.5
-66.2 -66.2
AC-15 AC-15 . ; i AC-15 - 45
- - - -
anti-B-actin mAb B> = 45 anti-B-actin mAb .1 anti--actin mAb
-31 ) -31
1 2 3 4 kDa 1 2 3 4 kpDa 1.2 3 4 !élgaz
66.2 e © 66.
- - a2 =
pSP240 pSP279 -45 pSP289 . -45
anti-pS43 hPrP mAb 5 anti-pS43 hPrP mAb 31 anti-pS43 hPrP mAb Pl .
-31 -
215
215
215 -14.4
-66.2 . 662 ™ : -66.2
AC-15 AV o e® 45 ACS o @ 45
anti-B-actin mAp & === -45 anti--actin mAb 31 anti-B-actin mAb o
-31
+ s 3 -+ + + +
proteinase K proteinase K proteinase K
“Mock  prpse “Mock _ Prpss “Mock __ PrPSc
brain brain brain

Fig. 3. Immunoblot analysis of mouse PrP%°. The mock or PrP*® inoculated mouse brain were
prepared. (A) Formation of a protease-resistant form of PrP in mouse brain. Methanol-precipitated brain
lysates (50 ug protein) were treated with proteinase K (50 pg/ml) at for 30 min at 37°C.(lanes 2 and 4) or
left undigested (lanes 1 and 3). All lysates were subjected to immunoblot with the 6H4 (upper panel) or
anti-pS43 hPrP mAbs (A, pSP240; B, pSP 279; C, pSP289).

7V A EARUERHAE Ve A AT
7 v bk T(Fig. 4., upper panel), *}Zf¥(lane 1)
B OPrP> & e it (lane 3)13 — B fR R NELER D

PrPS |z Y 53 F&7R L, PNGase FALEIZ
kDa
1 2 3 4 66.2
Pl
6H4 w 3 -
anti-PrP mAb -n
-21.5
-1 4.4
-66.2
AC-15 -
. . L g -45
anti-B-actin mAb
=31
kDa
allt R
- 45
pSP279
anti-pS43 hPrP mAb -31
-21.5
-14.4
AC-15 -66.2
" e e ep e -45
anti-B-actin mAb
-31
+ -+
PNGase F
Mock Prpsc

brain
Fig. 4. Analysis of deglycosylated forms of
PrP in mouse brain. Brain lysates were
incubated with (lanes 2 and 4) or without (lanes 1
and 3) PNGase F for 180 min. All lysates were
subjected to immunoblot with the 6H4 (upper
panel) or pSP279 (lower panel) antibodies.
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