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(Novel diagnostic methods for amyloidosis)
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(Yukio Ando)
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[ Summary ]

Amyloidosis is a disorder of protein metabolism in which normally soluble autologous
proteins are deposited in tissues as abnormal insoluble fibrils, which cause structural
and functional disruptions. They are usually characterized by an intra- and extracellular
deposition of amyloid in various tissues and are classified as localized or systemic
amyloidoses. So far, 18 different amyloid precursor proteins have been discovered.
It has been generally considered that amyloidosis is a rare disease. However, when
we actively suspect amyloidosis in an unknown cause of a disease, more cases may
be diagnosed. To make a diagnosis as an amyloidosis, histopathologic examination
is one of the indispensable methods. Recently, (trans, trans) -1-bromo-2, 5-bis-(3-
hydroxycarbonyl-4-hydroxy) styrylbenzene (BSB) has been focused in the recent
attension as a useful tool for histochemical examinations. In this review, we refer to
the possibility as a inhibitory effect of BSB on amyloid formation.
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Biopyrrin EIA Kit

lset 100,000 B433

Anti-Bilirubin Antibody(24G7)
200 pg/200 pl 50,000 A420
1 mg/ml 200,000 A420
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HTSOOODOOOOOOoOoooooooood

Calcium Screening Kit Il
Calcium Custom Screening Kit

gooo

obooooooooooboooooooobooboo
goooooobooobooooobooooobooboooboooon
0 96well, 384well0 000000000 OOOOOO
gooooooooooboooooobo

ogoogoood

Calcium Screening Kit Il (Fura 2, type A)

0 Fura 2-AM 1mgx 10
0 DMSO 2ml x 10
0 Hanks’ HEPES Buffer 10

0 Quenching Buffer A 20

0 Probenecid 10

0 Pluronic F-127 10

0 Cremophor EL 10

* Fluo30 00000000 OFura 2-AMO 0O 0 O O Fluo 3-AM
Imgx 100000000

* type BO O 0O 0 O 0O MQuenching Buffer AD 0 0O O O Quench-
ingBufferBOOO00OOOO0

*J0000000000000000000000000O0

0oooooooooooooooooo0ooooooo Fluo 3-
AMOOO Fura2-AMO 000000000000 DOOODOOO
0 0O O High-Throughput Screening (HTS)D DO OooooO0d
0000 Calcium ScreeningKitO O OOooOoo0OooooooO
00000000000 CPluronic F-1270 0 O Cremophor EL
0O Fluo 3-AMO 0O O Fura 2-AMO 000 O O (DIProbenecid] O
goboooboboooboobobooobooboboboboo
gooopooooboooo
oloooo200000000900000200000000
gpoooo

Jo00o0omeslUiUUiooOoOOol0nDooooooon

100000000000000000000 100 pl/welltm

20 Fluo 3-AMO 00O Fura2-AM 1 mgO 00O DMSO 1miO
ooood

30 Quenching Buffer 100 50 miOO 010x0 Hanks® HEPES
BufferSmOO0000000O00OOOOOPluronic F-127
0 00O Cremophor EL, Probenecid0 000000 0oo0On
100mloooO0O

4, 000 Fluo 3-AMO OO Fura2-AMO DMSOOOOOO
(500 )OO 0 O O OLoading Buffer 0 0 ODMSOO O 1 ml
OO0500ux 2000000000000000000O00O
DMSOO 50y 00o00ooooooooooorm

50000 100 yl/wellO Loading Buffer0 00003700 10

ooooooooooo
60 FDSSOUOO00I0OD00OU0OOOODOOOOUOOOOD

Otrial versionOD O 00O

000000000000 QuenchingBufferoc 00000000
0 O 0 0O Calcium Screening Kit Il (Fluo 3, trial version) O Cal-
cium Screening Kit Il (Fura 2, trial version) 00000000
0000000000002000 Quenching Buffero 0000
0000000 QuenchingBuffer0000000000O0 Fluo
3D00Fura200000000000000000O000O0O MM
000000000000 00bO0bO0bO0oDODmoboooOoooono
gmooooooooooooooboooboooboooon
0000000000 QuenchingBuffer00000000nn2
000000000000 00000Quenching Bufferd 00
0000000 Quenching Buffer 100 100000009600
000 100000000000

0 Calcium Custom Screening KitO O 0 0 O

0 Calcium ScreeningKit 1D 000000000000 OO0O
000000000000 0000000Calcium Custom
Screening KitD OO ODOOODOOOOOOOOO
goooooooooooooooooooobobooooboobon
0000000000000 Calcium Screening Kit 10 0000
goboooooooooboooboooooobobooboog

0 Calcium Custom Screening Kit0 OO OO0 O0OOO0O00O00O
0000000000000 00000000Calcium Screen-
ing Kit Il (Fluo 3, type B)O O 0 0 0 O O O Quenching Buffer B
0 Cremophor EL 0 0.01 %0 Probenecid 0 10 mmol/l0 0O 0O
00000000 Cal 00000000000 00000000
gobooobooooboooobooobooooooobooboooon
0 0 Quenching Buffer BD O O OO0 00O OO O ProbenecidO
goboooooooooooooomoobooooobobooooon
000000000000000000000000000000
goboooooooooooobooooobooooboooobo
gooooooooooooooomomoooogoogn

Calcium Screening Kit Il (Fura 2, trial version)

1 set gooo CS10
Calcium Screening Kit Il (Fura 2, typeA)
2,000 assays goooo CS11
Calcium Screening Kit Il (Fura 2, typeB)
2,000 assays goooo CS12
Calcium Screening Kit Il (Fluo 3, trial version)
1 set gooo CS13
Calcium Screening Kit Il (Fluo 3, typeA)
2,000 assays goooo CS14
Calcium Screening Kit Il (Fluo 3, typeB)
2,000 assays goooo CS15



[ ]
DOJIN News No.104(2002)

ooogo

Total RNAO OO OO

Get pureRNA Kit 0.000 Total RNADODOODOO
000 RT-PCROODOOOOOOO
oooo Lanel: Marker(gx174/Hinc I1)

oooooboooooobooOoOoooooobobooooooo
000000000 Total RNAODDOODOO
0000000000 00D0oO TotalRNAODODODOODO
O oboooooooooobooog

O RT-PCROCCO0OOOOO0OOODOOOOOOOOODO

Lane2: positive control (353 bp)
Lane3: 0 O HeLa RNAD Runl0O
Lane4: 0 O HeLa RNAO Run20
Primer: Human p-actin

1.2% Agarose gel
gbooooo

O Lysis buffer

0 Precipitation solution |
O Precipitation solution 11
0 DNase

0 DNase dilution buffer

000000000000 00000000000CcDNAD OO ooooooDo
ooooooooooooooobooooooooobooboooooo 0)0D0O0O0O0O Total RNAOO
ORNAODOOOOOODOODOODOOOOOOoOOoOoooooo

OD0O0D0O0OO0O0OO0O0ORNAODOODOODNADODOOOOOOOO 0000000 1x 107cells(D]
oodoooooooooooo ~—500 p | Lysis buffer

0O00O0Total RNADODOOOOOOOOOOOO0O00000 ~—5 11 B -Mercaptoethandll (1 01 01 [ [1]
00000000 Total RNADODODODODOOOOOOOO ~— 100 p | Precipitation solution |
00000000000000RT-PCRODOOOOOOOOO () oo o0UoUm13,000xg0 O 050 U L
0000000000000 00000000000 0oon

Get pureRNAKitO DO OOOO0OOO0O0O0O000O DNaseO ~—000000000000000
00000000000000000000000000000 ([) PooDOOmI3000xgn200m

000000000000 4000000000 Total RNAD 0
00000000000000000000000000000 S ewnooooo
goodoooooobobbooooooooboobbooogooo () 00000000 13,000xg020 O [
000000000000 RNAOOOODDOO
ogoao

~—— 200 p | DNase working solution
000000 ms3roois00m

~— 50 p | Precipitation solution |

O.0TotalRNAL D OODOOOO ~—50 p | Precipitation solution Il
00 [ pgd OD260/280 oo () 000000 13,000xg00 0 050 O [

HelLa (1 x 107 cells) 90 - 150 2.0-2.2 m;j ggggggggggggggggggggu
Balb3T3 (1 x 10’ cells) 90 - 150 2.0-2.2 ~--- gooo
HL60 (1 x 107 cells) 30 - 60 2.0-2.2 ~—000000000000000
Mouse liver (20 mg) 60-75 2022 ([) ©[OD0DOmI3000xg0200 M
Mouse brain (30 mg) 15-25 2.0-2.2
Mouse kidney (30 mg) 40 - 55 2.0-2.2 il Ll 70%0 0 0 000
Mouse heart (30 mg) 7-15 2.0-2.2 () 000000 13,000xg020 O 0
Mouse liver (1.0g) | 3800-4400 2.0-2.2
Mouse brain (1.0 9) 700-1000 2.0-2.2 Total RNA pellet
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bbbt ubuubobudb

000000140110 29000010:150 18:200 00 10:000 oooooo
oooooooooo0ooUooo7oU0O0oOO0OOOOOG- 10 0oo 3000
oooooooo ooooobooocoooooooobooo

oooooooo ooooobooooooooobooOoooooonoo
ooooooooooooboooo

00000000 ooooo0

C0oooooooooooooomogoooooogoooooood
10:30-11:15 oo 0omoooooooooo ooooom
O0000000C00O0000000 a0 -pO0O0O0O0MmM
11:15-12:00 oo 0o0moooooooooob oooooboooboooo
ooooooOoooooOooooOcOo0o@oOoooOoocoOoooooon
12:00-12:45 oo 0o0moooooooooDooo0 ooooooooom
ooooooooocooa
ooooooooooooooooocmoooooooooooooooog
13:45-14:30 Oo00@mooooOooo ooocoooom
ooooooooooooooOoocoooOooODoOnoDOD
ooooooooooOoooooomoa
14:30-15:15 oo 0omoooooooooooooo oooooom
OAAAOODOOO ATPaseO DO OOOOOMDO
15:15-16:00 oo 0o0mooooooooooooo oooooom
oooooooooooooooocoooo
oooooooooooopoooooooooooooooooooon
16:15-17.000 0000 OO0 OOO0OU00O0 D0ODOooOooOooOoom
ooo000o0OoooooOOoOoOopOO00O0OoCOmMOOOOOn
17:00-17:35 00 0o0@Mooo0oooo coooooood
0000000000000 0O000DO(FAP)DODOODOODODODOOOODDOODOOM
17:35-18:10 00 00o@mooocOoooOooooCcO0 oDooooCcoOoOoooom
ooooooooooooooooooooo
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