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1} 6 |&|®ME%E | AFE | ND | ND | - - -
20 1 | B | Bt - ND | ND | ND + +
3] 1 B |t - ND | ND | ND - -
41 11 | X |HAE - ND | ND | ND + +
501 |5 |#iEE | AFE |  ND | ND - -
6| 1 (B |BMMEE | AFHE | ND | ND | ND + -
7| 11 | B |ReyefEfEE | AT | ND | ND | ND - ND
8| 5 | |EMEE | AFZE | ND | ND - - -
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24| 3 (& |AMEE | ATE | - |AFE| ND + ND
251 1 |5 |Bfem$E | AF#S | ND | ND | ND + ND
260 1 |k |#AMHEE | AFE | ND | ND | ND - ND
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RT {Takara RNA PCR kit)
10 mM Tris-HCY, pH 8.3, 50 mM KCJ, 5 mM MgCl2, 1 mM dNTPs
2 1M Primer H3F-7 (5" ACTATCATTIGCTTTGAGCS™)
0.25 pg total RNA from PBMC (by GT method),
16 ng total RNA from CSF, or
1 pg total RNA from autopsy samples
i
95 *C. 1 min — on ice, 5 min
l
1 U/l RNase inhibitor
0.25 Uful RTase
{
42 °C, 45 min
99 °C, 5 min
5°C. 5 min
i
lst PCR
cDNA
10 mM Tris-HCI, pH 8.3, 50 mM KCI, 5§ mM MgCi2, 0.2 mM dNTPs
0.2 WM Primer H3F-7 (5’ACTATCATTGCTTTGAGC3")
0.2 uM Primer H3R-1184(5" ATGGCTGCTTGAGTGCTTS")
0.025 U/ul Taq polymerase (Takara)
1
95 °C, 5 min
Is
94 °C, 1 min
42 °C, 2 min
72 °C, 3 min
i
72 °C, 10 min
{
4°C
13
Nested PCR
1st PCR 1 ml
10 mM Trds-HCH, pH 8.3, 50 mM KCl, 5 mM MgCI2, 0.2 mM dNTPs
0.2 uM Primer H3-5"'n
(5’GCACACTGATAGATGCTCTATTGGG3 [18-42])
0.2 1M Primer H3-3'n
(5"GGTGCATCTGACCTCATTATTIGAGS {895-8617)
0.025 U/ul Taq polymerase (Takara)
!
95 °C, 5 min
1
94 °C, 1 min
55 °C, | min
72 °C, 2 min
1
72 °C, 10 min
4
4°C

He AR BAT7NIHFoAI
ZHAB{EF DNested RT-PCRIC & 318 H

x 30 cycles

x 30 cycles
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HPEDTANAY ) DETH OB
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