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Examination of toxic plant analysis methods using sequencing

Shoko Hashiguchi, Tomoya Endo, Yukari Morinaga, Mari Sasaki, Tsuyoshi Hirota

Key word @ # % / 3 poisonous mushroom, ¥ % = & % Omphalotus guepiniformis, PCR. sequence
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HAZE R K 14.24 18.55 Inactivation | 95.0°C| 3min | 1 |95.0°C| 3min 1
10 % Ex Taq Buffer 2 2.5 Denaturation| 95.0 °C | 30 sec 94.0 °C ‘ 30 sec |
dNTP mix 1.6 2 Annealing [ 55.0°C| 60sec 40 [60.0 °C‘ 60sec | 35
77 4~—1@20uM) 0.5 0.625 Extension | 72.0°C | 60 sec 72.0°C | 60 sec
75 4=—220uM) 0.5 0.625 &1 10°C B 1 10°C 1
EX Taq HS (5U/pL) 0.16 0.2
Fv 7L —h 1 0.5
Total 20 25
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RNase free Water 10.0pL Inactivation | 96.0 °C | 15 Sec 1

o X BigDye Sequencing Buffer |3.0uL Denaturation | 96.0 °C | 10 Sec

BigDye Terminator v3.1 2.0uL Annealing 500 °C 5 Sec 25
(Total) (15.0uL) Extension | 60.0 °C | 2 min

1 4 M Primer 3.0uL

$E 8L PCREY (1K) 2.0uL

Total 20.0ul 2 #hib - BRIE

HRHEER BRI 100mg

2mLFa—7J FMEEM 20mg
Buffer AP1 400uL
RNase A 4uL
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65°C. 20~30min 2~ 3[EEL{EEFD

Buffer P3 130uL
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(5min)
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(5min, 12,000rpm)
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(QIAshredder spin column)

RAEViER
(2min, 12,000rpm)
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H5L0—K(650uL)
(DNeasy Mini spin column)

REViEB
(1min, 6,000rpm)

|1 S5fZEBuffer AW1
|

DNeasy Mini spin column
iR 10 4 88 (1min . 6,000rpm)

Buffer AW2 500uL

DNeasy Mini spin column
SR E BB (2min, 12,000rpm

Buffer AW2 500uL

Buffer AE 100uL

ERHE
(5min)

DNeasy Mini spin column
&= (1min ., 6,000rpm)

(3 H)

|Buffer AE 100uL

ERHE
(5min)

DNeasy Mini spin column
E= i (1 min, 6,000rpm)

| HH & (PCR~)
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