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Method of Test for Mushroom- Test of Green-spored Parasol

1 @RAHEE - ey kil AN EI R -

2. KBk T B A B4 R (polymerase chain reaction, PCR) ¥k R Br o R A Ea4d R JE

(real-time polymerase chain reaction, RT-PCR) F /%

21 THEBE  TEFEELE B LB R - RBEATRIE - #% DNA R -

PCR #2#|fE % PCR $ €% BRYELAERLTH  BEILFELE -
PCRRAF z Bl - A EL MIT -

22, #EED

2.2.1.

2.2.2.
2.2.3.
2.24.

2.2.5.
2.2.6.
2.2.7.
2.2.8.
229

2.2.10.
2.2.11.
2.2.12.
2.2.13.
22.14. A
2.2.15.
2.2.16.
2.2.17.
2.2.18.

S AAEER - B K 260nm ~ 280 nm -

wBREASBV ortex mixer) e

AEEHBEEE L DNA KR -

AEZAREIBREE  BETE 40CUAT » AXETi 133 mBar ;AT - 44k
BILIEA -

B IREE B STRIERKANE -

MOE A REEOH D FT3E 20,000 x g0 3B 4CEBITEHE -

Bk EEAMERCERCR -

T 4oB548 R JE % © ABI PRISM 9700 Sequence Detector » 2%, B #& & ©

Bp o5 % A B4 R JE % (¥ Y 1 ABI PRISM 7700 Sequence Detector 2 Roche

LightCycler » & F]#& & -

kg ¢ % DNA TR -

R F A e Retsch MM200 > KBl & & -

BAAEE  HRBRBITABLA -

RIMEA - Bk 312 nm ~ 365 nm % s

R BABRRENE -

BRBREE

pH A R4

KGEE  BELICUARE -

RFIBRAFEEA2000 g EHKEAO0L g RRAFEFA 100 g FaE

% lmg-

’) 1 -\’+
ki TN

B EEES -

B RFTEAERARRRZESSMAREKARBELYRTHE R REA KT
RZEDMBETFIREARBEAER TR EE - v
2 OBEREEA -

. R
23 1. DNA # B A : RNase « Z 8 (96-100%)34 3% o F 4 41 5 ¥ & 3 % > DNeasy®
Plant Mini £4 -
2.3.2. PCR B

232.1. s25)kEa A 3 &Y
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23211 @M AR (£ R | ribosomal RNA » #i45 QB E R)
3] F F : 18S-F, 5'-GTCCCTGCCCTTTGTACA-3’
2] F+ R : 26S-R, 5'-CGCCGTTACTAGGGGAATCCT-3'
PCR 3% 3 & # X /s 600~800 bp

2.3.2.1.2. #4834 (A2 ey A A © internal transcribed spacer, ITS)
2]+ F : Chloro-F, 5'-TGAGGGGTCTGAGAGAGTGGCTG-3'
3]+ R : Chloro-R, 5'-AGAAGAGAGCCGTGCTTTCACACT-3’
PCR #8145 K] 81 bp

2.3.22. # MR 3] T RIFLHEY

%3E (2o A A © internal transcribed spacer, ITS)
8] -+ F : Chloro-F, 5'-TGAGGGGTCTGAGAGAGTGGCTG-3’
3] F R : Chloro-R, 5'-AGAAGAGAGCCGTGCTTTCACACT-3’
¥4} P © Chloro-P, 5'-(FAM)- TCCTCACATCCGGGAGAATTCCCGAC-
(TAMRA)-3'
PCR 312 & 49 K]~ 81 bp

SRZBTF o Wi UBHAKBBREERE > S EAEN20CHEHER
Aﬁii EéF 0 K R H £%7Kﬁ'§ﬁ&.k ﬁF’ R BEN20CHEFE

IESE B HARTE - 44T 5’383 A 6-carboxy-fluorescein (FAM)#% 3T » 3'3%#k
% 6-carboxytetramethyl-rhodamine (TAMRA)#Z 3

2.3.2.3. £ & 4544 H = a4 8 (deoxyribonucleoside triphosphate, ANTP)

A ¥ G Re 3 = 5 B (deoxyadenosine triphosphate, dATP) » % @860 H = 55 8¢
(deoxycytidine triphosphate, dCTP) » % &, & # -2 «& 3 = 5k #£ (deoxyguanosine
triphosphate, dGTP) & % 4,84 I = % B (deoxythymidine triphosphate, dTTP)&-
25 mM ZER ©

2324 BR4HEs

Taq DNA polymerase (2 U/uL) -

2.3.2.5. TagMan Universal PCR Master Mix (#3235 A - il A % ABI PRISM 7700)

M4 PCR ArEX S BBH =8t - ROBERF  EAFEFTATH
M3l F ~ E 4R AR EE DNA B 9T -

2.3.2.6. LightCycler-FastStart DNA Master Hybridization Probes (#3235 A » & A

# Roche LightCycler)
M4 PCR A EXEABRE =48 ROoBERE AL ETATH
M3l F ~ F4H R RIHEE DNA B -

23.3. B A 24k T 42 (ethidium bromide) - 3§ B (agarose) ~ % & & (bromophenol

blue) ~ — ¥ X & (xylene cyanol FF) -~ ZJ:_HQVB z B = &
(ethylenediaminetetraacetic acid disodium salt, Na,-EDTA) ~ =& F X &K FIx

(tris (hydroxymethyl) aminomethane (Tris)) ~ Hid ~ #A8& > i’] %ﬂi T EBHHTR



2.3.4.
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H#E - DNA 45T EZwHmE (DNA molecular weight marker) : 100-bp DNA
ladder marker °

HEAWE BB AKET > RERTHEEEF BN A RS E R
%I pIDUL 2 2 F A RIFEAHBAME -

24. BARHHTY

2.4.1.
24.2.
2.4.3.
244.
245.
2.4.6.
24.7.
24.8.

2.4.9.

% % (Pipette) : 10 uL ~ 20 uL ~ 100 pL ~ 200 pL & 1000 pL -

ExB R HEE -

% 4 < 58 (Pipette tips) : 10 pLL ~ 20 uL ~ 200 pLL & 1000 pL -

o 1200l ~ 600 pl ~ 1.5 mL & 2mL -

PCR RJE% © 200 pL & 500 pL -

PCR 355 %40 % ™% : Roche LightCycler £/ -

WHIBR BB C S0mL -~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL % 2000 mL -
#BHCFE  50mL - |

WBIERE L FL2 A 045 pm > # ' A nitro-cellulose o

S5 BHZER RSB A & DNase j5 4 -
36 {4 %4 A Roche LightCycler 8 » A £ /A -

25 RE|lzEl

2.5.1. 54% TBE (Tris-borate-EDTA) 4 #7758 i%
MR TREAAFTR 54 g~ #g 275 g & 0.5 M pH 8.0 EDTA &% 20
mL > jmKERZ EEE 1000 mL > 424 545 TBE &£ 87485 - BB AT AKF
FEA 05 4% -
252, 2%B A
MEEB 2 g o 05 4% TBE &#18%& 100 mL > jw#BHEZEB 25
o BELG BIANTABRENSE EEANBEZIRM FBARE
B BRETAER o
253. 6B AB R &5 7% (6 x gel loading buffer)
MEBUREYE 25 g~ —FRE 025 g RE®RHE MW 30 mL > oA & & shKiE R
100 mL » 3 E# 4CABETAHR -
254 BRIk
BRI T 42 0.1 g Auk 10 mL EAR » BAERR(SRIE T 4% 10 mg/mL)
ERAERABGERSELTLE 1 ngml - RIbTsx AR BEHYE > BLEGRE
EERE -
2.55. PCR#&™"
23551, &3HEmHA
10 2 PCR &R (4 15mMMECL) e 2.5ulL
Tagq DNA polymerase (2 U/UL) .cocovecceieeeeeeeeceeeeeeeee e 1.0 pL
25 MM ANTP ..ot 4.0 uL
LO UM GBI F ottt et s 1.0 uL

3
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TO UM FIF R ottt 1.0 uL.
FEHR DNA JER (B8 F 100 0) cviviiriereeeeieeetertesee e 5.0 L.
BB BIALTE ottt sttt st 10.5 uL.
- - S S PO PPN 25.0 uL
2.5.5.2. ABIPRISM 7700 Sequence Deteétor #% 2% :X.5% A
S UM G F Foreeeee ettt et 1.25 puL.
SHM F]F Rttt 1.25 ul.
B3 UMIE ST P 1.7 uL
TagMan Universal PCR Master MiX........cccceoveiiiiniinninneneniennnne. 12.5 puL
*3’1}%& DNA 57 (488 10002 vovoveveeereerereeeereeeeeeeveveve e sevenas 5.0 uL
B AR 7K oottt et e 3.3uL
ﬁf?&%% ........................................................................ 25.0 uL
2.5.5.3. Roche LightCycler #% 37355 A

5 UM Bl F ot 1.5 uL
S UM ] F R 1.5 uL.
B3 UMAEAT P 1.5 uL
LightCycler-FastStart DNA Master Hybridization Probes ................ 2.0 uL
25 MM MEC L ZBE I coveeveiveereerieiesie ettt ettt see e et eteenesae e eneeas 2.4 uL
#“){EL DNA ER (488 100 0Z) cvovieeiiereriiveeeeeeeee e ienenes 5.0 uL
BH A 7K oo ettt h et e e 6.1 L
9@%% ........................................................................ 20.0 uL.

7 PCREREEN A PEE -

2.6. #:3 DNA 2 #
261, otz Em®®
#xz%ﬁ%éiﬁ’r%%ﬁ%‘ P T HBEUR BB R c REABKEBEA A T
AR AEARWIBE BEIE 36 N BEB LA BITE @ o KA
’Fxx B2z REFTIURERREBAB AR R - B EFENR RS RER
cP o

8 1L haABEEEAKREN R BAR -
2B BEE RN GG TR BT BERIXFER -
3. B R TR ERE -

2.6.2. DNA Z #H
#:F DNeasy® Plant Mini 243 & ) f3X 8] ~ #4 (RNase A 3#] ~ #of i
(DNeasy spin column) - £ % & 4% - AP1 ~ AP2 ~ AP3/E ~ AW #1 AE*ikﬁ?') I
THAEXMTEES -
262.1. #EHEH25mg EA2mLESE -
2.6.2.2. jung® 65°CTEz APl 3R & 400 pL & RNase A R # 4 uL > AR BERAS S
/bb =] i‘) ,]
2623 HOSCIRERIEED 15 548 -
2.6.2.4. Hun AP2 uiﬁ'] 130 uL s LUK BIRA 4 %R ’é\ié]é] ’ ﬁﬁj\\ﬂ}(/@ 5 éj\,[f% °

4
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2.62.5. BRBRENTESAE - 220,000 x g g0 2 548 -

2626 BERBES —2mLBCET  ZANEBY  BEBIBEHSET -

2.62.7. AN 154 E R 2 API/E RH » UMBRE ALY -

2628 BRRMERO6SOPLFEANZECEHE > 2L 6,000 x gLl bz sdihak.o 1 445 -

2629 FHALHTBEONZIRBERTLLBBECEHBERN -

2621088 B EEANGKES » FEA AW RKE 500 pL > 226,000 x g 24 E 2
#wapEECl 548 BEREE -

2621148 FHiHF B —k > 3E 24 20,000 x g B 2 548 BEBOSENZ AW R
BT 2HERE -

2621288 EREANGILES » AL 65CHH 2 AE 33| 100 pL > # %
BEFHE S o484 0 210,000 x g B 2 4548 o

262135 H% (H100uL) KEZ KA 1.5mL 898 - BEER DNA BR -

2.6.2.14.4% 2.6.3.2. 83 B & DNA B JE 3 2e4%4% » B-20C A RIRTE -

2.6.3. DNA R B B % B &b & #| By
2.63.1. 48 DNAZSRIMER AT B AR E PRE - N ERTERITHER -
2.632. Bl g &2 DNA RS B sk M8 B R HE > 558 % 260 nm &
280 nm Z % #4(0.D.) « 3+ DNA JRE th 24 O.D.xgo & AL R 50 ng/ul Bp
% DNA R EE - DNA R4 E B L 0D / O.D.ago te{a 4 F] 87 » H 1k
BN 1.7~2.0F4 -

2.7. 5B
2.7.1. PCR &4k % 5&
SR B 4ok 8% AR DNA B ~ 31 T4 A « ] PCR BB » 4R 5 2.55.1.
g B PCRIBR > R A Am A& B sk ~ 10 45 PCR & 48175 3% ~ ANTP ~ 3]+
DNA polymerase & DNA &% > 2638 9% > B REE B8 Mg
D ERARBHENREEZEI - A PCR REE » &35 FHEAHNEL B
2728 % RB A RATRME » & R% 0 Bl PCR HiBEd > #47 Tk
SHF o

2.7.2. PCR &t

BB o B fa]
1. JAanéit 95°C 5 min
2.8 | 95°C 30 sec
3.5
AR RERAR 55C 30 sec
BREAHEER 60°C 30 sec
4. 38 & 72°C 30 sec
BER2ESR4 HEFTABBAERE -
5. R 72C  7min




2.7.3.

2.7.4.

974 4 B 10 HE®RETE 0971800125 /e
10249 B 6 HE#&FE 1021950329 SEAEEIE

BREXSH

BREEZ 6 BRBABREHER s K(Ea4E)R PCR #gEY
SEAME  EA2%BREILE L 50 K 100 RAFERBITEHR - B » L4A
B DNA 5 FEZLH T ETE% 44 PCR W E M A D AR #3 BK
B BEABZIBRABEANBRLRPRITRGY IS 048 BENKTERR
ML BENEIEAL  LUEE 365 mm 2B ARHBERREAETAREA
DNA 4% » BHELER - BREBRLEARNFARERERAREHRA -

4 7]

#2% DNA z PCR ¥g ¢ E4&R  AREREHRAR DNA FE4&
WHME 2 ERERETAALLY TR DNABRTIR EHRBA DNA —% %
1B PCR¥EAEY > BE&d DNAS FEREMERE PCREBEH R DA
8lbp#» BPH EHRBSHLEHERD °

39! PCR &R REmERZHHEH U PCR Higg M A NFE > FRRERFHHE
B EREBATHVNRR - R DNA 2R84 -  H4AERAERE%RE PCR
BRE R - EHINIZ R DNA ThETAISFYRBAR PCR AR MR
%44 DNA R &4 4 - K PCR & 1 R B4 h#k ABI PRISM 9700 % £ % » &
& R AT RIESES -

2.8. R ATBAT R RHRMEZ -
2.8.1. RT-PCR #4E % B
2.8.1.1. RT-PCR—ABI PRISM 7700 Sequence Detector

B EEHERE DNA &R 5 FREHER RAZERBL
Ko EAREE 2.5.5.2.8i B8 PCR &R » K JF v Master Mix ~ #2382 3]
FRIESL > RAMEE > »E 20 uLAPCRRES T » BEH mARHREB
Z¥8 DNA 7% 5 uL > &4 4% PCR REZ ErNEEc#F > X 200 x g
(1,500 rpm) B2 &S > A RT-PCR RE S » KT A& BITRE - R
EHmEAEFaRBREREH B A -

& B3 -4 B il
1. #7511t 50°C 2 min
2. RAGM 95°C 10 min
3.8H 95°C 15 sec
4. ZE R

AL 5 A 60°C  1min

TEE3EFR A HBTASERERE -

5. 54p 35°C 45 sec
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2.8.1.2. RT-PCR—Roche LightCycler
UEBHGEKEEHFERE DNA BRI TREHHER REELH4
K> E4RER 2.5.53. 6 Be ® PCR &M% » & A& fu A LightCycler-FastStart DNA
Master Hybridization Probes ~ #% i8> 3| F R34t > A3 4% > 4 # 15
LWL B LT b BENAHFEBZRE DNAS UL > R HF L%
FEEESH P 0 2L 800 x g (3,000 rpm) BER S > A RT-PCR REE »
KT IEMHETRE - BREBREGALFARBERAEIR EH B A -

B BE B ]
1 mAn gt 95°C 7 min
2.8 MH 95°C 7 sec
3.3

Bl EAR 60°C 8 sec
4. 38 & 72°C 15 sec

LTER2ESBR4 L BTASBEBRERE -

5. 5%p 40°C 40 sec

2.8.2. RT-PCR %k 4#
#8 DNA #& RT-PCR R /&% » B #:4# RT-PCR RE % L2 & BB 8IR4A &
Az BAEBRGSE PTHERBLER - BRERLARNFAAERER &
REHRB A -

2.83. |
w8 DNA = PCR 3#&& & e o4 B A S E R BB @&k 4547 B #4748
Tib¥ > £48 DNA BIE R EHBRM 2 PCR X454 8 » B HREHIES
PREAZ BRI IELE - FskiRk PCR AW AGBEZ AR R & > TH#
RIRBF A EKBERS -

Bz L RREBRTERBRBIREA 0.1% (R EH) -
2. RAREBR A2 M RB A A AEH R Y DNA F2 2% BB FHE I A
4 DNA 2 R &R @ AR AARBR T % -




