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Allele-specific primer PCR MSP

Allele-specific primer PCRIC XBMSPD#&HE

267 Mutation site 274

244 355 377

Mutation specific Forward primer Common reverse primer

Primerd3’ KRipH'5 —EHB (CREEFBRIEE. —FHICEIA—UEER

Ratio(%) HERT| Forward primer B2 5l

mO GTCTCTGAATTATATGATAAGCC-ATT-AT-AC-G

ma GTCTCTGAATTATATGATAAGCC-ATT-AT-AC--

L1:267A 36.6/38.9° GICTCTGAATTATATGATAAGCCAATT-AT-AC-- GTCTCTGAATTATATGATAAGCGAA
L2: 267C 146/6.6 GTCTCTGAATTATATGATAAGCCCATT-AT-AC-- GTCTCTGAATTATATGATAAGCGCA
L4 2717 24.4 ) 20.6 GTCTCTGAATTATATGATAAGCC-ATT-ATTAC-- CTGAATTATATGATAAGCCATTAGTA
L5: 274(4ins) 12.2/12.8 GICTCTGAATTATATGATAAGCC-ATT-AT-ACATAC ATTATATGATAAGCCATTATACATAC
L6: 275-6(2del) 49/123 GTCTCTGAATTATATGATAAGCC-ATTTAT-AC-- CTCTGAATTATATGATAAGCCATGTA

*MSPh DB /deep seq

Common Reverse primer : GGACACGTAACAGTATCATTCCA

Mutation specific primer PCR MSP

Mutation specific primer PCRIC K BMSPD#&EEE

267 Mutation site

274

l

Mutation specific Forward primer

381 | 401

Common reverse primer

RENZERIEEN TS —03 KiKICRKDI LD, 17bp~22bpFE THRET.

f5) 267C MSPMforward primer
267C SZHL5 : GTCTCTGAATTATATGATAAGCCCATT-AT-AC--

Wil

AATTATATGATAAGCCC
GAATTATATGATAAGCCC
TGAATTATATGATAAGCCC
CTGAATTATATGATAAGCCC
TCTGAATTATATGATAAGCCC
CTCTGAATTATATGATAAGCCC



B.  Mutation specific primer PCR L2 MSP

18mer, annealing temperature 53°C, 20730 cycle PCRR I T RIS FER

DOR®@®BHE Lo

1000 bp
500 bp

152 bp

Copynumbers in reactions

Diluted (D) @ ©) @ ® ® v3 v7 vo
267C  13E+08  13E+07  13E+06  1.3E+05 1.25E+04 0 640E+04  4.70E+03 q
m8 0 4.5000E+07 4.9500E+07 4.9950E+07 4.9995E+07 _5.00E+07 5.2035E+07 4.6944E+07 6.4994E+07]

Ratio(%) 100 10 1 0.1 0.01 0 0.12 0.01 0
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""17~18mer®D T34 X —%ERETL . major MSPDIRHER A5,

. MSP SybrG PCR

Common primer PCR/SybrGI(C KX ZMSPD#&

267 Mutation site 274

Forward primer Reverse primer

224 -» 248 292 «- 311
226 “ 250 293 h 313

225 “ 249 296 h 315
206 -» 228 283 «- 304

ZEREBEHD L SIC, £feo PCREYOTMIEICENSH B & S [Ccommon primersz 71 >,
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B.L2,L3 MSP
Two step P

95°C 30 sec

94°C  15sec

62°C  1min|45cycle .

Fluorscance (165-510)
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Crossing Point

8 2
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Efficiency : 1.967

Slope : -3.403
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Reaction 1

Reaction 2,3,4

.MGB-probe
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VIC-3£5@MBG-probe y
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—>—— .
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TGATAAGCC-ATTAT ACAAG-TGA

31 56 60 79

281 304

#@Forward Primer
31-56: 26 mer
TGCGTACTACCTGCTGTTGTTTATTC

182 TN EUT D4DDRIEZITD

$tiERevers Primer
304-281: 24 mer
TGCAACTTAGTGTCATGGTGGAAT

FAM-MBG-p

Reaction 1 1= =M B5R—m8)§rObF:M—MGB—
Reaction 2 1/ &/ L1 FAM-MGB-Probe
Reaction 3 1%/ &/ L2 FAM-MGB-Probe
Reaction 4 f:d::] 2/ L3 FAM-MGB-Probe

f

Reaction 1
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Reaction 3
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