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2x FASA™ Genotyping Master Mix (Low ROX) ABdonal | EfE%5%

~mBFRS: RK30135

Fmiasn
Hitg-1 Hitg-2 HitE-3
HBBATR HRRS
mL 5 mL 25 mL
2x FASA™ Genotyping Master Mix (Low ROX) ~ RM30251 1 mL 5mL 5x 5mL
F=hmistae

2x FASA™ Genotyping Master Mix 2F|ARFMEMNERSRUT ILSRHIRERKIBLES (Fluorescent Allele Specific
Amplification based Genotyping Systems, FASA) SLEIERSEUSNNERNFIE. FASA ERSRRFEIE 2 EMERSSMER
514 3 RmFFIARE, SHRmRSHENRETES) | 1 MEUERBRARBS Y 2 ARSOSGRCAMNIRET; BISIERS 4 3 Rk
ERSERM RN ER S ERSRIE 1S, TP Ed MASREHE RIS URRSCEERCINLAK S, SEISY SNP & InDel
(Insertion and Deletion) #RiEDEUGN. AF-REARESES, WUNRAR, FERTESEESMERGN, Mo FEM. EERASH
REE,

[

EERE

RO EE PCREZMH. ANTP. MgCla, DNA REHES, S ROX H 2 FSOGRCENRET, RERTEMERRS I 18511
BE, BCHEERSE, SOURMERERE, HEERERRTR,

FEAIRER

(EFRERENRE, TRIMNE MOV TRINGTSaM, RNRAXERHE, THERTEEEFMERD N,

REMF

SIFHENHINE, AreEERERINEREESEHAIR.

EEFEIR
1. 2x FASA™ Genotyping Master Mix RS EBIRCIREFN ROX SHARK, (RIFAT-RalEs PCR RATKETTRRIRIR/ R
5.

2. BRREKE REFRITEETRIERETE FrRKERFIET-20°C 5-80°C k8, WMRISHIRMEHERISE 2~8°C &7,
IR SR,

3. A&7 Low ROX FUREL™&, iEGEfRiERFE ROX IRESEERIRAESR PCR (UNE, WNRFERAFOEBIRSENR, W& 3 #
ROX iREEI IS T PLEE.

4. (EFER1, BRRIEESEN, BRrEgR, BBLE, ETKESRA.

5. (EFERY, FERIERN SNP 8 InDel FAIER, BIMRIHSAMFUERS RS IMAS, 8F 2 MERMEEAS W 1 MNERER
E5140, Hb 2 NEAS I 5 RinFIN EIMARESIRE RS (IR FIIEER "ERRESHREE" ) .

it
FERET-15C ~ -25°CIRRTRE, REFMSRGRY, REHN—F.
B{FiRER
TR

1. XGRS ERNEREEEAIEEY FAM, HEX 1 ROX SRYEAIBEIRXEL qPCR (Y, 1%E#F 2x FASAT™M GMM RY, 558 qPCR X
BISIERSZIUEH) ROXIREHR, Bt ICER/fE/R 3 F ROXIREAFIITH.

2. PCRESITRRECH: KBEERSES WHEER 100pM, BIRTRETSWIINE: NTEER KASP ERSEMGNS 4, TERATSI
WITCRRECH.
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2x FASA™ Genotyping Master Mix (Low ROX) ABclonal | EiEE%

FASA EFESBIZRS PCR 5|¥7ERREDH

SNP Specific Primers ZIRE (UM) BANGER (uL)
Allele-specific Primer 1-FAM (100 pM) 12 12
Allele-specific Primer 2-HEX (100 uM) 12 12
Common, Reverse Primer (100 uM) 30 30
Nuclease-Free Water N/A to 100
3. DNA #AESSHRIKE: AmERTSMRAAETAYAR DNA SHF DNA #A4aN, YT DNA i8R, NREHREE

EDTA S0l PCR 5. —RRIEST, fEF3HEIR DNA #KB0T], WIWF7E PCRHDEIFI, EiNA H20 k¢ 3~5 (BIafER. ATRER
ESCIOAER, MARRERA T DNA HARNBFIREEN—E, SMREFIRA 5~100 ng DNA RIF], AT RS BERAERDT
5, BEROE DNA BAREAT 20 1, LEREAREREE,; REINKE 2 N NTC, LIHBRISRXIERISN.

4. EftigFESR: 2x FASA™ Genotyping Master Mix, Nuclease-Free Water, f&i&iAattm (5f PCR KA, PHLEARER) .

5. PCRFEMAER: SOtERE PCR EAE 96/384 FUR RSB MEEIRAE,

R RECH

1. PCRiFFIES: =B TRERML 2x FASA™ Genotyping Master Mix (2x FASA™ GMM) , SNP Specific Primers, Nuclease-
Free Water, ZRRIERSHA, BHLEFESIE, BRNBEORE, EFKLESERA.

2. DNA &R % DNA EARHAERTEWL, RIEEIEHRNELD, EEEWINEREN DNA HEAMAZIE PCR &4 (T
DNA R85 .

3. ECHIRRIFURA: RIEMGN DNA #A%Y, IHERE PCR REFUERIAR, BTi$89 2.0 mLBOE, 1§ 2x FASA™ GMM, SNP
Specific Primers, Nuclease-Free Water fORIZLLBIINAN, BRBIEES, BNBOEET A LER (EEERTIRE, Bz
FRETR 1.1 BEHIGRER) .

FASA BERISBRERRMAFFE (KA 10uL #1 SpL (xFR6)

HEEWR 96 FLtR 384 FLtR 96 7Ltk 384 FltR

(i&i% DNA) (i&i% DNA) (#F DNA) (H#F DNA)
DNA Template 5 2.5 N/A N/A
2x FASA™ GMM 5 2.5 5 2.5
SNP Specific Primers 0.14 0.07 0.14 0.07
Nuclease-Free Water N/A N/A 5 2.5
Total (pL) 10 5 10 5

4. DERRNIGER: RIBERMNAR, HEIURRDEMA (RJ28 SNP Specific Primers (K77) , 1§28 3 i EFIFNERD 25
B 2 275 DNA BRI PCR . STHROERE, M 5~10 uli&iAatsm, AIiREZS PCRIR, BRIRIERSG, HRESE IR
ERMETER, BFKEEA.

RMEFIRE

1. EPCRIVERERNER, FEMZIF, R&EEEREN 105°C;, TREFRER, M PCRREE, S5 PCRER.

FASA EESERARRIER
b iRE Bd1E TEREL
R 95 °C 15 min 1
RMIg 95 °C 10s 10
65 °C, -1 °C/{Eh 60 s
SIS 95 °C 10s 30*
57 °C 60 s
1SEHR 30 °C 30s 1
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2. FASA EESERSFRNIEFS

BURFEFRRIS D, RHER

SRAGH IEERENET 42 1

B

ABdonal | SiE%®

SEIEANAESE, IIRREREISZE DNA B4R Wi 1EEsm,;
"B SRIOREERY. HII0 30 MEAEE AN ISR, W48 PCRIATRERH
SEEBRIER, RS SRR, ARKETRTIERRE 18, EERGIEMORER. —HRki,

B

FASA BEESBIZRSAIT PCR REFER

B2 B Rd1E B

Tt 95 °C 10s

1B K FEES e 57 °C 60 s *
EREIS SR

1. qPCR{XiEtR: PCR ¥IB4RE, HET 30°CHERE MEEBOUESE. £ qPCR (UEBESHESERY, NIRRT EEN T™E
R, E FAM 1 HEX (F5IRERLK S DNA H#AREREE, ROX ESREATRIEFERE.
2. FEBHRUEMR: (ERESIRMYUREIERA, BIRRTRINRE 3 MSSEFSARIKFIRITIRIC. HA FAM 1 HEX ESIRERUK

% DNA HARIERES, ROX ESRERTRIEFEIRE.

FASA BEE B RGEIEEIANEIKEE

HEE &S (nm) &5 (nm)
FAM 485 520
HEX 535 556
ROX 575 610

3. EUESHT: MTF qPCRUEEBSIMUTIREGRE, TEMIZNERE "BERESIRM" HITEMEOHT, HATE Excel hFaNFerdiE

D, BIEOWTTIE: URREFLAI FAM 1 HEX SSHESIE (5051%FL ROX LEfE)

. B x BHRD y HRERTHD B, ARIERK

MOE, 37 DNA #AHTRENERSE, ERSRERITSETE,
Allelic Discrimination Plot

Allele 2

08

07

08

0.5

0.4

03

0.2

Y

&

¥

P g

08

1.1

18 21 28
Allele 1

FASA ERSBERTH: I8R (FAM) ABEERZ@a)FR, BeR (HEX) MESEREAAREE, S&m (FAM/HEX) ARG

EREE(Aa)HEA,
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EREESHERAE

1.

HRESRKY

BSEHEIA PCRYIBREAMT, EINE PCRYIESEREST PCR =1t TIRAENERIRER KGN, FAB RS ERIIREEFE
ISR B, BRI SR EREE S BUEMAIRTR, TSN E ISR R SHER S B S B
ZERAARE. SR, AsKieh PCR iIBEEMINEH PCR 51470 DNA H#AREREN, SWHRITASE. SRR, DNA K
FFEHF. DNA BEARREXESEMERNTE, RIZATHEIRR, BASRTSILTHS,

SNt AEIE

(R Primer3 (https://bioinfo.ut.ee/primer3-0.4.0/) BTEESES gt (85088 ¥iEFA/NA 70~150 bp, 54
E 18~28 nt, 51 Tm 7 60~62 °C) ; SERSIMIRITE, EMSIH 5HRinBEIMNEUREFS, CUIREFFIES: 5'-
GAAGGTGACCAAGTTCATGCT-3' (FAM) , 5'-GAAGGTCGGAGTCAACGGATT-3' (HEX) ; BHIARIRT, 13 Mt 5=t 5 PAGE
B¢ HPLC, LBXISEEE PCR 514, 1R% PCRIGRIL,

DNA #A72{E PCR il

AFRIERT SRR TAER DNA SHF DNA #4460, X3F DNA FKR, REEEREH EDTA SiH) PCR B, —#R
ST, (EFHEIE DNA FEZRRDET, A774E PCR MR, ZA Ha0 kg 3~5 (S/EHM. WRENTTET 150 DNA #EK, &g
¢k EEIR DNA,

DNA HAIRE AR IZRE

{£F3 Nanodrop af Qubit #&ill DNA ##ASRE, #EFERRE>5 ng/uL B9 DNA K, ATRSHRELRER, MIBRSRAHR
DNA BEAIG NEE—E, B MREHHEA 5~100 ng DNA BF],

DNA #A#E X R ERE—

BINEREFRSE DNA HAHE>20 4, KR DNA #AREEAR D, KA DNA H#AERBB—SREERIEN, B2SETERE
3MAREER (AA Aa, aa) MEEERSELLK.

REFFRZELR

FASA ERSRRFIHE S —MERS, EERMSRIAEIENRNAR, BIAFELFMSRER, EE S uL REAR
FOON 5 pL RIAEEEHES, 10 UL REARFIAN 10 pL RIAaEHEE.

REFESH

RIBR LI RIREASRISH, B NTC HERRLSH.
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