FOREGENE Plant Seed Direct gPCR Kit-Tagman Instruction Manual

@ FOREGENE

EXPERT IN DIRECT PCR DETECTION

Plant Seed Direct gPCR Kit-Tagman
Cat.No.DQT-03111/03131

Plant Seed Direct gPCR Kit(UNG)-Tagman
Cat.No.DQT-03121/03141

For plant seeds containing low polysaccharide and polyphenol
components

For performing gPCR directly from plant Seeds

without prior DNA purification

Research use only
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Famiia
AT R PR OB G2 PR 22, BERS DU B9 208 2 Ty & B AR RO Rl 3~ (n . oK

Fa AN SR REA R BRI R R 2 DNA T qPCR M, R ARs i) 3 & DRSS
BE ARSI o

ZURR L ORI R 4 DNA I F2 AT BALE 95°C 254EF 10-30min N 52 %, AN 75 22 Hidh 2
FH RNA s AR =Y F2, B el BB H B DNA /R NIRRT gPCR
SR

ARG AL 2 R R A YR A BEAT S8, WSS R T, AR, B
PR, 2] UAE N SEgatt k. W 2at— DIk Al 5, S & n D>
B CLA L ZUE R SEIR A K

2x Seed qPCR Easy™ Mix-Tagman FL A 1R 3 1) PCR S S HMHIHINN 32 14, &8 LA IR
BRI, AT SR e 1 . %R A S Tag DNA B&8. HULECEE 1)
dNTPs. MgCly. FasEfl. Hsmsml. Akl 52RGE R & i FH At % DR 7 {8 Mo
FEMEATRII, T EE REE R Frathoh. et .

2x Seed qPCR Easy™ Mix(UNG)-Tagman £ 2x Seed gPCR Easy™ Mix-Tagman ]
Bt EA dUTP BT dTTP, R MAREWRMESH dUTP AR K UNG
(Uracil-N-glycosylase). f£ PCR i, FIH] UNG BgF#ff & JRIENE R PCR 74,
UNG At A A TR NE AR AR A 2338 AT AR 520, AT ORAES 38 (00450 S PR A v e 12k
B 1k 7 AL PR A B T B8 HE L) PCR 724075 Y Il

I8 B R (A 7 B S B R R TP I B R RO, & P AR YE SR 06
PHRHII R /N B 56 75 235 P AR N AR Y07 (/N ) B 2 PCR B S sla v i+ (K )
H#% PCR iR &
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At

A HEAT BRI 5 1) DNA 4.

B AR A, R R TR 1-5mg LA AT SR

TEAHE . BRI, SRR

fRALHY QPCR 14, it PCR JA S B 04S 5% . B30 PCR SRR 21

Blii5 4 PCR 4 % 2x Seed qPCR Easy'™ Mix(UNG)-Tagman, A %0 H PCR
PRI SRS Y, GREY 8 RS A A

*

® & o o

Rkl Avl::

& EHNGH: ZHEEZHEREIED T

& FEARZUYRF DNA: {UFH1E gPCR 4 .

& WS HT U Fik: BAEREE . BRI,

~mREEE

% AR bR E YR & A AR R bndE, BRIV R T B qPCR R &
-Tagman & #3472 I, B DR B — St R & o 1 AT SEVE ARG SE 1k
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HHERE

) . DQT-0311T | DQT-03111 DQT-03112 DQT-03113
W lr N
50 & 200 & 500 & 2000 &
Buffer QS1 10ml 40mi 100ml 400ml
Part |
Buffer QS2 3ml 10mi 25ml 100ml
2x Seed gPCR
™ 500pl 1mix2 1.7mIx3 1.7mlix12
Easy ™ Mix-Tagman
Part Il
20x ROX Reference
50ul 200ul 0.5ml Imix2
Dye
PR 16y 16y 16y 14y

) DQT-0312T | DQT-03121 DQT-03122 DQT-03123
B 2 \ \ \ \
50 K 200 & 500 ¥ 2000 %
Buffer QS1 10ml 40mi 100ml 400ml
Part |
Buffer QS2 3ml 10ml 25ml 100ml
2x Seed qPCR
Easy™ 500l 1mix2 1.7mix3 1.7mix12
Part Il Mix(UNG)-Tagman
20x ROX Reference
50ul 200ul 0.5ml 1mix2
Dye
LR E 14 14 11 14
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) . DQT-0313T | DQT-03131 DQT-03132 DQT-03133
BB ‘ \ ‘ ‘
50 & 200 & 500 & 2000 &
Buffer QS1 30ml 120ml 300ml 400mIx3
Part |
Buffer QS2 3ml 10mi 25ml 100ml
2x Seed gPCR
™ 500pl 1mix2 1.7mIx3 1.7mlix12
Easy * Mix-Tagman
Part Il
20x ROX Reference
50ul 200ul 0.5ml 1mix2
Dye
PR 16y 16y 16y 14y

) i DQT-0314T | DQT-03141 DQT-03142 DQT-03143
WAL AR ‘ \ ‘ ‘
50 X 200 & 500 ¥ 2000 &
Buffer QS1 30ml 120ml 300ml 400mIx3
Part |
Buffer QS2 3ml 10ml 25ml| 100ml
2x Seed gPCR
Easy™ 500ul 1mix2 1.7mix3 1.7mix12
Part Il | Mix(UNG)-Tagman
20x ROX
50pl 200pl 0.5ml 1mix2
Reference Dye
LARE 14 14 14 14
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HAEHSER

*
*

Buffer QS1: ZRWR, FEULEYIF T2 N T 75 (IR o
Buffer QS2: H IR, HH AR 54 gPCR Vo

2x Seed gqPCR Easy™ Mix-Tagman: & 48 br 42 % 45 %) % i Taq DNA
Polymerase. dNTPs. MgCly. RMZEMiK. PCR KM IGHERA) HLAbHILL A A E
%, qPCR M, HFHRIE 2R DNA Bk, 51497, Tagman 4. ddH0 ¥
%) 2x Seed qPCR Easy™ Mix- Tagman F1EI1 7] Fi T qPCR

2x Seed qPCR Easy™ Mix(UNG)-Tagman: f£ 2x Seed gqPCR Easy™
Mix-Tagman 3R A dUTP B8 T dTTP, FFRIBTIMAREW F& MRS dUTP 1%
PR UNG B, MITEEEA 2487 1k PCR 47 34475 4.

ROX Reference Dye: R (f#iffI#£ ABI. Stratagene %\ & 1%t € & PCR X E,
DR IEFL S AL A=A e a5 5 i 2 (R RH & 1% 1). Roche. Bio-Rad.
Eppendorf 2552 i€ & PCR AXAN AT H A1 LA ARIR RAXERIT, B S AT
T RS KRR THA O 5 F E A ROX Reference Dye AT 1E).

+ 1: ARPRYSESE PCR B ROX Reference Dye KIFE

KINEE PCR 1Y ROX Reference Dye £&iRE

ABI PRISM7000/7300/7700/

7900HT/Step One & 1x (40 20pl A&, A 1ul 20xROX Reference Dye)
s

ABI 7500/7500 Fast #1 Stratagene

0.5x% 20uliE R, 0.5ul 20xROX Reference Dye
Mx3000P/Mx3005P/Mx4000 2% (1 20l #4 2%, A 0.54 ve)
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it
1. EnssH

& SRE{RKEZR, RIEFE Part Il 4T <4°CIRE.

2. (REFH

& A& Part | fRAFE R IR EL 2-8°C.
< Tl Buffer QS1 1 Buffer QS2, fETME5&M T, AIERAFE 12 N H s WnFE ORAF5E
K a] AT & F 2-8°C.
HE: ARIEMSRAE, BWIRESEETE. 4 RIS D5 & N e =
B BCE — B R, DAEERRIAE 37°CKIB T 10 el DUARUIIE, RS
JE A

& ARFE Part Il fRA71E-20°C.
< k57l 2x gPCR Mix, AR, ] BT 4°CHEIMAFER 10 KA H5E).
< 77 20x ROX Reference Dye, -20°CiE: {477 .

SRR (EseEEERy SRS TEER)
& S PR T DU SR IR M T, B REAR A (5 L e

& HREMH 1FEUNRR TR, AR ORI G 1 6 BOR 7R TR
FE SRR IS SE PRS2 B P Rochee (R A1 o

& /i Buffer QS1 HyiEh T, WE T 37°CRAUTIEIH A, HIEEIERUS I .
€ 2x gPCR Mix Bl s SR, 1504520 PCR 2%

¢ 2x qPCR Mix A7) Al e 728 A Bk se I TTTE - v 18 T ie 3 BUR N /)
AR, WA TR, BER L TEERSI SR E R S aEw, RS
O JE A .
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IRIFRER SN

A FHACBRRG T, 355 55 A7 A ] 12 150 W 45 o AR 7 EL4% qPCR AR5 G R A a7 B
JPE PR, SRR 7B GRS N e A A IR B U ik TR EE T AT HE A
O i B SRR BT %

SLISHARIFE =
& SFCRIEFIEY R T GOrEE R . R RATH) .
& 1.5mlEk2ml BHE &0, 0.2ml LH PCR & .

¢ SiEOHL(13,400xg). #OtE R PCR G &@itt. BilaRas.

Z2

& R EAUBSRMIHE R, 20 TR IRIREST . &8 At i S A&
& [FHLERE, FRAENLMR, FE', BirRess.

& Buffer QS1 % SDS: HBME. gk,

& Buffer QS1 & NaOH: #ll¥E. .
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S ErERa

TRBHHE A3 iS55

9T B REAS ) A S5 Y YCHIRE I A A ORE B 0 7 11 R A B e
BRI 206K SBRAAUT AL VERIBUHEATIRGE, SR8 T AR I T IR AR T
PRJETRHEAT I - 9 T S0 (8, BT 2 M RE BT AP 5005 AT it
PR — RE A B P (0 R TS G (R R 4

PN ER

& SERR T WURE ORAFIN AR (— SE AN AR T, B 1Rl (7 RLE2<100mg 1
Fy AT 5-30 Ki, £ 6mQ) EL1% B TR R A AP RMRAF I AT 1 4 By
BTN, 76 ZER R BT SOk P 7Rk, A REF] T2 I M o

& P BUIE: W R EEATHIRNR T, AT TR (EET ) VIR RN E T
R R . A VNP RERA DRI, 2R 7Tyl A 2 R

& BEHAEAR: WRFTEELREFEARPATHAERN, 7T DOE 2 ANFEARTR & S Rl B
£ 0.5mm A ARG, FREXL 100mg FEAS B T2 rh 240

RIFIRE: EMFFERE qPCR EESER
A4 DNA B2

1. BU&EEMEDHZIMAN B OB (PR BB WA 10 ).
FE: UIZIMAdEHR, 5N FRRERE SR,

2. RH4EATHEYALS I E & Buffer QSIGAFHE N NK 2), MIRAEMIRAEY 5
IR ITEYI AR
R F/NRM P REIRRS R R Z I\ 200yl Buffer QS1, KIUFh 1 AR R Rk i %
A 600ul Buffer QS1.

3. 95°CAhbFH 10-30min.
VER: 95°CRfR, — AT 10min BIA]i 2 2450 PCR 5K . AEMECHERE, o]
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DA I [ ZE 4 22 30min(H: Al 4% [E] g 10min 7T DURTSESN B0, DL BIEYIZ4H 2]

R

13,400xg i@ 20 Imin, HU50pl EiEWZEHEO0EH, I 50ul Buffer QS2,
R RATIRS

HE: PTURIESCIO TR E, AR LERMIAE, BEEE 11 B B & 1)
Buffer QS2 #t47 FH AR W],

PRG-I 4°C (RDHRAE 15 ROM-20°CHE % I, sELIEE A BUR {7 PCR
R

+&2: ZRSHBERFENTRBEHEXSEH

o HARE Buffer QS1 FhF0Z R ()
FHEARZEEY =
L) = Buffer QS2
A [y N Y e el ~6 100 50 50
TKFEBSRAU K /N B A7 ~30 200 50 50
TR B o7 ~250 600 50 50
1-5 50 _Z 50
ZH 3 H
5-30 200 50 50
BERRE S 100 600 50 50

1*:
2*%:

3*:

DR B BSA /NI R 7 2EAT SE A8 I, 75 EEAEH 10-30 KL(2) 1-6ma) 1 2EAT 240 -
BEX1-5mgii IR AL SRR, ATUME R SE B, ELEE RSN I SOl AT T v
ANRIAT

N T DRUEZE (R i BEAE — 1, EERAE dh MUK FLAR P4 42 0.5mm LLN N E .

: PCR RRIZETE

f 2x qPCR Mix R EVRAE410 B FUK LRV, SRS BT ok LA

FEE: MRJEN 2x gPCR Mix AI R8s Il A G BUR B A UiE, W T =RAMH T,
B BT BRSO B R R B FR RS IRS), B0 F
e

B OE PR LB NN R BT ) 2% gPCR Mix. (ROX). 5141, #%F. H,0 il %
Ji% PCR FiiRB(ILH 3). BT Il 78 imeiR > )m, B 8O RS T8
JiK, OB EIE MM PCR B
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3. HUEEN A BIRIS BIMRIR G RAE BRI FIRECHI ) gPCR & R (27 3¢
F| PCR &+ 1) PCR £ &),
R ARSI, IINELL PCR 1R &1 5-10% 2 [Al 5 fE, AREET
20%. 41 20ul i) PCR AR A, NN 1-2ul Zf@Er=RIaT, (EAGEHT 4ul.

4. B RNETINZOGE R PCR AL, MRIEMLALLFH PCR 4 F(GR KIRZ4E)#E4T PCR
SR 4).
EE. REMERIULERFGRET PCR XM, WS RIELF 4R

= 3: qPCR RS ZEEH
PCR AR RINAE

20 REHER 500 RAHER  AORE

2x qPCR Mix * 10ul 25l 1x
20x ROX Reference Dye z
Forward Primer (10uM) 0.8ul 2ul 0.4uM ¥
Reverse Primer (10uM) 0.8yl 2ul 0.4uM¥
Probe(4uM) 1ul 2.5ul 0.2uM ¥
DNAHHR > Xul Xul
ddH,O(CK B 7518 7K) Add to 20l Add to 50l

1% RIS FE I AIF, 2x gPCR Mix3 i) 9: 2x Seed gPCR Easy'" Mix-Tagmanz{2x Seed gPCR
Easy"™ Mix(UNG)-Tagman.

2% MRIEASFH 9Ot E mPCRIY, A 1EZIKE FIROX Reference Dye. ‘# W% Y€ EPCRAX K]
#J&ROX Reference Dyeik & 2 41 735 B HH R 1(EE6 1)

3*: H IR EEN0.AUM AT LIS BB 45 51 . NV RER ZE R, T LATE0.1-0.5uMYE Fl 4 1 2 5
VI FE

A%; JEHEPREN LR N0.25uM ] AR BB IF 45 R . RNV BEEZE RS, AT LATEO.1-0.5uMyE [ P 1 5
TRETIRFE

5% EFEYINENPCRIEN, MMAREIEPCRIAR5-10% (Al HAE, SEBRAE al SEA7 R I\ & 2 1F
B, RBREBRH &,
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% 3: qPCR RREIFHF

1 37°C 5 min 1 UNGHEgabHE ¥
2 95°C 5 min 1 KIHUNGEF& AL 4
3 94°C 10sec AR
- 35-40 —
4 60-66°C 20-30sec 1B KA /56 R4

1*: "B, 2% Seed qPCR Easy™ Mix(UNG)-Tagmanitf, J@idiZbBa M EMITH: 2
fiF2x Seed qPCR Easy™ Mix-Tagman o] kit iZ 5.

2% HEFER KIEMIR I N60°C, fERAIRMET, FEARE H B BN I BB 7 41 A
S1YIGCH & K KA A5 B AR L 1E60-66°Ct [ AL . 4 P IEPCRIRNVEREBZERT, FIAZ
BN =IBVAPCRIET .

PCR YJBB/RR R

FEQPCREUR T, ANVEREFHPESU R BAVESE R, IR AR, FATEAREHA
ELRET A SR N T T RESIR A RN, FATEIAEHTPCRIN, BE T
ANEAEP CRX B B LAEE TR B B BH R BB H R (1 T3

A: PR4XSER

K H 2640 IR A DNA(50-200ng) 1B AR , I A PCR IR AE Ju BH 14 X B8, DL 2
qPCR J A& 22 F 2 A ) 1A P DL K 2% gPCR Mix A 81k

B: PAMEXIER

VAR SR R HOIN A BR DNA BARA ) PCR RS AR S A BITEXRS IR, DA%
S IR PR AT AETT S
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EERSE

B FEOERNALRT A

Buffer QS1F&
AR AR #(mg) Buffer QS1(ul)
ERAMBuffer QS1 : AR A LR

MR BT, ~5 100 5 {
ggﬁ;&wm\s&g = 20 95°C ; 10-30min : HBHFAR
ERAEMA N 55 a0
o 5 0 Bl : 13400 xg ; 1min
AR 530 200 B 1-5mg MTFYAE, EW/EL.
BEHHR 100 600

SF © %00 500l Buffer QS2ehH LB
Sample lysate

HTERERRORERI—E | R RER B HIZE0. Smmi R E.
568 sl LERERTEOES

Specific PrimerslProbe} {2x Seed-qPCR Easy™ Mix-Tagman
Or

DNase-Free ddH20 2x Seed-qPCR Easy™ Mix(UNG)-Tagman

qPCR REHFER qPCR REZS{4%
485 R Step  Temp Time Cycles
(for 20ul PCR reaction) qPCR 1 37°C Smin 1
2x Seed-qPCR Easy™ Mix(UNG)- Tagman 10yl L M 2 95°C 5min 1
20x ROX Reference Dye - g 3 94°C 10sec
ST } 35-40
pecific Primers/Probe Xpl 4 60-66°C  20-30sec
Sample lysate 2yl
DNase-Free ddH20 up to 20pl 1* : e , [EAI2x Seed-gPCR Easy™ Mix
. IRERRPCRIE TR A BRI - (UNG)-Tagmanif , iz BEREMRSHR |
HIROX Reference Dye., : 7 #{#F2x Seed-gPCR Easy™ Mix-Tagmana] &
: // et}

qPCR analysis
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D giig =13

LA B AT B 3% qPCR R G EM T H % qPCR 5256 A] B8 2| (1) r) 1t
1700 HT, AR RSB TR . 534, T AE AR AR U R ) @ DL A ) FAth S5

BCER BB, RATRA T TRIHEARSCRER NS . A ] 75 ZnT B R FRAT -
028-83361257 1Y, E-mali: Tech@foregene.coms.

IEXSHR. A S BRIA BRI 1B(ESE CtEIT X

1. wWNE = PCR I E A IEM .
W FARROLE R PCR UETGIREL IR, MRLLAIA B 528 E
ff, ARG AT S5

2. PCR iFIREA R £
. 2x gPCR Easy™ Mix B {RA7 T-20°C, 8 FH ki e e S vk b . 4 FH A5,
A 4°CHE I T A7

3. gPCR i ZEMARIE
B MR PCR Bt 475256 . A ERS, LL4lift DNA AR s v 2% 143t
ITRAL S, FEEAT R RUAAS I .

4. P K.
il PCR ¥ = ¥K UL 60bp~200bp NE, AREHEIE 300bp.

5. SIYIBEREIIREARAIE.
A I Y R SR R b G R R

6. GIVIEERE T R
W SR E R T BRI TR

SCIGESMHE
1. RIIALZIERS.
A R & H O E R PCRAVIIER, #HTRSRIE.
2. IFERZE.
HW: RO M ER S, RGBS BOAE SRR T I AE .
3. IR IEER B AR B S
W BT RN, K S8 BUINRE Y S S AT RN B0, AP AR B R N
eI
A, RSO FE AR B vk B i v
B TE AR &
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5.

FINAZ -SRI
W GG PCR R NAK FR .

IEXSRRITIRESIER, FUESTERNRRY BESE CtETX

1.

FEAR LG = IRAEA U B ARAF I AL A, DNA JER2H O B

AW REAMATEREAS, & 5 20 V)RR #E4T qPCR Faill .
LU RE A/ EAL = S

W EMPRLRR S IR R AR AR, R Z R MED M T E#E PCR
K7 & (Plant Seed Direct gPCR Plus Kit).

FURW . AN ELBIA 2

W RIETERUE, TR UL B ER TR AL, IEE AT, 28R A BRI
L) pH MAZALE 7-8 fi A .

L= AN i 2

HiL: 1E PCR MAKZR 5-10%76 Bl A AL R In N &

PCR TEI AL .

AW &GN PCR WIEMEL, HEFFAE 35-40 fEI N,

FEAXREN BRI R R EH

1.

BfF TR BTG5
TR SIS AT IR AR A B R v R KR o SRR RN O R SE, B LR RS RN
FEAG A B B0 B A

- FEARTRIEE X558

WL BEAPOREAR PO A s BE — AR, BIRERR T RN 2%
MBI, SRS, ARJE TR AR BT

PCR 7454

W WERSI B F AT FSERAEA, Haf & UNG B PCR )5 4 R 41
WA AT S

{£F ROX F¥HIRIESHIRIEIESAIER

1.

ROX Reference Dye A\ &id £ skt /b,

I MRPEER 1 R H &1 ROX Reference Dye.
WG E B PCR AUEO A IEAHE .

L RIEF O ER PCR AT BT B IE
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