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Ver. v.7.9.04

RealHelix™ Rice-22 FMMA Kit (for ABI7500 user)

Kit contents

RealHelix™ Rice-22 FMMA Kit

Cat. No. RFM-100
(100tests)
2x FMMA Premix 1ml x 2ea
A-set OM 0.12ml
B-set OM 0.12ml
FMMA 8-tube strip (ABI7500) 2packs
FMMA 8-cap strip (ABI7500) 2packs
96-well plate for FMMA (ABI7500) -
RNase-free Water 1.5ml

Protocol

1. Template DNA =H|
AAStAAL St A|Z2 252 E genomic DNAS XS0 Template2 A THC,
PureHelix™ Genomic DNA Prep Kit (Cat # GCTN100)2| At&2 FHMSHCH
2. PCR Reaction Mixture H|=

o ZZ19| A= 2 MEZ| PCR S (A-set, B-set) 22 FA L MEtA 2 ZH0M

A-set reaction mix 2} B-set reaction mix & CtS4t Z0| =H|3IC}

2/17

NanoHelix Co., Ltd. F711-1(Rev.0)
A-dong and B-dong, 43-15, Techno 5-ro, Yuseong-Gu, Daejeon, 34014, Republic of Korea TEL : 82-42-867-9055, FAX : 82-42-867-9057

E-mail : info@nanohelixnet <www.nanohelix.net www.nanohelix.net/KOR>


mailto:info@nanohelix.net
http://www.nanohelix.net/
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Rice-22 FMMA Kit

A-set Volumes B-set Volumes
Template 2ul (20~80ng) Template 2pl (20~80ng)
2x FMMA Premix 7.5ul 2x FMMA Premix 7.5pul
A-set OM 1.0pl B-set OM 1.0pl
RNase-free Water 4.5ul RNase-free Water 4.5pul

15ul total 15ul total

o n/lig] AIRE SA|

gstct.

BM5E A0 n+27] 22| Master MixS Z=H|sto] EFs|A A}

(o) 2422 MEE SA EMY

Ct21} Z0| Master MixS XN|=$tct.

A-set Master Mix Volume. calculation
2x FMMA Premix 195.0ul 7.5 x 26
A-set OM 26.0ul 1.0 x 26
RNase-free Water 117.0ul 4.5 x 26
Final Volume 338.0ul 13 x 26

B-set Master Mix Volume. calculation
2x FMMA Premix 195.0ul 7.5 x 26
B-set OM 26.0ul 1.0 x 26
RNase-free Water 117.0ul 4.5 x 26
Final Volume 338.0ul 13 x 26

1) Z+ZtQl 8-strip PCR tubelf F=H|El Master MixE 13ul & 2FHCH

2) g2Fd

(B2) 7IE0AM HMIst= FMMA ™ & tube 2 cap strip 2 AHESHO{OF &HL|Ct
0|2/9| CHE tube H cap AFAlOl= Eeet AWE P2 + &L
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3.

Real-Time PCR Run

ABI7500

1)
2)

ABI7500 softwareS &3stCt.
2FEl 8-strip PCR tubeE Ofzf D21t 22 H{EE ZH| sample blockOfl &&HSHCH
o) AT welldt A7 well2 &Y A|Z(S1)E AHETH A-set PCR mixture?t B-set PCR

mixtureO| C}.

A-Set B-Set
1 2 3 4 5

[=2]
-
co
[ie)
-
[==]
iy
j—y
-y
\S)

A S1 S9 S17 S25 S33 S41 S1 S9 S17 525 S33 S41

B 52 S10 | S18 S26 | S34 542 S2 S10 | S18 | S26 | S34 | S42

C S3 sS11 S19 S27 | S35 543 S3 S11 S19 | S27 | S35 | S43

D S4 S12 S20 S28 S36 S44 S4 S12 S20 528 S36 S44

E S5 S13 | S21 S29 | S37 545 S5 S13 | S21 529 | S37 | S45

F S6 S14 S22 S30 S38 S46 S6 S14 S22 S30 S38 S46

G S7 S15 S23 S31 S39 S47 S7 S15 S23 S31 S39 S47

H S8 S16 | S24 S32 | S40 548 S8 S16 | S24 | S32 | S40 | S48

3) Template file X| 5! Run start

@ File > Open 28

File | Edit Instrument Analysis |
l New Experiment > = S
| New Study = =
Open.. Ctrl+O I e Analyze
Ctrl+s . - :
Ctrl+T
Exit
BT ETAEL ] Y
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@ HM3E "Rice-22 FMMA.edt” THAS A E

] MewEsperment - (5 open. B L ) a

Lookin: | |, Rice-22 FMMA

&0 Rice-22 FMMA ed

File name: Rice-22 FMMA edt

Files oftype: |l SDS Files (edm; eds; edt, sdm; sds; sdt)

A Home 1] Lo

7500 connactea
I e A I B I
: =2
® File > Save as 28
File | Edit Instrument Analysis | = =y -]
P
New Experiment » B il L L |
New Study 40 Expocment. Uniiiod Type: Standaud Curvo Roagents. Othar o
Open. Ctr+0
Close —_— et Syl 3
fun Status. Mot Starled ) Enablo Notitcatins
Save Ctrl+S g e
I | it Lot
Save As PRE— et o
Save As Template Ctrl+T —
Import.
Export..
Print
Print Report. t
Exit
ol
- e 72 A
| = e RENcRE ] i EX
o= S kel NG
® J-'-I'El:ge X| o°|'0:| X-Io
5
oo - 5 e S - 3 o G o+ 3 v
o Mo | [R—— [ —— [Ra—— )

-
=3 D Save |5 ——
fm Stahrs e Savein: | Rice-22 FMMA » B0EG 6]+ E ot wotiications
— » E .
‘ .;)
Recent tems
|4
Cesitap
. ‘ £
§ My Documents
i
-

& i|}||.nam.. |

Hetwork | Filgs ofyps: fies (* eds) v | concet | s
| s s R PR

[ _ERERERElGI I ED
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® Start Run

' )

Run Status B ]
. |

o |

)
START RUN R
:] L —
Ampanc atian Piot
I s
¢
e
[ : SRR i) s E)

® Start Runs St Of2iet Z2 == AKX &Ql(0KE M3

Esprorvmoci Monu | Exponmont Unibtied Type Standant Curve. Roagents: Ofter w

|~

‘o Applied Biosystems recommends the SYBR® Green reagents to perform a melt curve experiment.

: [ ok

BTGB O] 3]
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QuantGene 9600

1) Gene-9660 softwareS A& THCL.
2) 2FE 8-strip PCR tubeE Of2ff D2t 22 HIEZE ZH| sample blockOl| Z&fotCt,
o) A1 wellt A7 well2 &€ A|Z(S1E AHESH A-set PCR mixture?t B-set PCR

mixtureO| C}.

A-Set B-Set

1 2 3 4 5

[=2]
-
co
[ie)
-
[==]
iy
j—y
-y
\S)

A S1 S9 S17 S25 S33 S41 S1 S9 S17 525 S33 S41

B 52 S10 | S18 S26 | S34 542 S2 S10 | S18 | S26 | S34 | S42

C S3 S11 S19 S27 S35 S43 S3 S11 S19 S27 S35 S43

D S4 S12 S20 S28 S36 S44 S4 S12 S20 528 S36 S44

E S5 S13 | S21 S29 | S37 545 S5 S13 | S21 529 | S37 | S45

F S6 S14 S22 S30 S38 S46 S6 S14 S22 S30 S38 S46

G S7 S15 S23 S31 S39 S47 S7 S15 S23 S31 S39 S47

H S8 S16 | S24 S32 | S40 548 S8 S16 | S24 | S32 | S40 | S48

3) Template file X[ 3! Run start

=2
=

@ Open Template

2

Local

Experiments Settings

H
Neh‘l E

m Recently
o Opend
Experiment
n

Experiment

pel
mpla

2021-10-25 12:24
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@ HMBE "Rice-22 FMMAfgt” It MEH

Local Template/USER(32bit)/

Tempiates Directory Experiment Name Experiment Date

1428

~3 USER(32bit)

Creat Experiment  Manage Fies  Fie Export ([ RERIIN

® Strip &&2 Z0I5t0 Start Run HE 28

Detector Sample Plate Program
er Name:

Detector > Master Mix < s Batch Number

Save AddDefector  AddAssay  DBIS “ Start Run

@ LS XFot MF

® PCR =¥ 22 Z Home > Local Experiments > Z1} T} MEH > Export > X%
=

Experiment Name Experiment Dale

RICE fgt_20210818_163323.fd
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Rice-22 FMMA Kit

4. Data Analysis

ABI7500

1. ABI7500 Software Data Export

1) PCR =¥ = Analysis HE

o A2
=2 =2 71

NANQHEL/I;'(y

Reliable Partner for DNA Technologies

sjof gAt

@ Setup > Plate Setup > Assign Targets and Samples > passive reference > None

@ Setup > Plate Setup > Assign Targets and Samples > View Plate Layout >

AFESHA| fE2 gl A E2jasto] dEf > 2BEXR O0ffA 28 > Clear

@ |usewp ] -
- Fincouets. _Q
N S ——— |
T
...... = = [
L . 3
] z ! 3
|-
| Assign Targets and Samples
s s =3 -
|| | =] — EmE|
| .
¢ 1 1 1 i i kil N
_-EEEEEEEEEme.
e E FEEREELRERELRERE LR
x| A A N A A 0 . . 0 .
.
-EEEEEEEE. ...
: 1 i i1l i kiR B
e ()98 varcn [ 0 St [0 igma Corw b
e =a
R
__ m;___i
i A
- oy
L YIES
LR
;¥ e
A
™
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® Analysis > Reanalyse

NAN@HELIX

Reliable Partner for DNA Technologies

Sevn ] 3 ommm = H.,‘
S = E[EE
2 -]
: - b
S | -
2) Export HHES S&5t £ Export Properties B2 HAETiCH
@ EH1. Results
@ &2, Multicomponent Data
® HE43. One File
@ MEH4. File Type (*.txt)
® XMEH5. File Name, File Location &7
@ export Data X

() Selecthe type of data to export, select whether to export one file or separate files, then enter export file properties. (Optional) Click “Customise Export”to
change the export format and to select fields to export. Click "Start Export” to export your data.

Export Properties ] Custornise Export

@

[ sample Setup M Results

RawData Mulicomponent Data
1. Selectdatato oot g i @

Data

2. Selectone fle or separate files: (One File (3) v| Sefectto exportail data in one fie orin separate fies for each data type.

3. Enter export file properties:

ExportFile Name:  Untitied_data

©®

Export File Location: C\Applied Biosystems\7500\experiments

) Open file(s) when export is complete

File Type:
4

Save current settings as the default

[l e

3) Start Export HH=2 2250 ABI7500 DataE TXTLIYZ
Export Tool” HHES 2&5I0 2 H=Ch
Export Completed X
@. Your file has been exported to :
L
D:wworkw2 30| S5 2 Fwdataw181220.txt
What do you want to do next?
| Export More Data | | Close Export Tool |
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QuantGene 9600

2. QuantGene 9600 Software Data Export

1) Open > 2A% ntAYH MEd

FR Gene-9660 - o x

[ New ~ | ® Wizard | £ Open [ Save ~ | [# Export Experiment ~ | [# Openciose Rack

Home.

Absolute Relative HRM HRM snp SNP

Recently Opened Experiments C Categorzed tempiates| Y

~ +Res

admin o

2) Setup > Plate > Setup > Plate Setup > AMdStA| @f2 Bl A =250 ME > 22

Z O0r2A 28| > Clear Detectors And Samples

FIR Gene-9660 - FMMA Rice60-fqt_20211021_095949 - O x

[ New ~ | @ Wizard | [ Open [H save ~ | [* Export Experiment ~ | [# Openiciose Rack

FMMA_Rice601c

It

S Experiment Type: Absolute  Experiment Name: FMMA_Rice60.fqt_20211021_095949
Detector O ST Well Tab

Assay Item Property _ Con. Zoom In | Zoom Out | Reset Sample Auto Arrange [ Select Wells ¥

i
sample O
setA_JOE - JOE ]
A U sel
Plate ] seth_TEXAS REL| =]
i

SetA_CY5 - CV5

program O

Analysis

[ U se

Report

||

m

[ ]
e
. 505 D
. S06
. 07 F| U sel
. S08
o [s09 7] qf
. S10
. s11 o
. 512
admin g E EZE211021-NEI1412v7 4 \_Rice60.gt_20211021_095049.fqd
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3) Analysis > Analysis HE 28l

PR Gene-9660 - FMMA_Rice60.fqt_20211021_095949 - u] X

Fil 5, Tool R Data § Hel
b I Repo Ds Y Help

1) New ~ | @ wizard | [ Open [ save ~ | [* Export Experiment ~ | [# Open/ciose Rack

el
eriment Type: Absolute Experiment Name: FMMA_Rice60.fqt_20211021_095 (A0 0

Amplification Plot Plot Settings
R
OO EEE E LT v o - oo COMM - i
2000 [ Resull Summary ]
S —
30000

Zoom In i Zoom Out || Reset

Amplification
B (-] 20000 12345 6|78 ew0]nn
26000
Standard Curve © 240005 v
220003
weling Curve © | | uo o4 s
2 18000
2
% X
8
S 14000
c u
£ 12000 oE @s
pove ik s
8000
6000
CH
4000-;
[ 5 Ll
0
L S St I A N N N
003 6 9 12 15 18 21 24 27 303}
Cycle
admin O3 EwESETOM02INEN12VT 4 \_Rice60.fqt_20211021_095949 fad

4) Export Experiment HHES 28/%t = Export to Text +1&

@ All items export to one file. Please select file path :
R Export Experiment to Text *

Export Path
O One item export to one file. Please select folder path:
C:WUsersWkongSiWon#DocumentswGene9660WFMMA,_Rice60.fgt 20211021 095949 =

@ Allitems export fo one file. Please select file path:
Ca¥UserswKongSiwonwDocumentswGene2660%FMMA_Rices0.fgt_20211021_095949_1.txt .

Export ltems

[/ Quan. Raw Data

Melt Raw Data

@ Quan. Result

[ Melt Result

Quantitation Amplification Results

@ 42 8™ > oK
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muju
Ju
s
2
|l
0%

@ FMMAVIEWER exe ItY &

@ HEHE > 4EmY 227 > dEnrY ME > F7|
- ABI7500 EH| 24 Al 28I : ABI7500-7.9.04.conf
- QuantGene 9600 FH| &4 Al ALY : Bioer-7.10.04.conf
*[F=O|] MM mUo| HHS T Folstn ALRSIM QN

=1 &

[ P )
J238E g8

- o > MREM > 77| ME > mpUMER
- ABI7500 &H| &4 Al : ABI7500

- QuantGene 9600 ZH| 24 A| : Bioer
i cxez e

A 24
TEsme Bae | w1 7|7) >
24 o JF
-] = - M e
DM LHELHI ABI7500 =]
Score HIOIZ LHEWII | — ABI7500
28 ‘ Bioer
@ MYEE mte =227
- ‘E‘ﬂ EI'OEI %E‘|27| > X17<(>|-EI_| rl_l.oel A,_'“ﬂ"' (data)
® Zt HolZ =l

- RM Number : O Hz 2 20l 75
- RM Score : RM score2 =0l 7t
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3) 23t HO|Ef LHELY7|
© SAMIY MF . =FE ZAE Zdsto] 2ME ZaE Y2 MEY (data)
@ ZIM WELHZ| 48 B 240 TS 2HME AY TYE MZ (xls)
® Score HO[E LHELH7Z| : RM Number == RM Score HIO|ES M mz NZE
(xlIs)
@ [II-_TI_] 7=lJ—_||- J.LI-IC) I‘Ill-EL
@ Marker ¥ Melt TmO| 2QIZ|H Code?} M-d&1, EtO|E E Codelt YX|B=
252 ETHEE (mHsMEEEAER HE) 235 28 Uwdd wE)o
M Ztot ==otrt
@ Code?t &&= 52 4 &7 EMSIH 20t T A diEst=e 85 2F
/12 #+=5to #7| ECt

BCEGHUKLMOPQT | Ata/&e=gl

ABFGHJKLOPST | Al&2l/&E %
BGHIKMQRST TZ/Ef S
BFHIJKQST
FGJKOPT SZ /0] %t
3) Melt peak 20l g
@ Z2IHWo| xt= AT 96 well plate ZA =7 E=XYSHCE

—

® 96 well plate 2A/= Z0|| Melt peak chartZ} & EICH
Set A, Set B ZtZt0llAl dye & melt peak O|O|X|7} ‘4 x|0f & 87H2| chart}
Lt &l o,

@ Algorithm0| 2/8f peak© 2 THHE|T peak height?h 22319 threshold lineS
E0{OF real peak2 2 EHFEICE

@ QSR St= welle MEISIY Mg S 2L}
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5. &NXIE

AL
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Reliable Partner for DNA Technologies

® ABI7500 PCR Z1t T¥H
Step Condition Cycle(s)
Holding Stage 95°C for 15 min 1
Denaturation 95°C for 20 sec
] ] 65°C for 10 sec 5
Annealing & Extension 61C for 30
PCR Amplification or > sec
Denaturation 95°C for 20 sec
) ) 63°C for 40 sec 32
Annealing & Extension
Collect the fluorescence data
65°C for 1 min
Melting Curve 99°C for 30 sec
Step and Hold 1
stage (0.5°C/step)
10°C for 1 min
® ABI7500 PCR condition
ABI7500 PCR Zi ®HE (Melt Tm °C)
Set A-set
Dye FAM JOE Texas Red CY5
Marker RMO09 RMO06 RMO1 RMO04 RM15 RM11 RM13 RM12 RMO05 RM22
Melt Tm (°C)| 72-75.5 77-80 82-84.5 |78.5~81.5|84.5~87.5| 72~75.5 |84.5~87.5 91.5-94.5 | 73.5-76.5 | 80.5-83.5
Set B-set
Dye FAM JOE Texas Red CY5
Marker RMO08 RM17 RMO03 RM02 RMO07 RM16 RM19 RM10 RM18 RM14 RM20 RM21
Melt Tm (°C) | 75.5-78.5 | 79.5-82.5 | 83.5-86.5 | 74.5-77.5 81-84 92-95 73-76.5 79.5-83 85.5-89 74.5-78 79-82.5 84.5-87
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Rice-22 FMMA Kit

e ABI7500 Zt T A (AHZ/AEE)

® QuantGene 9600 PCR condition

Step Condition Cycle(s)
Holding Stage 95°C for 15 min 1
Denaturation 95°C for 20 sec
) ] 65°C for 10 sec 5
Annealing & Extension c 7
PCR Amplification 60°C for 30 sec
Denaturation 95°C for 20 sec
) ) 60°C for 40 sec 32
Annealing & Extension
Collect the fluorescence data
65°C for 1 min
Melting Curve 99°C for 30 sec
Step and Hold 1
stage (0.3°C/step)
10°C for 1 min
® QuantGene 9600 PCR Z1t ZHYH
Bioer PCR Z1} T 1 (Melt Tm °C)
Set A-set
Dye FAM JOE Texas Red CY5
Marker RMO09 RMO06 RMO1 RMO04 RM15 RM11 RM13 RM12 RMO05 RM22
Melt Tm (‘) | 72.5-75.5 | 77-795 |825-855 | 77~81 | 84~87 | 72~75 | 845~87 | 91-945 | 725-76 | 80-83
Set B-set
Dye FAM JOE Texas Red CY5
Marker RMO08 RM17 RMO03 RMO02 RMO07 RM16 RM19 RM10 RM18 RM14 RM20 RM21
Melt Tm (C)| 76-78.5 | 80-82.5 | 84-86.5 | 74-77 | 80.5-83 | 92-95 73-76 80-83 | 85~88 | 74-77 79-82 | 83.5-86
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