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pUC19 CKIZE).  2,686bp

PowerTrack SYBR Green Master Mix (SYBR Green)
(Thermo Fisher Scientific #A46109)

10uM Forward primer (Fw)
5- GCT TGT CTG TAA GCG GAT GC -3’

10uM Reverse primer (Rv)
3- CGC AAC GCG AGT GAC GGG CG -5’

HEd e AR > b Andrew+ (Andrew Alliance)

Y7 %A A PCR QuantStudio3 (Thermo Fisher Scientific)

LA

1.5mL microtube \ \) ‘
VRUN
\f

96 U = /L7 L— |k

50mL conical centrifuge tube
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1. OneLab Design & Execute (27 7t A7 5,

https://onelab.andrewalliance.com/login
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2. Work email, Password # AJjL. Login 7§ %,
1> g
* ﬁ OneLab -
B
IES'S
<D
) - J—
i ﬁ
. o
3. Design protocol %7 U v 2735,
; Saga University -, HOME  PROJECTS  DEVICES  LIBRARY o v
A
==
e | |, o e o
4. stock DNA 725 5,000pg/ul., 500pg/uL., 50pg/uli & FE&RD X 5 1T 272D DHEfFEZ LE T,
stock DNA j2% 106.2 ng/uL
DNA JRJE 5,000pg/uL 500pg/uL 50pg/uL
DNA 2.4uLL ~ 5uLL ~ 5ulL
water 47.6uL 45uL 45l
/R 50uL @] 50uL @ 50uL
Yellow Buffer 11.25uLL 11.25uLL 12.5uLL
Bl 56.25uL 56.25uL 62.5ul.



https://onelab.andrewalliance.com/login

(Dstock DNA % A2 5% Wi T 5
U eREmERS
Ef/C T Device compatibility 72>5 Andrew Alliance Andrew+ % Fd7 = > 7
Fisherbrand Premium 1.5mL microtube #2 U >~ L, Addtobench %7V v 7

X Add labware to the bench Soan

1 lobware to add on the bench

ALL TUBES & VIALS MICROPLATES BOTTLES & RESERVOIRS MICROCHIPS & DEVICES COLUMNS
—_ = Fisherbrand™
| Premium15mL ®
Frequently used items microtube

> Bottom shape

- @ 1@

> Manufacturer

> Closure
Fisherbrand™ Sarstedt, 1.5 mL Falcon® 50 mL INTEGRA 10 mL

> Sterility requirements Premium 1.5 mL conical microtube conical centrifuge multichannel
microtube wbe reservoir

7 Materlal @ add @® Add @ Add ® A

3 Surface treatment

> color

- . [ ]

v Device compatibility t

Hosrtiance phils resder 10 mL flat-bottom 13x84mm callection 16x100mm
— screw cap test tube tube, virus collection tube,
preservation... COPAN UTMIS...

Androw Alliance Heater

Shaker+ @ add ® add @ add
Andrew Aliance Magnets
Andrew Aliance Peltiers

Andrew Alliance Shaker+

Andrew Alliance Vacuumi
PCR thermal cycler
Phatoredox .

Add reagent at start 27 U v 7

STEPS LABWARE INFO
“iv  Newprotocol#2 4 V.1 & H [> Execute

0 SOLUTION AT START
No selution at start yet

U
- Add reagent at start

04
or

Actians

experi

3] import solutlons at start

Fisherbrand™ Premium 1.5 mL

microtube
01 stock DNA 7 2R
X Fill 01 Yellow Buffer with Reagent S 5y e, e, 9]
Filters Frequently used reagencs
(®) Fromihe emire s ‘ 'y ‘
Frarm project r
from current pearnen o
il Water Lsomec aoHdE delonized water
reagent Tau Sngml Tau Tau
£ soiea & seic & solec & soiee

& é é ¢ é

o7 stock Tt otwener 1 Vellow Bufter somac somac somdc
120 A Tomgint 100t 100
£ select & seleat 0 selece 0 seka & seleat 0 select
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Volume ZA>TWbhE (ZZTiE 50 ) #AM)

LABWARE INFO
wie Newprotocol#2 4 1 @ : > Execute
Set [anware as Target of the expariment
i ) -
L

cl I [0) Fisherbrand™ Premium 1.5

mL microt
04 L Tubes & vials

= = -l 11926955

cccccc

1.6ml

Replace
Replace labware
LABWARE INFO ®»—%& F Comment & cooled & AJJ —
cooled H

O YN o
U 55 TFalcon 50mL conical centrifuge tube % %R
Add reagent at start 2>5 01 water %R L., Volume % 40000 I[Zf5/E

@Yellow Buffer % A2 %545 % HEfi
U 735  1.5mL microtube % 3®IR
Add reagent at start 2>5 01 Yellow Buffer #3ER L., Volume % 50 (2457
Comment {Z cooled & A7)

@ODNA £ 5,000pg/uL Z##9 572, 1.5mL microtube % 1 A%E(i
01 5000pg/ul, &
Comment |Z cooled & AJJ
*Volume |3 E L7

® - 725 Replicate %3, 500pg/uL, 50pg/ul @ 2 A%y % BN
775, 01 500pg/uL., 01 50pg/pls % L ZEAUEIN

5. 4AF"DEDOLBYIC, FIAKESIELET,

)

01 stock DNA %7 YU w7 LIZE %,
01 5000pg/ul. ~KZ7 v 7

® | RoxE BEESLET

i+ Newprolocol#2 & V1 @ H D> Erecwe

cl

Volume (2537 L2\ &% AT

17



Savestep 7 U v 7

X # 1. Pipetting Scroll ta navigate through all the parameters
Sources

= Conl Configuration

N 01 stock DNA
lume
Destinations " o -
Guidel
Multi-volume mode
Edit selection
@ 01 water 75 01 5000pg/uLs  ~MLFH A 43E
Mixing ¢ Dstinations % [ L. OTHELE DNA LKEZRED (BXyT 4 7)

X # 2. Pipetting Seroll to navigate through all the parameters

Edit selection irne: s Yiines: || 4

@500pg/uL. 50pg/ul MM+ 2 L5 IcFn s 5 a5
@01 Yellow Buffer 7% 01 5000pg/uL. 01 500pg/uL. 01 50pg/ul. ~ME /e g% /53iE L,
ENy T4 7T HEIT RS T AT D

6. 1.5ml =y Xy Fa—TIIGEHEE TROMY LT 5

Master Mix 60 {5y 185y
water 378uL 6.3uL
Fw 36uL 0.6uL
Rv 36uL 0.6uL
SYBR Green 600uL 10uL
At 1050uL 17.5uL

D1.5ml = v R F 2 —T7 % 4 KU

02 Fw #31#IR L. Volume 55. Comment cooled % AJi.

02 Rv

ZEIR L. Volume 55, Comment cooled % AJ)

02 SYBR Green #3#R L. Volume 600, Comment cooled % A7J
02 Master Mix %2R
® 01 water. 02 Fw, 02 Rv. 02 SYBR Green 7*5 02 Master Mix ~ B2 57E L,

18



BKRBRICERXy T4 7T LH57a s 7075
(ZFE) 02 SYBR Green, 02 Master Mix Z{#i T A5 D& ELZ T HH

SYBR Green (%, ¥iMEDREW 2,
Handling liquid viscosity @ Aspiration speed & Dispensing speed

Mixing ¥ Htimes & L Speed (£ Slow %i#ERT 5
uuuuuu
g
a Advanced
@ i
Fipetting
Destinatians
Pipetting mode
® o
B 6]
P hefore oo
Handling liquid viscosity
nepiraion s Dispensing speed
@ son | Nl @ Son L Nomal [ e
w o)
i ? @
X # 15, Pipetting Seroll to navigate through all the paramerers
sources
Contiur
® o
Ao
Mixing (D
Guidell
Sources Dest
g woang
- +
;;;;; Speed
® s N F
volure

By b o< BT

SiES

X Slow #ZEIRT B

96 7 = /L7 L — MIKIEED DNA & Master Mix & FROBVIRETAH LIl T L0735,

No.

@

@

®

@

5,000pg/uL

2.5uLL

500pg/uL

2.5uLL

50pg/uL

2.5ulL

Unknown

2.5uLL

Master Mix

17.5uL

17.5uL

17.5uL

17.5uL

&t

20puL

20puL

20puL

20uL

(DUnknown % A#1% 1.5mL microtube % 3 A4

03 Unknownl. 03 Unknown2. 03 Unknown3 %% L. Volume 50 % A/

296 7 =)L 7L — k& LT MicroAmp Fast Optical 0.1ml 96-well PCR plate % #fj
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THROWBYIZ, FETEL LT v T T 575

12345678 9101112 02 Master Mix % Al1~H6 ¥ T/iik
_ » 900008000000
2 1111 ] Jejelelelele
- 000000000000
P 900000000000
. 000000000000
F 900000000000
c @FF2 000000
" ®EE343000000
X 7 1.Pipetting Serollto navigate through il the parameters F——
SSSSSSS XA DI Z R &3 ook T D EF
. : Advanced Yolime
— o Volume [(Z&Z AJ)
o Multi-Volume mode % ON

Edt selection [ (5 Pestevolumes s

1 sources, 7 valumes (L)

vvvvvvv

Advanced

Pipetting Pipetting mode 725
Repetitive mode % 3R

@ Blow-out is automatically set and performed in the repetitive pipetting mode

Pipetting mode

Forward Reverse @ Repetitive mode @

A1~AT ¥ T 01 5000pg/pL ZfEld THEL, BNy T 4 7 TIRED
Iha FATE T k4

03 Unknownl~6 % G1~H6 £ T2 dDIZHiEL., EXvT 4 T TRESD
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8. [> Execute %?Eﬁ L/"C\ 'ﬁz’37137013 y?_&%g%ﬁﬁ&gzﬁy N Andrew—i—f\iiH%
VBN F RSN S, 77T AFETATRE

Andrew+ %27V v 7
Material list (Zff-> T, HBRH O ZHER

BHE O RICES T, KI/, BTV EETRD

9. YT NABA-TWNDH Y = )VE, HEETDH,
10. &7 = VYTV A5 TV D DR

11. KD oo I 2 5E
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V7 N2 A 2 PCR JEFIE

U7 %A 2 PCR QuantStudiod THIE Y v 7 Z L& Bk L, HIERGT D

1.

Connect Your Lab (27 7 & X7 5%,

https://apps.thermofisher.com/

Design and Analysis New A4

[Open File...] > [Personal Files] > [20210920.edt] F7=i% [20210923.edt] > [Import]
MBINH DT 7 A L% EIR

[Run Method] (Z PCR DiRESRMEFHET D
Reaction Volume : [ 20 ] uL HWEST LT LD
Heated Cover Temperature : [ 105.0 ] ‘C ~A 27 n 7L — h EEOEE

Hold Stepl  95C 00:20

PCR Stepl 95°C  00:05
Step2 60C 00:30 AT TAaL 7 Vvwr
40x

Melt Courve 7 7 4/ hRHDF F

Run Method
Instrument: QuantStudio™ 3 Block: 98-Wsl 0 T-ml  Run Mode: Fast  Experiment Typs: Stardard Curus
Reaction Volums| 200 | pL | Heated Cover Temperature | 105.0 | °C
Hold PCR Melt Curve
SR Bh
B+ [+] Step DiEN
95T 9 C Fele 95T 95 C
413°T/S -
re Read
00:00:20 00:00:01 00:00:01 00:00:01
3 413C/8 316C/S 0.1°C/8
y o Fost Read J. a " .
s SEES IS
e 00:00:20 [ ) 1'4: Step DHIFE
PCR
Met
40x D c
5] Data Collection On Data Collection Off £ Advanced Setting
M Fauseon Pause Off V. VeriFlex™ A Auto Deka
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https://apps.thermofisher.com/

[Plate Setup] (& 7V =V DOV TN EFRET D
OFEMEL R DREDY T NVERET D
[---] > [Stendard Curve Setup]
©@Standard Curve Wizard |\ZF2ET 5

Sample name prefix ( Z“BETOK )

Select targets for standard curve (H 4> D4 il %2 18R]

Number of Wells (31 X[ 2 ])=258

Starting quantity ( 5000 ] FEVER L
Serial factor ( 1:10 ) ARER
Select wells ( Manually

Arrange standards in ( Columns ]

QEMDLAT T T, AMLTEEWT 2 vE Ry 7 TREIRT S
’ﬁ Plate Gallery » 20210920.edt @ Help v £ System ~

Select targets for standard curve

[01- x]

Number of Wells

Select wells

utematically ® Manualy

Arrange standards in

@Sample name prefix & Select targets for standard curve %2 H L C, 2B/ AT 5
® [Close] 7V v 2
OATILIZW T =V RT v 7 TERIRL TS, [Samples] & [Targets] %8R

Name* 1 Gol Types
s @ Standard
Unkniown 1 o Urknown
Urka [ ] Urk
Urka [ ] Urk
Targets () Reagents (0)
Targets Color Rep:

N (B ® A
o ® .
o . '

& A\

23



6.

7.

10.

11.

12.

13.

14.

[Run Summary] TEEESM:% R

[Save Plate File] 7V v 7

LTI NEFfo T U TV Z A L PCR OERERICBET S

EHOETY = LOPIZH 558z ki<

U7 %A A PCR QuantStudiod D &EJR %2 AiLd

HEDOT A2 %22y F LT, 967 LT L—E2UTLEALLPCRICEY FT5

ERR LT 7' v 7T Kai@iR L, HIERR 4R

WEMRT LIeb, 7 =X ZRA7

HEoT7A4arz22yF LT, 967V TL—r2 7% AL PCRGERDY HT
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)

WMAICIE RIS TT
EENICIEMT3ET

nE#EDPCREVIE=FHHEE 2"

(Gl EISRiEoE

‘uwua«mmm%&%

1oL (n)

)

mACE AT ST T
ERNICIAMT 339

nBIEDOPCREME=¥IEHEBEx2"

YIHAI A AR DR BRFR AT .
EHAIIPCRZNZEIC KD
TSh—BRHNEB B8
371 MRERES

PCREVIECHNXREBIIHET S

GliBEs) RISRiSos

‘uww—mpcnmﬁﬁ

B 2L (n)
PEEDNBIT IS LPCRES IR

) (ISR T IO MO —

(L 2EH07

hreshol d Line F5h—
o
ﬁ AAAAAAAL } =
)U)U )U )U )U )U )U 1HiEfR
E 251 2E 253 : 2 256 YA —>

$i88:QuantStudio1/3/5 U7 JLS 1 LPCRY X7 Ly HHERREHI(Thermo Fisher Scientific)
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=
Melt Curve (R2fiRER{R)
BECHLT, =1 - o
HAMEEMHLT

ZLEIZRLIET ST B Bt

- N
5 £ R

ELE. e T
5 Bgt;g'p DN_Ab\ I - VE. — - SR DE—Y
IRl TLVz S, SBE [°C]
E—-ODUENEDS

E—-ODEH e |

RCHESH i — [roronoi— |

AR B ===

}ﬂg;::;;tstu;i;’l‘/3/5 U754 LPCRY 27 Ls HHERRERH(Thermo Fisher Scientific)
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1. Connect Your Lab &7 7 & Xx9 %,

https://apps.thermofisher.com/

2. Design and Analysis New %7 U v 7

3. [Open File...] > [Personal Files] > [20210920.eds] F7-1% [20210923.eds] > [Import]
MSMH DT 7 A L% R

4. Quality Check # 7 C, [Amplification Plot] & [Melt Curve Plot] %87 %

5. Standard Curve ¥ 7' C. WMEMRAWERT 5
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