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Software Setting

1. CFX96 Touch™ Real-Time PCR Detection System (BIO-RAD, Product No. 1855196, Software Bio-
Rad CFX Maestro version 4.1)

i. Run asoftware and click “User-defined”

T Rad € o X
& J e
) Detected

Startup Wizard (5w

ﬂé?? Run setup Select instrument CFX96 v

@ Repeat run
%‘ Analyze

Select run type

User-defined PrimePCR

No mstrument detected sfter 120 seconds.

ii. Click “Create New” and enter the reaction volume as 20 pl and modify PCR reaction conditions as

below.
Step Temperature Time Cycle
RT 50°C 10 min 1
Incubation 95°C 1 min 1
Amplification 95°C 3 sec 40
58°C 30 sec
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File Settings Tools *

Bl & insentstep After ~| |sample Volume [20 |t | Est. Run Time 01:10:00

N = e
(4] Insert Swep | ZI_C feriofo

95 C for 1.00

d = 950 C for003
[g] Insert Gradient g 4 580 C for0:30
+ Plate Read

[==5] Insert GOTO || =5 GOTO 3 .39  more times
END

B2 Insert Melt Curve
#5590 Add Plate Read 1o Step
Step Options
(e Delete Step

OK Cancel

No mstrument detected after 1

iii.  Click “Plate” and check the “Express Load: QuickPlate_96 wells_All Channels.pltd” and click “Edit

selected”.

Ml Bio-Rad CPX Maestro (sdmin) - B8 X
Fle View User R Took Windows Help
2 1Y & o & BIO-RAD
8 Detected hstnmentis) p= f =
I FAM, HEX, Tors R, 5, Quome 05 Pk e BR Cleas Scen Mode: AL Chasoes
1 2 3 . 5 6 7 8 9 10 1 12
A unk unk unk unk unk nk unk unk unk unk nk nk
5 unk unk unk unk unk unk unk unk unk unk unk unk
c unk unk unk unk unk Unk unk unk unk nk nk Unk
] unk Unk unk unk unk Unk Unk Unk unk Unk unk Unk
£ unk unk unk nk unk nk unk Unk unk nk nk Unk
F unk Unk unk unk unk Unk unk unk unk Unk unk nk
] unk unk unk unk unk Unk unk nk unk Unk unk Unk
R unk ok unk unk unk ok unk nk unk unk nk Unk
«hwv Next >»
No mstrument detected sher 120 seconds. Tiew: Updates Avaisble | Usecadmin | 10/26/2020 1359

iv.  Click “Select Fluorophores” and tick FAM, VIC and ROX. Also, define 96 well PCR plate layout on

program.

Rev. Version: Nov 26, 2021 V6.3
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v. Click “Next” and click “Start Run”.
U Bio-Rad CFX Msestro (sdmin) - o0 x
File View User Run Tooks Windows Help
& & Ey R
a8 [P =
(4] Poeat (D P wBp SwaRum
Cova New. Expos Load
Select Exsting QuickPlate_96 wells_All Charnels pld v
Selected Pk
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Py
Ploorophores FAM, HEX, Texas Red, Cy5, Quaser 205 Pk Type: BR Clear Scan Mode: All Channels
1 2 3 4 S 6 9 10 11 12
A unk Unk Unk. Unk: Unk Unk. Unk. Unk Unk: Unk. Unk
B Unk unk Unk. Unk unk. Unk Uk Unk Unk Unk. Unk
c Unk Unk Unk. Unk Unk. Unk. Unk Unk Unk Unk Unk
D Unk Unk Unk. Unk Unk Unk. Unk Unk Unk. Unk Unk.
E Unk Unk Unk. Unk Unk. Unk: Unk. Unk. Unk Unk Unk
F unk unk Unk. Unk unk. Unk: Unk. Unk Unk. Unk. Unk
L Unk Unk Unk. Unk Unk. Unk. Unk Unk. Unk Unk. Unk
" Unk Unk Unk Unk. Unk Unk Unk Unk Unk Unk Unk
Pav I Newa»>

No instrument detected after 120 seconds
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Run Setup

(5] Prosol (EED) e B SR
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BIORAD
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Block Nesme

RuaShis Sumple Volume

0] Select AR Blocks
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| L
/o instrument detected after 120 seconds.

I

vi.  For data analysis, follow the settings summarized in the table below. More detailed instructions for
setting FAM, VIC, ROX channels are also demonstrated as below.

For 96 well PCR plate:
CFX96 (Bio-Rad)- 96 well PCR plate
Channel Threshold Baseline
Begin End
FAM 120
VIC 200 6 15
ROX 200
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Channel: FAM
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Baseline Setting » —
@] Analysis Mode »
Cycles to Analyze... —— = ,
4000 g l """ All Selected Rows: Begin: IG E] End: |15 E
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v Mouse Highlighting @® UserDefined: 120 3
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Channel: VIC
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. Baseline Cycles
Amplification i O Aws
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= i
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4 -
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Channel: ROX
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O Auto Calculated
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2. Applied Biosystems StepOnePlus Real-Time PCR Instrument System (Thermo Fisher Scientific,
Product No. 4376357, Software version 2.3)

i.  Run asoftware and click “Advanced setup”.

Analyze

Analyze Experiment

# Home

Discx a

Click “Plate setup” and select “VIC” for E and RdRP target, “FAM” for N target and “ROX” for RNaseP
target in “Define Targets and Samples”.

V23

o+ &) PrintReport.

Reagents: TagMan® Reagents STARTRUN | @

[t New Target [ Acd saved Target | Sawe Target | Delote Target [[Actt New sampie | Add saved Sample | save sampie | etete Sampie |
Tagetnzme Reponer Quencner Color Sample Name Calor
4 L5 E ana rarP oK « [rane. v v =
1 Fan < [rone - Eampin 1 5
Matenals
o Sampie 3
" Run
_— Sampie &
Ef Analysis [sample 5
sampiz s
Pe
Define Biological Replicate Groups

@ instructions:  For each bioksgical replicate group

dd Biological Group

inthe reaction piate, click Add Biological Group. iren dsfine the biological aroup

Biolagical Group Name Calor Commants

Asan Targats nd Sampiss.

iii. Click “Assign Targets and Samples” and define 96 well PCR plate layout on program. Also, select

“None” in the “Select the dye to use as the passive reference”.
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B StepOne™ Software 2.3 - 8 x
Fle Edt Instument Anabsis Tools Help
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Assign Targets and Sampl
To i 5. Cl efing and Set Lip Standards
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Assign sampie
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= e Meminss Meminasr PlEesiw ez Mesinee [ ana et
u] Sample 34 © @ mn me me m "
Ll tase e = o (T s
n Sample 35 v [ rwsser [ e (1] oase P [misser [T waser
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P— Samsia 10 Samie 18 P— samia 2
[Meamanme 1] € sna e [ e anarmame [esanas [T e snsnare
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[ e [ mer [ mneser [miaser [ meoer UL
Select the dye 1o use as the passive reference
< >
None v
wWails: [1] 96 Unknown [ 0 Standard L] 1 Megatve Conlro © Empy

iv. Click “Run Method” and enter the reaction volume as 20 pl and modify PCR reaction conditions as

below.

Step Temperature Time Cycle
RT 50°C 10 min 1
Incubation 95°C 1 min 1
Amplification 95°C 3 sec 40
58°C 30 sec

B StepOne™ Software v2.3 - =] x
Fie Eot Instument Ansisis Tools Halp
I Save - B Close

] NewEmenment - &5 Open Qg sens T Downioas & Epon_ - 5 PantReport

Experiment Menu « | Experiment. Untitied 1 Typa: Standard Curve Reagents: TaqMan® Reagents JR— ‘ @

I Reviewthereaction volume and the thermal profle for e defaultrun method. f needed, editthe o
Graphical View | Tabular View

Reaciion Volume FerWell: | 20| pl.

A3 Siage ¥ | Add Siep ¥ | Delels Selected | Undo “Sat Hold Time~ Gollect Data ¥ |1 Qpen Run Mathod | Save RunMethad | Bavert o Detaults
Reacton Set e rvs— [
Humber of Cydes: 40
. Materials List O Ematie Asotamm
Staing Cycle: 1
B -
950°C #0°C
r — .
Analysis /o100 100% 003
75—
Ao
o] s00°C
000
/
Aoos
s
2
o
et ETH X Step 2
< >
Data Collection Of A AutoDsltaOn & AuoDalta Off
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v. Click ”Start Run”.

B StepOne™ Software v23

File E6t Inshumenl Anaiysis Tools Help
i S+ & Closs | Ty Sand Experimentto instument.. "}, Download Expariment rom Instumsn.. | 4 Export_ » & PrintRepart.

] HewExperiment + 25 Open.
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o [[#astage v | Asasiep v | Detete Setecied | Undo Delele” CotieaData v | [ open Run weios [ Save Run Methoa | Revertio Detauts
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Number of Cyces: 40+
B e O navie Ataoera
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— o —
E Analysis / 0100 W00% o3
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Ao 0N
N\ 60.0°C
1
0030
- 500°C
1000
/
/
A
e
-4
o
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Legend
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«
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vi. For data analysis, set settings as shown in the table below.

ABI StepOnePlus

Baseline

Channel Threshold
Begin End

FAM 3900
VIC 4100

6 15

ROX 1100

11
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3. Applied Biosystems 7500 Fast Real-Time PCR Instrument System (Thermo Fisher Scientific, Product

No. 4345241, Software version 2.0.6)

i.  Runa software and click “Advanced setup”

D 7500 Software v2.3
Flle Edit Instument Analysis Tools Help
=] New Experiment + . Open... M L @ a

Design Wizard QuickStart

Advanced

Setup

Template

target in “Define Targets and Samples”.

@ 7500 Sokware w23

File Edit Instument Analysis Tools Help

Analyse

Analyse

Em

Click “Plate setup” and select “VIC” for E and RdRP target, “FAM” for N target and “ROX” for RNaseP

- a X
=1 New Experiment + (5 Open... ld Save - & Close &8 Export.. - £ Print Report...
Experiment Menu< | Experiment: Untitled Type: Standard Curve R TaqM )
[r———
Define Targets and Samplef Assion Targets and Samples }
Instructions: Define the targets to quantify and the samples 1o test in the reaction plate.

Experiment Prop... -

Define Targets Define Samples
e Setup

|MdNewTagel|MdSavﬁlTlnﬂI ‘ |MduewmmpmlMdsweds-muelsﬂes”mlmmml ‘
Run Method

Target Name Reporter Quencher Colour Sample Name Color
Reaction Setup Eaara® [rox Blrone B Sample 1 If |
. Materials List N |[FAM ~ [None v

RNase P |jmc ~ [Nane ~

Define Biological Replicate Groups

Q For

group in the reaction plate, click Add Biological Group, then define the biological graup.

|Mdsnoh¢rx&mp|

Blological Group Name Color Comments

«

# Home |1 Unitled =

| Assign Targets and Samples

“None” in the “Select the dye to use as the passive reference”.

13
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Click “Assign Targets and Samples” and define 96 well PCR plate layout on program. Also, select
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Flle Edit Instument Analyss Tools Help
(5] New Experiment - = Open... i Save - £ Close | & Export. - & Print Report...

Experiment Menu « | Experiment: Untitled Type: Standard Curve Reagents: TagMan® Reagents (_))

Define Targets and Samples|

To set up standards: Click *Define and Set Up Standards.*
@ instructions:  To set up unknowns: Select wells, assign target(s), select "U" (Unknown) as the task for each target assignment, then assign a sample.
Ta set up negative controls: Select wells, assign target(s), then select "N (Negative Control) as the task for each target assignment,

£ |View Flate Layo! a View Wel Table
2]

Select Wells With: - Selectlem -+ - Selecttem -
Assign  Target Task Quantity
= |eandRd.. BE ] Show in wetis » | B view Legend | ==
ElC CIEI=] ; 5 3 ,, -
L@ |me=r | @EO 2
|8 Mixed [T] Unknown [ Standard [Z] Negative Control ne Somple 8 Sample 16 Sampie 34 Sampie 33
|l amansme: o o [0 esnamare
A | o~ mx mx mx [ul]
| maser iasep T easer [ naser [ nase e [u ]
pr— - Samsia 17 Samsie 28 Samsie 33
R Ul [ulo=c ] ulr ] uC—r—]
T m @x mw mw o=
T maser Mmaser Mraser M rnaser [ vase P lul
Assign Bialogical Group
Samsie 10 Samsie 18 Samole 28 Sampie 34
[E= [ule ] ol ] uL=—r]
s Ol mx mx (vl
Mmaser M emaser [ maser [ mase » =5
>
None ud weils: [T] 84 Unknown [ 1 Standard [ 1 Negative Control 0 Empty
«

A Home | Untitled * |

iv. Click “Run Method” and enter the reaction volume as 20 uL and modify PCR reaction conditions as
below.

Step Temperature Time Cycle
RT 50°C 10 min 1
Incubation 95°C 1 min 1

Amplification 95°C 3 sec 40
58°C 30 sec

@ 7500 Software vz 3
File Edit Instument Analysis Tools Help

=] New Experiment - 5 Open... il Save - & Close | 4 Export.. + £ Prinl Report..

Menu« | E i Untitled Type: Standard Curve Reagents: TagMan® Reagents

Experiment Prop... @ Review the reaction volume and the thermal prafile for the default run method. If needed, edit the default run method or select a run method from the library.

[Graphical View| Tab
Plate Setup

o 1 Reaction Volume Per Well 20 jL |DExper|Mone [(se

BN reaction Seun [ Add stage + | ada step » | Detete Selected [ Undo "Set Hold Time= | 410 oo 1| Cotectiata v | [ @pen Run Method [ Save Run Method... | Reverto Defauts |

. Materials List Hokding Stage

Cycling Stage
Number of Cycles: 40 2]
[ Enable AutoDelta

Starting Cycle: 2
00 |
850'C 850°C
01:00 6% o003 N
/ N,
/f‘
2 ] / "
Avoss. '\
S \
/ N 580°C .
/ 0030
sopc Y
% = —
Pa
o
_Aoos
]
o]
step 1 T El Gup2

<

T
Emﬂ Collection On Data Collection Off & AutoDelta On & AutoDelta Off

« |l

oo [ Unitled =
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v. Click ”Start Run”.

W 7500 Software v2.3

Flle Edit Instument Analysis Tools Help

=] New Experiment + 5 Open... id Save - & Clase| 48 Export.. - & Print Report..

Menu « i Untitled Type: Standard Curve

e ©
I
..

Run Method

Exgroriment Prop... @ Review the reaction volume and the thermal profile for the default run method. If needed, edit the defaull un method or select a run method from the library.

\Graphical View| Tabular View
. Plate Setup
e Reaction Volume Per Well | 20|y [J Expert Mode | =
BN Reaction setup [ Ada stage » | Add step v [ Detete Setected | undo "Set Hold Time- | | mum-|w|£pmnwmm|mnunmm...|nmwumm|
. Materials List Holding S Hokding St Cycling Stage

Number of Cycles: 40 [+
ClEnable AutoDelta
Starting Cycle: 2
100 ]
95.0'C 95.0°C

/o 0% o003

o] 200 |/

10.00 a

ioo%

Step 1 Stap 1

Stap 1 Stop 2
<

o
ey

Legend
Data Collection On . Data Collection Off A AutoDelta On A AutoDelta Off

«
& Home (=] Untitled >

vi. For data analysis, set settings as shown in the table below.

ABI 7500
Channel Threshold

Baseline

Begin End

FAM 95000
VIC 45000 6 15
ROX 33000

15
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] 5
Flle Edt Instument Analysis Tools Help

=] New Experiment - 5 Open... i Save - i Close | % Export..- 4 PrintReport..

xperi Menu &« xperit Untitled Type: Standard Curve TaqMan®

_ e )
B Analysis Settings for Untitled

Cr Settings| Elag Settings | Advanced Setings |

Plot Type: ARn vs Cycle

Save current seninos 3 | @ Review the default settings for analysis of targets In this experiment. To edit the default settings, cick "Edit Default Setings.” To use different settings for
atarget, select the target from the table, deselect "Use Default Settings.” then change the settings that are dispiayed.

Default Cr Setiings
BN Default Cr setiings are used to calculate the CT for targets without custom settings. To edit the default settings, cick "Edit Default Settings.
o Threshokd: AUTO Baseline Start Cycle: AUTO Baseline End Cycle: AUTO | Editl
i
. Raw Data Plot Select a Target Cr Settings for E and RdRP S I!Iﬁ’ﬂi‘i Ill.ﬂ‘—‘d nr-am m:i&a m.in.w-
Target Threshold Baseline Start Baseline End Settings : Defaut Meamdn MEmsn MEman Mewmn |
QC Summary e = o wilise: [l Use Setivos N vl vl vl mw vl
= Eand RARP 100 3 T Automatic Threshold Unde Cr: Unde CT: Unde Cr: Unde CT: Unde Cr: Unde
[BA muttiple Piots View N 700 l 15 . L LT T e > Mamaens
4 Threshokd: (100, Mheamin (MEwit Memin Meamin
RNase P l900 3 15 A x  @x @« @ [ x
- Unde Cr: Unde Cr: Unde Cr: Unde Cr: Unde Cr: Unde
Baseline Stant Cycle:  3:3 End Cycle: | 152 P T

m MW T asce ® Ml ansce & ITH anaca s

P Pt P
: Unde Cr: Unde Cr: Unde Cr: Unde Cr:
aes s ITHonincs ® IThowace o ITh muace » (T annce » Tl anaca s

T ani THeandn ITTEamdn (TTE iR TTE R
(o TONONL I ot L
u«merumecrummumam::rum

TTT e

 ttaan # ITH tnnn 8 1T tbinen 0 (7T inen ®

v
: Save current settings as the default - W94 Un R & o
« | Avalysis Summary: Total Wels in Plate: 96 Welis Set Up:0 ‘Welis Omitted Manually:0 Wells Flagged: 0 Wetls Omitted by Analysis: 0 Samples Used:0 Targets Used:0

7.Hnm€[gm x |
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4. Rotor-Gene Q 5plex HRM (Qiagen, Product No. 9001580, Software version 2.3.4)

i Run a software and click “Advance” label and select “Empty Run”.

W Rotor- Gene Q Series Software VIRTUAL MODE - Run 2020-11-04 (1) - o *
File Analp Run  Gain  View Window Help
‘MBH‘DIIIHW,&CBINh
Mew Open Save | Stat Pause Stop Settings roocos Profle  Temp. Samples Analysis

| chanmels

ot Gene @ Series Sclwaes 210 [VARTUAL MODE.

ii. Choose “72-well rotor” and tick check of “Locking ring attached”.
Click “Next”.

iii. Enter the reaction volume as 20 (uL) and click “Next”.

17
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U Rotor-Gene Q Series & RTUAL MODE - Empty Run 2020-11-04 (1) o R
File Anslysis Run Gain View \Vindow Help

7 €W b H)v...etii!.lhhm. i
New Open Save | Stat “oiie Sion Settings "o Profile  Temp. Samples Analysis Repors Amange

[Goersl

Lz A BB R R SRS NN AR BN N BR3P SRS vn~vn e wn -

VIRTUAL MODE

Rotor Gone O Sevs Soltware 210

iv. Click “Edit profile”.

SkoWewd | ccgeck | Newsy |

| BB BB RISEUNRNRERNN

V. v. Click “Insert after”, and select hold program as below.
hold : 50°C  10mins
hold2 :95°C  1mins

18
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(Dl cn a cycte bolow to modty -

Hod Tenpeuhae: 50 |10

Hold Tese 10 [0 Jsect

!J 2| EBBLBRLBRIBIRVIRRRINNS

RotorGeo O Sevies Soitware 210

vi. Click “Insert after”, and select cycling program as below for 40 time(s).
cycling:1.95C 3 sec
2.58°C 30sec

‘Cick on  cycle bekow 1o modty £
=)

n.ao--u-@-u
e

10
n
g
1
"
15
1
7
1
1
2
2
2
2
2
£l
£
7
2
£l
£
n
:z'
n
B
b
*
w
»
=
ol
0

|

| FotorGore 0 Seves Scware 210 |VIRTUAL MOOE

vii. Click “Not acquiring”, and select green (FAM), yellow (VIC) and orange (ROX) for multiplex into

Acquiring channels column and click “OK”.

19
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e
2.8 8|8

o a4 Previous - [lew Acson] - ;

Avsisbs Chavrsls Aoy Charnsls

Nome | 2| [Mame
Oick anacycle| | Camion A
] o 4

[ Yelow ﬁl
Thiscyce repe] | channe, seleck 1 1 the ik hand o ek <. To remove ol caasers, ek <<
ik on one et
I (e [ T -
5 ect D7 Chonnel Selection Chart

Not

— [4760m [2100m [ FAN ). SYBR Oreen 1. Fiucmcain. Evarean . Aexa Flvcr 488
,—',‘" [Yeow_|&300m . WG, HEX. TETY. CAL Phsor Gokd 540 . Yakima Yliow. )

= [ROX ", CAL Fluer Red 910, Cy3 5. Taxas . Abaun s 808 ©

2
2
£
2
2
=
%
27
i
El
El
£l
Ed
Ed
u
El
EJ
Ed
»
El
«
<

[RolrGere @ Semme Sclmee 210 [ viRTuaLMoDE
viii. Click “Gain Optimisation”.

¥ Rotor-Gene Q Series Software VIRTUA ity Run 2020-11.04 = B %
Fle Anshsis Run Gain View Window Help

ZedH PR Jm@ i i
New Open Save Settings

W Wy
Stont Pavie Stop Fiocier: Profle  Temp. Samples Anshysis

JM

SkpWawd | ccBack Nea» |

SEESHAREREETYNHARBNNY

[RotceGene @ Sewes Somae 210 i TuAL ModE
iX. Click “Optimise Acquiring” and click “OK”.
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iogress

mwﬁmwuhwmﬁnuuhQan
Q‘dﬁwﬂu -

Settepartaeto [~ dogees.

 Auto-Gain Optimisation Channel Settings.

Charral: Groen. TbePostion: [I =+
TagatSomcleRarge: [ HRwfi0 <jn
Accepate Gamonge: [0 5 10 [0 ]

o] _comn | we |

A EBESERRBLIBYYNBRRENNB IS

[RokeGena G Seves Sowae 210 e uaL mooe
X. Tick “Perform Optimisation at 60 Degrees At Beginning of Run” and click “Close”.

A RS RSN SRR N RN IR B EIFREORN B wm~vnnawn
| ) s WEEE R

[ GG S S 315 (VR HOGE™

Xi. Click “Next”.
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P
New Open Seve | Stat “niie
| Channels

[RotaGene 0Semme Selware 210 T v oo

Xiii. For data Analysis follow the settings below.

Rotor-Gene Q 5plex HRM (Qiagen)
Channel Threshold Baseline
Begin End
FAM 0.01
VIC 0.01 6 15
ROX 0.12
22

Rev. Version: Nov 26, 2021 V6.3



SMOBIO

Small Bie, Smart Teol IdPath™ COVID-19 Real-Time RT-PCR Kit

A. Run afile and click “Analysis”

W
2
4
“
45
%
a7
@
rl
50
£l
2
=
5
%
%
Cl
=
5
&
Cl
5
&5
&
&
C
Cl
n
n
7

Fltos Gere 0 Seses Sofworn 235

B. Select a cycling or and click “show”

KW Rotor-Gene Q Series Sofware VIRTUAL MODE - example - o X
Ele Anshsis Bun Gain View Window Help

ZeEdHPrum ¢ ¥ B & B =

Mew Open Save | Sint Pouie Siop Progress Profile  Temp. Samples Anahysis Reports
| Chonnels 7 Cyling AGreen 4 Cycing ACrange |

-2

| Potoe Gone 0 Sesies Sohwase 235 (R 1 @w s

C. The information will show as below.
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|Channels 7 Cycling AGreen 7 Cy‘iqAUunq.l

W Quantitation Analysis - Cycling A Green (Page 1) EEE)
0 Reports.. ¢ Std Curve [T Results | "% Dynamic Tube " Slope Correct 3 Ignore First " Toke Off Adj. | [Z] Outlier Removal... b Sove Defaults

Norm. Fhero.

AdjwtScale..  Auto-Scale  DefuktScale LinearScale |

CEEE R - LR X

8 Quant. Results - Cycling A Green (Page 1) [SIEIET] | % Standard Curve - Cycling AGreen (Page 1)
e Jo [t Comment_[Giv [Rep Ot [Riep CtSte]Rep 01[35% C1)[ Flep. Colc 14
Unkrom w7 e 423

Uskrown, 2115
Urkrown, F.3 il 1%
Uskrowm, 215

Uskrowm, ETY
Bark On Bark O

NamedOn | AROn | ANOH
Edit Samples

FlotorGene O Senes Sollware 235, [WRTUAL MODE

D. Threshold adjustment: Click Quantitation Analysis window, and CT calculation will show up on the
right side and enter threshold.

e Anabnin Bun Goin Yiew Yindow Melp

o S | vew @ @ ® W W B | - . i
New Open Seve » t Setings Progress Profile  Temp. Semples Anshss Reports Arange

Channels % Cycling AGreen 47 Cycling AOrange

¥ Reports.. % Std. Curve [T Results | 56 Dynamic Tube % Slope Comect % lgnore Fest % Take 05 Ad) | (3] Outher Removal.. ke Save Defaults

100

FSIEITE] |\ ftaridard Core - Creling A Giwen (age 1 S rErE

e[XVa  [fep O |fep G bic] fiep C1 (455 ) [ Hap Cokc 1

a0k X

1750 arr

£ oo

nos ato

240 om

1am ae

2ua ars

R0 165 =

N ¥ tmpodted Settings
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5. LightCycler 480 System (Roche, Product No. 05015278001, Software version 1.5)

i Run a software and click “New Experiment”.

) UghtCycler?480 Software release 1.5.0 -

Instrument:  No active instrument Database: My Computer (Research)

Window:  [Overview K| User: System Admin

LightCycler?480 Software release 1.5.0
Version 1.5.0.39

Absolute Quantification

N [€]

ii. Click” Experiment” and Select “3 color hydrolysis probe” for the detection format, and enter the

reaction volume as 20 4.

3 LightCycler?480 Software release 1.5.0

Instrument: No active instrument

dow: o e e e e e e e
Expeli- * Run Protocol ||
ment - Setup———

3 Color Hydrolysis Probe

Detection Format

Database: My Computer (Research)

j User: System Admin

|
| (customizey BlockSize [ Plaeid| | Reaction Volume -

TestID |

iii. Modify Program conditions as below.

25
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3 LightCyrlernasd Soharerelesse 150

Instrument:  No active instrument

IdPath™ COVID-19 Real-Time RT-PCR Kit

]
Q

Database: My Computer (Research)

Window: [

Experi
ant

V.

]

V.

HHEE

B User: System Admin
L eweeen oo | R s |
Dma:demnm| ] (Cusomizd Biocksize [ Plaw[ T Reaction Volume [T =
Color Comp 1D [ Lot No Test 1D [
2 Program Name Aies Cycles _ Analysis Mode
@:... —
Sl i
AV
Program
Program Name Cycles Analysis Mode
RT 1 None
pre-incubation 1 None
amplification 40 Quantification
cooling 1 None

Modify RT amplification Temperature Targets as below.

e RE (-

A — Programs - -
o =
S Err— e
v
s Target (°C) Acquisition Mode Hold (hh:mm:ss) ;:‘;:"m"‘: = Acquisitions (per “C) Sec Target (C) Step Size (°C) Step Delay (cycles)
@ b s HE=S - 4.4
©
~
RT Program
Target (C) Acquisition Mode Hold Ramp Rate
50 None 00:10:00 4.4

Modify pre-incubation Temperature Targets as below.
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Programs

: Target (*C) Acquisition Mode Hold (hh:mm:ss) pn.:i::;:?;:m"mm \cquisitions (per °C) Sec Target ('C) Step Size (C) Step Delay (cycles)
@ D %o = 5 < - 50
e
=2
pre-incubation Program
Target (C) Acquisition Mode Hold Ramp Rate
95 None 00:01:00 4.4
Vi. Modify amplification Temperature as below.
‘: Program Name e Cycles Analysis Mode
L - 5
‘el' :_::.:::;:ac:cr\ tJ 3::;.:[&!1CAL15:‘. vI
Report ‘V
[~ Target (*C) Acquisition Made Hold (hh:mm:ss) mp::::?.::)"m"hw Acquisitions (per °C) Sec Target (°C) Step Size ['C) Step Delay (cycles)
K‘D b 25 2| Wone ~[oo:00:03 =la.e = o zlo <o
) HED Zsinare 00:00:30 2.2 3 o 3o <o
Amplification Program
Target (C) Acquisition Mode Hold Ramp Rate
95 None 00:0:03 4.4
58 Single 00:0:30 2.2
vii. Click “Run Protocol” on the above menu bar and then “Start Run”.
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TP uightCycleni480 Saftware reloasa 15.0 - o x
Instrument: Ko active instrument Database: My Computer (Research)
window: & E| User: System Admin
ment | - Setup
Detection Format [~~~ 1 - - b ) (cmomiz  Biock size [ Plate 1D | Reaction Volume [ =
. Color Comp ID | Lot Mo TestID .
Programs
Pragram Name | Cycles Analysis Moda
BT B ;Mung J
pre-incubation |z 5 |Hone =
amplificatien [0 “ousmeirieavien o
cooling 1 ~+{None ]
amplification Temperature Te
. Target *C} Acquisition Mode Hold (hhzmam:ss) ‘ Ramp Rate [*Cls) | Acquisitions [per "C} | Sec Target ['C) Step Size (°C) | Step Delay feyches)
50 Z]wone _~Jon:10:00 = = =0 =0 =0 2 .
.
overview
00|
|
0]
251
0|
75|
€ ]
3
60|
i 5|
50
5]
4]
==
e
o oidae Ciks R w2 [ 034z i [ Geke (= (=T (= b, n
Estimated Time (hemm:ss) .

L
B |

viii. Click “Subset Editor” and define 96 well PCR plate layout on the new subset.
P LightCycler M80 Softwers release 1.5.0 - o x®
o T e
a. =
ix. Click “Analysis”, select “Abs Quant” for workflow and edit “Abs Quant Properties” for sample type.

Rev. Version: Nov 26, 2021 V6.3
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J LightCycler?480 Software release 1 5.0
Noaclive
Window: "
. Oilli (" Scanning (" Color Comp
Melt Geno ( Endpt Geno
Step 2: Select ‘
—_— Sllblﬂ:lhl Sanples I.... »
[Snmph ® T4 [
Editor Iy
a. i LB
] s
i3 5 i
G o
R.pon‘ [H| o =
| | A ] 5 I
. 'sanue Name _'J
C.
S =53
Step 3: Edit Abs Quant Prop
Sample Name |
Sample Type
" Unknown 1~ Negative Control
(" Positive Control/Calibrator ————— |
¢ Standard Ccmcemnuonl Auto Sid Curve I Ly
X. Click “Analysis”, “Create new analysis” in Abs Quant/Fit Point analysis, and choose the “subset”.
TP LightCycler?480 Software release 1.5.0
Instrument:  No active instrument
Window: I
Mﬂ"mlﬂvelview
Creoterewanshyis
- C' :_Ana #|aps Cuant/2nd Derivative Max -|
Basic Relative Quantification I Subset ; "'I"}“'Ll Sanples : j'
Color Compensation - | Program - #|erogran - . hd | O
Endpoint Genotyping “d Name. .. . [ %¥[ava uent/2od Parivarive! Hu tor AL
a - p— Melt Curve Genotyping 3 r 3
) 1 1203 a5 6i7]8 s 0] )
Araluch Im Calling - 5 .
y A t 8|
B j s
o s T :
0 ] ;
E ] K 3
. F : |
e T A
H ) X
- Jﬁ

29
Rev. Version: Nov 26, 2021 V6.3



SMOBIO

Small Bio, Smart Tool IdPath™ COVID-19 Real-Time RT-PCR Kit

Xi. Click “Cycle Range”, “Background” and set the Offset from 1 to 14.

Cycle Range 1 Noise Band

32746
29746
26,746

B Positive [ Negative 23748
B Standard

~ 20,746

; |

]

17.746

14.746

Fluorescence (465-510)

11.746

C.

Background Settings

Min Offset | :—=] | MinPosition [~

2746 - =

F! Max Offset | 13 = Max Position | = ——

13 14 15 16 17 18 19 2 A 2 23 M KB
Cycles

2
Bl0 b
B [ty 3 D ()

8746

5746

A >
ggepeeepeEEEpenpazoed

12 3 4 5 8 1 8 01

Illllllllllllllllllllllg

EUE R E R UL SR AN RE AN ARV SRR (RN —

f

Xii. Click “Noise Band”, “Filter Comb 465~510”, “Noise band (STD Multi)” and set “14” in the “STD

Multiplier”, and then calculate the data.
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Cycle Range a.|l Noise Band | s |

Fluotescence (455-518)

d-éilﬁé#sé1n11\:11314151h171h15mﬂn2§i¢$fsz‘f$aiﬂmﬁnuixinﬁm
Cycles
©, | sTDMutiplier [1:.000c  NoiseBand [-.iic -. b.
== T S e |
Xiii. Click “Filter Comb 533~580”, “Noise band (STD Multi)” and set “13” in the STD Multiplier, and

then calculate the data.

c' 2 3 4 5 6 7 8

d. STD Multiplier 13.0000 NoiseBand | o0
_ o

Xiv. Click “Filter Comb 618~660”, “Noise band (STD Multi)” and set “20” in the STD Multiplier, and

§ 10 1 M2 3 14 5 % 17 18 19 N A 2 B A4 B B 2 B B BV I R B U B B ¥ B B/ 0

then calculate the data
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Small Bio, Smart Tool

6. LightCycler 96 System (Roche, Product No. 05815916001, LightCycler® 96 Application Software

Version 1.1)
i. On the machine panel, click “New” and select “New experiment based on Roche Template” in

Overview.

Ready 1. g

Oy=rdiew

Over\)iew > Create New Experiment

r New empty experiment

r New experiment based on existing experiment

30

(: New experiment based on Roche Template RunTemplate_HydrolysisProbes_Amp

Experiment Name

ii. Click the “pencil button” and select the “RunTemplate_HydrolysisProbes_Amp"” in Roche

Template.
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g ~ - Raw Datz

(: New experiment based on Roche Template RunTemplate_HydrolysisProbes_Amg

| Experiment Name = Funemplate HydrolsisProbes amy

RunTemplate_EndpointGenotyping

RunTemplate_HighResolutionMelting

- :w:#x-un‘:;uﬂq i TR ,’ i e

X Q35 bk kR FACpLbLIAE ..;1 ﬁ 5 BMiA HF ” HH"JIHH’W

runTemplate HydrolysisProbest Bmp il it ““’r’” e
v, m»»rlmuwumu‘u Eﬁ !. (LEF 1429 444 et ¢ exsirczyol E40000 bl Lsabdes i

RunTemplate_SYBR_Amp_Melt

R l::r..x,.r
i

,J: RS
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iii. Click the Measurement and click the “pencil button” and select the Detection Format in Run

Editor.

Ready o=

5. ¢ Overview I Run Editor I Raw Data Utilities

Measurement

Detection Format General

Reaction Volume (ul)

diesle'sisledis s e s 00 ele die 4le eldlsldla TS EATHIS SIS NSNS NI

iv. Select the “FAM” for Channel 470/514.

Run Editor > Detection Format: RunTemplate HydrolysisProbes_Amp

Channel 1 5

470/514

Selected Dye Quant Factor Melt Factor Integration Time [s]

(" svBRGreen!

r ResolLight

(e ram

Integration Time (s]

(: Dynamic

L
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V. Select the “VIC” for Channel 533/572.

533/572 5771620

Quant Factor Melt Factor

] 10.00

i e 00

vi. Select the “Texas Red” for Channel 577/620

36
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Ready

BYENVIEW

Run Editor > Detection Format: Run

Channel

470/514

Selected Dye Quant Factor Melt Factor Integration Time [s]

(" Reds10

(: Texas Re

Integration Time [s]

(; Dynamic (-\ Manual

vii. Setup the Reaction Volume as 20 pl.

Ready B o

Overview Run Editor Raw Data ‘ Utilities ‘

Detection Format General

TTDye T QuUant R T MER N Reaction Volume (ul)
FAM 10.00 1.20

ViIC 10.00 1.20

Texas Red 10.00 1.20 Plate ID

e 0 e 6 0 2 6 4.0 068 9 40600 0l0 8 0000000000060 s 000999+ ee0e9s0

0:10 5:15 0:20 | 0:25 0:30 0:35  0:40 0:45 0:50 0:55 1:00 1:05
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viii. Setup the PCR program according to the table below.
Step Temperature | Time Cycle
RT 50°C 10 min 1
Incubation 95°C 1 min 1
Amplification | ggecC 3 sec 40
58°C 30 sec
iX. Click the Profile and set the cycles as 40 by pencil button”.

Ready

Overview Run Editor Raw Data
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B Gy

Qverview Run Editor Raw Data Utilities

Ready

Profile

Measurement Start

Program Settings

Name 2 Step Amplifi

Cycles

50 ..o..u-ooo..ouooo..--cooooco¢oococoo’oo.
50‘
a0

= Enk

0:00 0:05 610 %15 026 0:26 0:30 . 035 020 0:.48 0:50

X. Click the Profile and set the Preincubation by adding one more step.

Ready 2 -

Overview Run Editor

feasurement Profile

Raw Data Utilities

3 . Start

0°C for 600s

195°C for 60s
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Xi. Click the Profile and set the Preincubation by modifing the Target temperature and Duration.
Standby 2 ot
B 4 400 9= [ e
Overview Run Editor Raw Data ! Utilities !

Step Settings (Continuous/None)

Temperature Acquisition Mode

Ramp | 4.40 °C/s F Continuous Readings/°C

Duration 600 s (.‘ None 9
Target 50 °C
100 ——— — - I -

!

90| |

701 ! —-

50% PR T T T R I I T R TR T T IR R TR R R RS TR R R T R R TR REE U R R R R R I R

srf‘

a0 i @
30[.__~,.__,,,A il 5 = b Fet T ] Ext

0:00 0:05 0:10 0:15 0:20 0:25 0:30 0:35 0:40 0:45 0:50 0:55 1:00

Standby 2 &

; LI
Overview Run Editor Raw Data Utilities :

Measurement Profile

Step Settings (Continuous/None)

Temperature Acquisition Mode

Ramp 1.00 °C/s (\ Continuous Readings/°C

Duration 60 s (; None

Target 95

B T T T
50

0:00 0:05 B0 05 0:20 0:25  0:30 | 0:35 . 040 0:45 0:50 0:55 B
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Xii. Click the Profile and set the 2 Step Amplification.

Ready B o
®

Overview Run Editor Raw Data Utilities '

Measurement

Rroarani ey
Preincubation 1 None
2 Step Amplification 40 Single.

FOSEE

60 Q..l.".l.b..0.0.00.0...00.0.000.0'0.0000
50

a9

o0 0:05 0:10 0:15 072001 i TR Ty D A0 e g

Xiii. Click the Profile and set the 2 Step Amplification by modifing the Target temperature and
Duration, and check the Acquisition mode.

Standby 2 “E”"

. Ove Raw Data ’ Utilities
- : T e | [ ( :)

Step Settings (Single/None)

Temperature Acquisition Mode

Ramp WA Jegrs (" single

Duration %‘_‘3"—“” 3 S G None TQ
Target | o5 oC
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i Standby 2 =

Overview Run Editor Raw Data i Utilities
T rise— E—— Y RO,

Step Settings (Single/None)

=
Temperature Acquisition Mode
Ramp ‘ 2.2 °Cfs (e single D
Duration [ 30 None e
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Target | 58 °C
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Xiv. Eject the drawer, put the reaction plate in the drawer and click “Start” to initiate the reaction.

ﬂ
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XV.

SMOBIO

Small Bio, Smart Tool IdPath™ COVID-19 Real-Time RT-PCR Kit

For data analysis after PCR, select “FAM” channel for N target, “VIC” channel for E/RdRP target
and “Texas Red” channel for RNase P target.

¢ Roche >
[ et oecats I preeisae e puee 1 | [ oo consarts ]
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| 20211005 IP1pius 1xloD
XVi. Select “Analysis” and use the default analysis mode “Abs Quant”.
J LghtCydler® 96
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xvii.  Select “OK” to run analysis automatically and get the results.
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