CronoSTAR™ 96 Real-Time PCR SystemtJ—X
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—SARS-CoV-2 —Direct Detection RT-qPCR core Kit (RC330A) BEf—
—Primer/Probe E484K(SARS-CoV-2) (RC345A) B —
—Positive Control RNA Set (E484K) (RC372A) B —
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1. New Experimentz 7 U v 7 LAHTIZ AN LTI 7 7 A VE T 5,
User Name: user Switch User “
| Quick Start Im| /{f%ﬁfgﬁﬂﬁg

Experiment Nam 20210415083551

=>New Experiment From Existing Experiment

==0pen Data File \ %E;ﬁﬂ

==Instrument Management New Cancel
Default Instrument: CronoSTAR 96-6ch-#10

2. Run Setting# 7 ™ [+]% i L [Reverse Transcription],[2 Step Amplification],[Cooling] % 1B 9~ 5.,

Run Setting | sample Setting | Run Monitoring | Analysis |
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. Cooling
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2.1. [Reverse Transcription] D&% i&
2.1.1. Step1ix. 52°C. 5%y, Ramp 6.1°C/sDXEIZT b,
2.1.2. Step2ix, 95°C. 10f). Ramp 6.1°C/sDOEEIZT 5,
2.2. [2 Step Amplification] D% &
2.2.1. Step1ix, 95°C. 5F», Ramp 6.1°C/sDXEIZT 5,
2.2.2. Step2(x, 58°C. 30f). Ramp 6.1°C/sDOEEIZT 5,
2.2.3. A I NEE x40 HXA5IZEHT 5,
2.3. [Cooling] D& &
2.3.1 Step1i%, 35°C, 30%), Ramp 6.1°C/sD%EIZT 5,
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- Reverse Transcription = 2 Step Amplification Cooling :
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L ® 1 -- x40 x1 |

. Experiment®Tube Type [Clear]. Reaction Volume [30uL]. Lid Heating[105°C]iZi%E T %,

Experiment
Tube Type: |Clear -
Reaction Volume: 30 2 pL
Lid Heating: 105 5 C [¥] Open
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User Name: user Switch User “

= AR by
: R CAE AR
Quick Start Recent Files /
==>New Experiment Experiment Name 0210415083551

| =>New Experiment From Existing Experiment I y\ e
N AN N l:]
==0pen Data File ﬁ*%TT
==Instrument Management New Cancel

Default Instrument: CronoSTAR 96-6ch-#10

DLRT & [ CPCRGAET 7 %217 9 5A11%. New Experiment From Existing Experiment %
7V w7 LBRLIEWT 7 A VAR, A2 AN LTI 7 7 A NVEERT D,

4. Sample Setting % 7 TH L DFE®REAST2 (#ETANH) |
HUTH Y o VAL, [Sample) (> 74, [Sample Typel % TRl d& 0 &#IRT 5,
ez he— = [Negative
Btk hbre—n = [Positive]
ARG~ = [Unknown)
F£72. [Dye] 122\ TiX, [FAMJ & [ICy5] IZF = v IV EWIL, xHnT 25 [Gene) ODA4FR%E
TROBYRET D,

FAM = 484E Wild
Cy5 = E484K Mutant
] 10 11 12 * property .
Sample: || T I¥l
Sample Type:  Positive v
Dye: Gene:
FAM * v
[[] HEX i | v
(7] Texas Red v v
o WMoy M | v
1 [ Alexa Fluor 680 v [l v
[[] Tamra | vl
H Standard Setting:
ﬁm_ v
Standard Conc.:
Conc. Unit: v

X HEAT OMREA ANTIER T 2720, BEar he—u BfEar he— Baxtg o
TNDFTRTOY 7V TFAM, Cy5dD [Gene) DA4MZEZNENILEO S DIZHTFERE LT
<TEEN,

X A b= X —Z M LARNGEBOY 2 VEEIRT 5 2 8T, Y =V TH@EDIER % [
KRR AT 5 2 L8 ATRE T,

5. #EIZH T Ety FT D,
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6. Run Monitoring% 7 ®Run% 7 U » 7 L CT7 » Z[tT 5,

|2y e Real-time Fluorescence = | £I [ |Temperature Program  ~| £2
400 Stepl. Steel Step2 St
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Cycles Initial Denaturation 3 Step Amplification
1 a5
Dye Color -
|Sample Setting 2 |Run Info = t2
L 2 2 d B b 7 E S o 1l L2 Model Remarks 1P Address Default Instrument
CronoSTAR 96-6ch 192.168.202.10 J
Status: Unknown Stage: —-/-- Cycle: --/—- Step: —/ -

FEEEEUES =

s e DFRAT « HIE DBEDIER R

AREEZHI Run T35 &0 HENMRNTIC LV B S 7 CHE2S Result Table IZ#R /R SLET 3, H
BRIV ORI O RIS b b CHIENR S 2560800 £, Fr, Btk
oy b — LRSI T FAM & Cy5 DOli#E T CtEASLNTZHE. Tt THEROMNT] O
TREIZE-> T, BED~ =2 7 VREZIT 2 Te DO BITHEIZHEA T 7E S0,

it R DFRAT
X OB E LT, Twist Bioscience L Control 2 (MN908947.3, 484E Wild) 35 XY Control 16
(B.1.351, EPI_ISL_678597. E484K Mutant)% #% & L Cfi i L7=3& D84 5T,

1. Analysis% 7 CHIERE R A2 iR T 5,
“un Seting | Sampe sty | fun wontarng_[_Aeee )
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§
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2. Analysis setting’h % > Z#i4& Ut o RUBRRRIND,
File{F} View({V) Tool(T) Optich(O) Help(H)
DEEEDRR @B ulud 5B-

Run Setting | Sample Setting | Run Monitoring | Analysis |

3. Analysis setting™” « > R 7 ®Baseline Gain Calibration®F = » 7 Z 444,

| AT G UL Fiu I ene and Sample |

Analysis Mode: Reference Dye@aseline Gain Calibration [] Reverse Curve [ Isothermal

Baseline All Selected Rows: Start Cycle: - End Cycle:

- -

4. [OK]Z 7 U v 7 L [Analysis Setting] ®v + > KU ZBL 5,

5. it Bty hr—r o v L3R L, Amplification Curve J. O'Raw Curveldijfi TFAM &
CysHaE iR 2 £n L (BiE FEOFAMECYSICT = v 7V EAND), FrdD 8%+ 5,
ko b — /LT O REN G L TRV L,
ABAEEF AT EABAKZERIUDMME =1 b u— 2T, ZHE . FAM, Cy5Dfi[iL7h 0 4 THY
WEAMF DAV, 7 OHOE AR TS R EEN N2 &

Sample Setting — 122w Amplification Curve B o2
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I we Amplification Curve ~| £3
25001
2000 ——
1500
=
Z 1000 -
500 1
0 e T
-500
1 5 10 15 20 25 30 35 40 45
Cycles
Gene Color = | [ selectan []FaM - 484 Wil [¥] 5 - E4B4K Mutant

v2104 25 T4 RS



7. Analysis setting™ ¢ > 7 ®Manual ThresholdZ 3R L, Manual Threshold?®{i %z Wild Template

& Mutant Template & B (C 7551 C & 2EICE R T 5,

Analytical Method: () Auto Threshold Manual Threshold () Normalization Method

Dye Gene Auto Threshold
FAM 484E Wild 126.26
Cy5 E484K Mutant 342.06

8. [OK]%= 7 U v 7 L [Analysis Setting] ® 7 1> KU ZBFL 5,
9. b H —HDEHIZ OV T H EREIZManual ThresholdDfEZ 2 ¥ 45,

FEROHFESE GEMIZE v FOBAFELZSR)

(= Fe— A RIEDHE]

Restore

Manual Threshold
126.26
350

FERDELT ORMZ T4 2 L 2HEBT 5. RIFZ SRWEEITHE 2 HET 5,

FAM Cy5
(484EWild 2 Hi5%) (E484K Mutant # Hi5%)
Negative Control A K H A K H
484E Wild Template Ct=30 A K H
E484K Mutant Template N Ct=30

¥ a2 b e —/LiJRIZPositive Control RNA Set (E484K)  (#L5, =— FRC372A) Zflifi L

T a OHIE R,

- Negative ControliZ. R~ TH D Z & 2T 5, [*1]

*1: CySE7-IZFAMTCHENFEH SN EAIIE. THIEQ) 1TV CHER H O 5N % e 4
%, £7-. CHEEHOFRE LTarZIx—a yORWAD AT, RISHEDOTHERIE

ot B R L7z 5 2 THEISETT 9,

- 484E Wild Template/ZFAM CHHH X4, Cys TR SN2 & 2T 5, [*2]
*2: CySTCHENRFOLNIZEE.  TREROMNT ] (206, BEA HRET S,
- E484K Mutant Template/ZCy5 Tl S 41, FAM TR S 722 & 2R3 5, [*3]
*3. FAMTCHENGONIZEE,  TRROMIT) IV, BEZFRET 2.
- 484E Wild Template <> E484K Mutant Template 23 1E LWl E TR S e WS, (a5 20O JFIA

TYUTNH A ART-PCR BIEFIATOIL TR, FRIGETT I,
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[ (A o0 B s SR 0 7 ]
RH S CtEZ W TLU R OHERITHE > THIE a2t 2 fEd 5,

FAM Cy5 o

(484E Wild ¥ %) (E484K Mutant i %)

Ct>40 F/-iT A M Ct=40 E484K % 550 %
Ct=40 Ct>40 F7- 1T AR X E484K % FL7a1L %

Ct>40 F/- I K Ct>40 F/1 I M HIE AR RE

¥FAM & Cy5iili 5 & & Ct=40D3 513 T2 7 7 A VOB ET v DBIE | AT 7 4 1206V EME =2 v
fr—, Btk ho—, BRERNEY T ILDOTTOY 7L TFAM, Cy50 [Genel
DA4HFRE ENENIBEDO B DITHEIINLTWND Z AR L T ZEW,

AT SR D H A
1. Result Table [#j& > Export Excel 27 V v 7 L C4HRIZ M THRFET 5,
|Result Table > E;‘
| Result ] Statistics |
Well Sample ID Sample Sample Type Dye Gene Ct  Concentration Concentration Unit Stz
A5 NTC Negative FAM |484E Wild - - [U/ml -
A5 NTC Negative |Cy5 |E484K Mutant|- - U/ml -
B5 Test Sample Unknown |FAM 484E Wild - - U/ml -
B5 Test Sample Unknown |Cy5 E484K Mutant| - - U/ml -
5 Test Sample Unknown |FAM 484E Wild 37.129 - U/ml -
5 Test Sample Unknown |Cy5 E484K Mutant| - - U/ml -
D5 Test Sample Unknown |FAM 484E Wild 36.801 - U/ml -
D5 Test Sample Unknown |Cy5 E484K Mutant|- - U/ml -
E5 Test Sample Unknown |FAM 484E Wild 33.395 - U/ml -
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3. RIKEH E Ty v ME T AT,

4. RIEOBRZY) 5,
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[RD] Bl FEROESHMH) 2V TNVE A L PCREBTCERTIHE
1. New Experimentx 27 V v 7 LA4RIZ AN LTI 7 7 A VEIERRT D,
2. Run Setting% 7 ®[+] % #f L [Initial Denaturation],[Cooling] Z B3 5.,
3. Initial Denaturation Step1/%, 95°C. 5%r. Ramp 6.1°C/sDEIZT 5,
4. Cooling Stepli%, 4°C. 30f». Ramp 6.1°C/sOFEIZT 5,
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ARELRIIRUNE T T 5 &, BEMFITIC K D X=X T4 VHHEZITWET, Y1 7 P T E O E A
O ERT <, BETICE Y ZOXKMBN—A T 4 VHEFICEESNTLE D &, REEZARAHIEIC
KD HEE L TO WIS H 72 bIEIE L7 X 9 2l E S hCHERARH S 25808 H 0 %
B
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<TEEvy,
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NR—=2 T A O & EBE 1A

@
yENERE® R wuw s

Run Satting | Sample Setting | Run Monitoring | Analysis |

i i |
Abs Quant(Stage2_Step2) Analysis Setting
2 Log | Amplification Plot I Gene and Sample |
400 Analysis Mode: Reference Dye Baseline Gain Calibration [] Reverse Curve [] Iscthermal
=15 Baseline All Selected Rows: Start Cycle: . End Cycle: =
@ Automatic Baseline @ anual Baseline
200 well Dye
2 b Start Cycle End Cycle Start Cycle End Cycle -
o a 3
100 | FS Cys 3 44 3 44
F10 Cys 3 44 3 44
0 Fi1  |cys 3 44 3 44
100 I | | | | F12 Cy5 3 44 3 44
1 5 10 15 20 25 G1 Cys 3 44 3 44
Cycles G2 |gys 1 2 @ 1 2 =
|Gene Color ~  [Fselect Al Fcys G3 oy 1 af 1 |
G4 Cys 3 44 3 44 |7
« »
Al 1 2 El 4 5 6 7 Analytical Method: @ Auto Thrashold () Manual Thrashold () Mermalization Method
Dye Gene Auto Threshold Manual Threshold b
Cy5 -6.86 -6.86 l
D B
a9 [ - [ [ [ | Y [ o

@DAnalysis Setting 71 2> %27 U v 735,

(@Analysis Setting ®ZA # L 7=\ Well & Manual Baseline % #{R9 %,
@sStart Cycle & End Cycle DEfEAZZEH L COK 22 U v 7T %,

NR—=RAT A DEF%
EEELES B E wow w b

Jn Setting I Sample Setting | Run Monitoring | Analysis |

b t(Stage2_Step2’ - - sl
s Quant(Stage2_Step2) Analysis Setting &
I 2 Log A ‘ Amplification Plat Im|
A0y Analysis Mode: Reference Dye Baseline Gain Calibration [C] Reverse Curve [[] Isothermal
300 Baseline All Selected Rows: Start Cycle: * End Cycle: = Restore
) Automatic Baseline @ Manual Baseline
5 200 well Dye
z Start Cycle End Cycle Start Cycle End Cycle
1004 Fa cys 3 44 3 44 -
0 Fi0 Cys 3 44 3 44
F11 Cys 3 44 3 44
-100 T T T T T T F12  |cys 3 44 3 44
1 5 10 15 20 25 30
Cyclas G1 Cys 3 44 k] 44
_ G2 Cy5 1 2 1 2=
Sene Color - Select All Cys
G3 o5 1 4| 1 ml
|9 G4 ys 3 44 3 447
= | C
1 5 ] 7

Analytical Method:

@ Auto Threshold () Manual Threshold () Normalization Method

Auto Threshold
-6.87

Gene

OK Cancel

Manual Threshold

-6.87

darc

End Cycle % 3725 10 1A E T 5 & CtiERnREH SN 25,
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