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SYTO 9 FEFIERSE} ( SYTO 9 Green Fluorescent Nucleic Acid Stain ) , E—3FNFEIIMIZFIRERS
PR, BESEHNERZAEZEIEE. SYTO 9 BFEMES DNA (LUK RNA ) |, —BE&5EENBREEEIYES &
KERFIRSTRIKDBIZ 483nm F 503nm, SYTO 9 IREIESAIFHESLILAZERFT BRSNS =K EBMtEYE
YRREFNSEAREETRERE, SYTO 9 EESHMLANE (P1) BXEMER , BT EtHERE.

SYTO {EA—FRRENAY DNA LE&%K} | £ RT-PCR LW , RIVHITSMBRAVRHE | 617 : EE HRIRET4E
BRERESR DNA AR | TRATAY PCR MIHIE | SERIIISREVE |, FEKI—FEEAEAI SYBR Green 1 AU
#t, FBF RT-PCR, DNA JBRRIZDHT , URAN SRS E(LAMP)SER.

RRLAAATF DMSO BIEFRFZRIRME |, /RER 20x, XE PCR K3 , ERAMEIRIBARMEFEELZIRES 1x8)
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g #RERE
Hey
SYTO 9 FE3% PCR £
1ml 10x 1ml 50x Iml 100x 1ml 220°C B

HZERZYF:H(20 X in DMSO)

1B 117

RIF 52575 2-8 CEBBLRE | BXP—F. BTBET20°CRE , B30 25, K.

£ 775 (RT-PCR)
LER—TRERHIREGR (UHSF , IRIBLIFERESE I EETRAER )
Ay E23REE ( 2xMaster Mix )
Hot-start Taq DNA polymcrasc 1.25u per reaction
dNTP Mixture 0.25mM each
Tween 20 1%
BSA 0.1%
Tris,pH 8.4 50mM
NH4Cl 10mM
KCl1 20mM
MgCl 2.5mM
SYTO 9 2%
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OFEEREAMYEERE |, IMASAIMANEZSIRERNSELRE ROX,

OIRBRIARMIIERE Taq BEREY , WELHTHL, PVSIIEBAEERIRFINER | BREREMLCREIAR,

2 IRIERE AT K EEUHEB7RS DNA [ 2x REKZR ( master mix ) JREBLEIRRSRARLES ; 7K—Taq polymerase
buffer—dNTPs—MgCl,—SYTO 9—Hot-start Tag DNA polymerase,

3. B RRBSOREDEZE qPCR EFFIRAW. RIETRREH | x RE{AZR ( master mix ) ,

DNA &R DNA ( < 500ng/reaction )
2 X master mix 25ul
Primer 1 21 (5uM )
Primer 2 2ul (5uM)
ddH20 Added to 50.0pl

4. EEERYYEERERN PCR RNFHCRIBKEFEFLEABIGES. [ISELUTERF]
=R imE R1E B IXE
BRI 95°C Smin :
— 96°C 10s 40
B K &FE(H 96°C 30s

(ER :

OB(T qPCR RN , FFEIREREFRBIEXIR,
@qPCR I &R ERRERE A SHEEEMRS MR ERINE PCR IRFRBER.

Q&M% FAM 8 FAM/SYBR &i#,

R (R B STHR)

—. LAMP SC8& ( 3C#A : PMID: 31681184; PMCID: PMC6803449 )

1.1 3ZE=BRY : iR 23 Fh DNA ZURHESCAY LAMP 46 Salmonella Enteritidis (S. Enteritidis) strain FIFRESR.,

1.2 LAMP 35652 :

The LAMP assay was carried out in 10 M1 master mixture containing 0.2 UM of F3; 0.2 uyM of B3; 1.4 YM of FIP; 1.4 uM of BIP;
0.8 UM of LF; 0.8 pM of LB; 1.4 mM dNTP mix (DNA Technology, Aarhus, Denmark), 0.5 M Betaine (Sigma-Aldrich, Denmark),
4 U of Bst 2.0 DNA polymerase (New England BioLabs), 1 X isothermal amplification buffer (comprising 20 mM Tris—HCI, 10 mM

(NH4)2504, 50 mM KCI, 2 mM MgSO04, and 0.1% Tween® 20, pH 8.8), various concentrations ranging from 0.5 UM to 10 UM of

each dye that included SYTO 9, SYTO 13, SYTO 16, SYTO 24, SYTO 60, SYTO 62, SYTO 64, SYTO 82, SYBR Green I, SYBR
Gold, YOPROI1, TOTOI1, TOTO3, BOBO3, POPO3, and TOPRO3; Eva Green; Boxto; Miami Green, Miami Yellow, and Miami
Orange, Pico 488and Nuclear Green DCS1, sterilized water and DNA template.

The reactions were performed at 65°C for 60 min and the reactions were then terminated by heating to 90°C for 10 min. The

fluorescent signal was recorded every minute of amplification.

—. RT-PCR 528§ ( 3k : PMID: 27886052; PMCID: PMC5133880 )
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2.1 XEBR | ET/ARRINZAIZE RT-qPCR LIRS 4 fh HCoVs, IE3ZA SYTO 9 B SYBR Green I {EJIfZERS
ke

2.2 RT-PCR SR :

The RT-qPCR was performed using QIAGEN OneStep RT-PCR Kit (QIAGEN, Hilden, Germany) with SYTO 9 as the fluorescent
dye. Thirty ML reactions including 3 ML template input were run on a Light Cycler 96 RT-qPCR System (Roche Diagnostics,

Mannheim, Germany). Reaction conditions were: 30 min RT at 50 °C, 15 min at 94 °C for inactivation of reverse transcriptase (RT),
followed by 40 cycles of 94 °C for 30 s, 50 °C for 30 s and 72 °C for 1 min. Melting curve analysis was performed under the
condition of 95 °C for 60 s, 40 °C for 60 s, 65 °C for 1 s, then followed by a slow increase from 65 °C to 95 °C with a speed of
0.07 °C per second.

Reaction conditions were: 30 min RT at 50 °C, 15 min at 94 °C for inactivation of reverse transcriptase (RT), followed by 40
cycles of 94 °C for 30's, 50 °C for 30 s and 72 °C for 1 min. Melting curve analysis was performed under the condition of 95 °C

for 60 s, 40 °C for 60 s, 65 °C for 1 s, then followed by a slow increase from 65 °C to 95 °C with a speed of 0.07 °C per second.
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AT
%S B g
FS0366 SYBR Green1 (10,000% in DMSO) #ZBRSRAk} 1001
FS0367 SYBR GreenII RNA Gel Stain (10,000% in DMSO) #ZBREREEuL 100p1
FS0368 Goldview Nucleic Acid Gel Stain (10,000x) #ZE&Z$} ( 10,000x ) Iml
FS0369 FSRed Nucleic Acid Gel Stain  ( BUERRA GelRed ) ZE&ZA} (110,000% 7KIEH ) 500ul
FS0370 FSGreen Nucleic Acid Gel Stain  ( ZX5R[E GelGreen ) #ZEEZA} ( 10,000x 7KK ) 500ul
FS3999 SYTO 9 (20xin DMSO)PCR FAtZER Sk} Iml
FS1202 Propidium Iodide FMLALE (#57K ) 10mg
FS1204 DAPI #HBEtZIRET 10mg
FS1209 Ethidium Monoazide Bromide (EMA) &R 5mg
FS1368 PicoGreen dsDNA Reagent X4 DNA A&z 100ul
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