
Performance Indicators 

1. Minimum detection limit: 500copies/mL. 

2. This kit is very specific and has no cross-reactivity with clinically positive samples of other 

respiratory viruses. 

Note 

1. Please clarify the experiment areas according to the PCR demand, such as reagent preparation 

area, sample disposal area, and PCR test area. Don’t confuse the instruments that belong to 

different areas. 

2. Operators must take training before operation. 

3. Don’t touch hand directly when you use one-time consumables such as pipe and centrifuge 

tube. 

4. Please use one-time PE gloves during the whole operation; don’t open the tube after 

amplification, discard it into appointed containers. 

5. Be caution during the whole process to ensure the accuracy of the experiment. After finishing 

the experiment, in order to avoid pollution, please use 75% alcohol to clean the worktable. 

6. Samples should be stored at -20℃ and avoid freeze-thaw cycles. 

7. Pay attention to the temperature and time of lysis. Inefficient lysis may affect the result of 

experiment. 

Technical support 

please dial phone number +86-571-87774567-5211 or 87774575, by fax to +86-571-87774553, or 

by email to reagent@bioer.com.cn. 

Information of Manufacturer 

Manufacturer: HANGZHOU BIOER TECHNOLOGY CO., LTD. 

Address: 1192 Bin’an Rd., Hi-Tech (Binjiang) District, Hangzhou, 310053, China 

Website: www.bioer.com.cn 

TEL: +86-571-87774575 

FAX: +86-571-87774565 

PCR / RT-PCR Kit User’s Manual 
For Novel Coronavirus 2019-nCoV Nucleic Acid Detection Kit 

(Fluorescence RT-PCR) 

Preface 

This kit is used for the detection of nucleic acid RNA of new coronavirus 2019-nCoV in 

specimens such as nasopharyngeal swabs, nasopharyngeal secretions or bronchoalveolar lavage 

fluid, etc. The kit is used for the auxiliary diagnosis and epidemiological surveillance of novel 

coronavirus 2019-ncov infection, cannot be used as the basis for the diagnosis or exclusion of 

cases alone. 

Principle 

This product selects the ORF1ab and N gene regions of new coronavirus 2019-nCoV, and designs 

two sets of specific primers and fluorescent probes that cover two sites of the gene at the same 

time. The two sets of primers and probes can specifically bind to the target sequence. When the 

RT-PCR amplification reaction is performed, the fluorescent signal can be detected by a full-

automatic fluorescent PCR detector to realize real-time online monitoring of the RT-PCR reaction. 

In order to control the entire extraction and detection process, human β-Globin gene was act as a 

non-competitive internal control during the extraction and detection process. 

Ingredients 
 Ingredients BSJ16S1 BSJ16M1 

size 24T 48T 

 

Amplification reagent 

2×RT-PCR Buffer 300μL ×1 600μL ×1 

Enzyme mix 31.2μL ×1 62.4μL ×1 

2019nCoV Primer /Probe 148.8μL ×1 297.6μL ×1 

 
Control 

Positive control 500µL ×1 500µL ×1 

Negative control 500µL ×1 500µL ×1 

The positive control and negative control need to be set to monitor the test body and operating 

environment, the negative and positive control have been packaged in the kit. 

Applied instrument 

Real-time PCR detection system, it is contains three channels of FAM, HEX (VIC/JOE) and CY5. 

 

 

4 1 

mailto:reagent@bioer.com.cn
http://www.bioer.com.cn/


Storage and period of validity 

1. The kit should be stored at -25℃~-15℃ away from light, and avoid repeated freeze-thaw. 

The kit can be stored for 3 days at 2-8℃ after opening. 

2. The kit can be stored for up to 12 months if all components are kept in the manner above. 

(Please use the kit in the period of validity). 

Sample request 

1. Collection: Samples of all types are collected by conventional methods. 

2. Storage: Under the condition of 2-8℃, it should not be stored for more than 72 

hours. Under -70℃, it can be stored for a long time, but repeated freeze-thaw 

should be avoided. 

3. Transportation: Use 0℃ curling bottle or foam box sealed with ice for 

 

Reagents 2×RT-PCR Buffer Enzyme mix 2019nCoV Primer /Probe 

Dosage/ test 12.5μL 1.3μL 6.2μL 

Dosage （N+1）×12.5μL （N+1）×1.3μL （N+1）×6.2μL 

After mixing RT-PCR reagents above, distribute 20μL into every PCR tubes, and then transfer to 

sample disposal area. 

2) Adding sample 

Add 5μL extracted sample, positive control and negative control into every PCR tube above. 

3) RT-PCR reaction 

Set reaction procedure as following: 

50℃ 10 min 

95℃ 1 min 

transportation. 

Sample pretreatment 

95℃ 10 sec 

60℃ 30 sec 
45 cycles 

1. Sample type 

Upper respiratory tract specimens (URT): Pharyngeal swabs, nasal swabs, nasopharyngeal 

extracts, throat gargle, etc. 

Lower respiratory tract specimens (LRT): Airway extracts, bronchial lavage fluid, lung tissue 

biopsy specimens. 

2. Sample processing method 

Follow the instructions of the nucleic acid extraction and purification kit. 

Note: The negative control and positive control need to be extracted and tested together with 

the unknown sample. 

Using of the kit 

1. Sample extraction (sample disposal area) 

1)  Automatic extraction: You can use MagaBio plus Virus DNA/RNA Purification Kit II 

(Cat#. BSC71) to purify the nucleic acid with Gene Pure Series Nucleic acid extractor. 

2) Manual extraction: Biospin Virus DNA/RNA Extraction Kit (Cat#. BSC77). 

2. PCR reaction (PCR test area) 

1) Reagent prepares 

Thaw out the reagents at room temperature. Before preparing RT-PCR reagents, mix gently 

and centrifuge all reagents for a few seconds. Make RT-PCR reagents according to the 

quantity of sample and controls as below (N tests add an extra blank control): 

Select the fluorescent channel of instrument for testing: 

Choose FAM, HEX and CY5 channels to collect fluorescent signals. 

4) Before running Line-Gene Series Real-time PCR detection system, set fluorescent signals 

detecting at 60℃, liquid quantity is 25μL. 

Quality control standards 
 FAM HEX CY5 Interpretation of Test Results 

 

Positive Control 
Ct Value 

≤35 

Ct Value 

≤35 

Ct Value 

≤35 

All requirements are met in the 

same experiment, indicating that 

the experiment is valid, otherwise 

it is invalid. 
Negative Control No Ct Value 

Ct Value 

≤35 

Result Analysis and Judgments 

FAM HEX CY5 Result Judgment 

Both Ct Value≤40, with “S” curve Ct Value≤35 Positive 

 
40＜Ct Value＜45 

 
Ct Value≤35 

It needs to be re-extracted and tested again, 

and the re-test results are still within this 

range, and it is positive. 

One Ct value＜45, the other is no 

Ct value 

 
Ct Value≤35 

Take different samples of the same person 

to be tested again, and the re-test results 

are still within this range, and it is positive. 

No Ct Value Ct Value≤35 Negative 
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