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Order of the Total RNA Sequencing
Date：       

NO.:             

Information from the client
Table 1 Information from the client
	Name:
	 
	Institute/ university: 
	 

	Department:
	
	
	

	Tel:
	 
	E-mail:
	 

	Delivery Address:
	 

	Billing Address(if different from above):
	


Is the clent willing to share his/her name, lab, and email address with SUNY’s future s if they inquire? _______

How did the client learn about SunyBiotech? _________

Email  B) Mail  C) Website  D) From colleagues or friends                 

E) Other      

(If the client chooses D, please write down the referrer name and institute and SUNY will apply 5% OFF to both the client and the client’s referrer. But please kindly note the 5% OFF is only applicable when the referrer comes from other labs.)

About this service

The content includes RNA extraction, quality control of the samples, rRNA depletion and strand specific RNA library preparation for LncRNA, Small RNA library preparation, multiplexing, sequencing, bioinformatics analysis, and data delivery.

Information about the strains
Please complete the strain information including strain name, genotype, phenotype and culture condition in the below Table 2. 

Please send all strains to SunyBiotech. If wild type N2 strain is used as control, please also include the wild type N2 strain when sending strains to SunyBiotech. 

Table 2 Information about the strains

	Strain name
	Genotype
	Phenotype
	Culture condition

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


Method/ protocol
Worm preparation 

Grow 3 to 5 plates (90mm Petri dish) of worms at 20 °C on nematode growth medium (NGM) plates seeded with OP50 E. coli to        . (stage of worms, for example: L4, adults, a mixture of any stage)

The worms are washed off with M9 solution and collected in 15 ml tubes.
Centrifuge the worms at 600 × g for 1 min, allowing the worm to settle to the bottom of the tube.
Remove the supernatant without disturbing the pellet and repeat the washing step with M9 solution three times until no bacterial (OP50) remains were visible.
Remove supernatant as much as possible and transfer the worm pellets to 1.5 ml Eppendorf tube.
RNA extraction, Library Preparation and Ultrasequencing 

Kits used in this order:

i.    The sample extraction kit is miRNeasy Mini Kit

ii.    Library preparation kit is as below:

1. Illumina Ribo-Zero Plus kit for rRNA depletion+NEBNext Ultra II Directional RNA Library Prep Kit 

2. NEBNext Small RNA Library Prep Kit

Standards of the samples:
LncRNA: total RNA samples, ≥3 µg each, ≥100 ng/μL, A260/A280=1.8-2.2, RIN >6.5, in nuclease-free water.
SmallRNA: total RNA samples, ≥3 µg each, ≥200 ng/μL, ≥10ul, A260/A280=1.8-2.2, RIN >7.5, in nuclease-free water.
Sequencing will be performed on the Illumina HiSeq/Novaseq platform, in a 2x150bp (PE) configuration for LncRNA, with ~12.0 Gb PF data per sample, a total of 84.0 Gb PF data.

Sequencing will be performed on the Illumina HiSeq/Novaseq platform, in a 1x50bp (SE) configuration for Small RNA, with ~20.0 Mb reads PF data per sample, a total of 140.0 Mb reads PF data.
Notes:
Each sample will be splited in half for small RNA and standard RNA library preparations respectively. Each library type will be sequenced on its respective lane of sequencing.

For Illumina sequencing, SUNY guarantee an average Q score of greater than Q30 with 75% of sequencing data.

Sequencing recommendations provided are based on the ’s project goals, typical machine outputs and multiplexing variability. SUNY does not guarantee average coverage or on-target specificity for each sample.

Sequencing yield guarantee only applies to libraries prepared by us. The sample quality control involves the following:

Assessing DNA integrity by gel electrophoresis and concentration by Qubit assay.
Assessing library size on the Agilent 2100 Bioanalyzer, concentration by Qubit assay, and final quantitation by qPCR

The samples will be stored up to 2 months since the project is delivered. The samples will be disposed after that.
Whole-transcriptome analysis
Long non coding RNA (LncRNA) Bioinformatics Analysis 
1. Quality Control

2. Alignment analysis

3. Transcript assembly analysis

4. Gene expression analysis

5. Quality assessment analysis

6. Differential expression gene analysis (more than two samples)

7. GO enrichment

8. KEGG Pathway enrichment 
9. Alternative splicing analysis 
10. Novel transcript prediction 
11. SNV and InDel analysis

12. lncRNA prediction and annotation

13. lncRNA statistic

14. lncRNA target gene prediction

15. Differential expression lncRNA analysis

16. Function analysis of differential expression lncRNA

17. Co-interaction network analysis
Circle RNA Bioinformatics Analysis 
1. Quality Control

2. Alignment analysis 
3. CircRNA detection

4. Expression analysis of circRNA

5. Differential expression circRNA analysis

6. Original gene analysis

7. Correlation analysis

8. Co-interaction analysis of circRNA and microRNA
miRNA sequencing bioinformatics analysis 
1. Quality Control

2. Length distribution of miRNA

3. Base bias analysis

4. Repeat sequence analysis

5. Exon and intron alignment analysis

6. Novel miRNA prediction 
7. Detection known miRNA

8. miRNA family cluster analysis 
9. Differential analysis of miRNA 
10. miRNA target gene prediction

11. co-interaction network of miRNA and target gene analysis

12. miRNA target gene GO enrichment

13. miRNA target gene pathway enrichment
Co-interaction analysis (mRNA-miRNA, mRNA-lncRNA, mRNA-circRNA, miRNA-lncRNA, miRNA-circRNA)
Co-interaction analysis (lncRNA-miRNA-mRNA, circRNA-miRNA-mRNA)
Co-interaction analysis (miRNA/lncRNA/circRNA/mRNA) 
Target gene cluster analysis
Go enrichment of target gene
Pathway enrichment of target gene
Duration and Cost of the service

The estimated time for worm preparation time is 2 weeks. The estimated sample extraction & QC time is 2 weeks; library preparation, sequencing, analysis and data delivery time for this project is 12 weeks. So the total time is about 12 weeks.  

Turnaround time is defined as the time from when an order is accepted to when it is shipped. It does not include waiting time for any materials that the client needs to supply.

The price for genetic characterization is $900 for one strain/sample and        for _  _ strains/samples. 
SUNY will start the experiment after the client confirms the order. If the client needs to modify any order that has already been confirmed and started production, this may incur an additional charge.
Results provided

Sequencing results and data of whole-transcriptome analysis
How and when to pay
T/T (Telegraphic Transfer)

If it is client’s first time placing an order with us and the total amount is no more than 3000 USD, no pre-payment is required. Otherwise, SUNY will require a pre-payment that equals to 50% of the total amount of client’s order prior to providing the service. 
Force Majeure

SUNY shall not be liable for damages or delays by causes beyond its reasonable control such as: lightning, fire, and explosion; pest damage; strikes or labor disputes; floods; war, terrorism, civil disturbances, and acts of civil or military authorities or the public enemy; inability to secure transportation facilities or fuel that is beyond its reasonable control; energy shortages; acts or omissions of communications carriers; or other causes beyond the reasonable control whether or not similar to the foregoing.


Email: service@sunybiotech.com   Phone: (+86)18150015555   website: www.sunybiotech.com 
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