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Order of 2*FRT knock-in

Date:   Jan 18, 2022  

NO.:    202201     
Information from the client

Table 1 Information from the client

	Name:
	
	Institute/ university: 
	

	PI (If different from above):
	
	Department:
	

	Tel:
	
	E-mail:
	

	Delivery Address:
	

	Billing Address (If different from above):
	


Is the client willing to share his/her name, lab, and email address with SUNY’s future clients 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

This service includes sgRNA design, plasmid construction, microinjection, screening for 2*FRT knock-in, isolating homozygotes and sequencing to verify the precise editing. Taking the pictures of the expression pattern of the target gene is not included in this service.

Information about the 2*FRT knock-in
Gene name:     (for example: B0348.4 egl-8). Please specify the isoform as       (for example: B0348.4a) if there are more than one transcript.

Please provide the sequence region where SUNY could insert the first and second FRT knock-in separately in the supplementary information part. 

The distance between two FRT sites:        bp. 
If the distance between two FRT sites is less than 350bp, SUNY will try to generate the 2*FRT knock-in in one round of editing first. If only one FRT site is inserted, SUNY will do a second round of editing to insert the second FRT site, and the price will be the sum of the cost of two rounds of editing.

If the distance between two FRT sites is more than 350bp, SUNY will directly insert the two FRT site one by one in two rounds of editing.

Please find the coding sequences of fluorescent proteins, tags or other insertions SUNY has in the following linker. 
https://view.officeapps.live.com/op/view.aspx?src=https%3A%2F%2Fwww.sunybiotech.com%2Fuploadfile%2F1%2Fproduct%2F2acbc0eb49.xlsx&wdOrigin=BROWSELINK 
Background strain:  N2  . Please list the detailed genotype if it’s not N2. Please provide the detailed information of the non-N2 background strain, such as strain name, allele, sequence of editing on the background strain, phenotype, expression pattern and so on. Otherwise, SUNY will have no way to verify the background strain and will not take the responsibility for the wrong background in the final edited strain.
For non-N2 background strain, SUNY will charge an extra $200 for the microinjection if it is homozygous strain. SUNY will charge an extra $400 for the microinjection if it is a balanced heterozygous strain, a male strain, a strain with small brood size or a strain with low fertility.
Duration and cost of the service

It will take about 6-8 weeks to generate the precise 2*FRT sites knock-in in one round of editing. It will take about 12-16 weeks to generate the precise 2* FRT sites knock-in in two rounds of editing.
SUNY may have to extend the turnaround time in the following conditions: the sgRNA target site resists to the cut of Cas9/sgRNA, poly A or poly T stretch affects the sequencing and amplification of the fragment, bad amplification of the fragment in promoter and 3’UTR region, and other technique difficulties. SUNY will inform the client if the turnaround time needs to be extended.
Turnaround time is defined as the time from when an order is confirmed to when it is shipped. It does not include waiting time for any materials that the client needs to supply.

The price of 2*FRT knock-in is about $1899 if one round of editing is needed. If two rounds of editing are needed, the price is $2998(=$1399+$1399+$200), $1399 is charged for each FRT insertion, the extra $200 is charged for the second round of injection which is on the homozygous strain with the first FRT insertion. 
If one of these two insertions is something like FRT-GFP or FRT-GFP-3’UTR, the price of this insertion will be higher than $1399, and the price is related to the insertion length (Please refer to the table below). For example, if one insertion is FRT, and the other one is FRT-GFP, the total basic price is $3198(=$1399+$1599+$200) because the length of FRT-GFP is less than 900bp. 
Table 2 Knock-in prices of insertion with different length
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Price (USS)

length (bp)
1 [<100 $1.399]
2 [101-900 $1.599]
5 | 901-1500 $1.899]
+ [ 15012000 $2,199]
5| 2001-2500 $2.499]
6_| 25013000 $2.799]
7| 30013500 $3.299]
8| 35014000 $3.799]
9 [ 4001-4500 $4,299|





SUNY will charge an extra cost (which is dependent on the increased difficulty) in the following cases:

There are long poly A/ T/ C / G stretches, many repeated sequences or huge hairpins in the recombination arms which will decrease the repair efficiency, increase amplification and sequencing difficulty.
There is no sgRNA target site around the insertion site, or the closest sgRNA target site is predicted to be inefficient or contains off-target site, SUNY will have to use the sgRNA target site locating far away from the insertion site. 

The sgRNA target site is demonstrated to not be cut by Cas9 via experiments, and SUNY need to choose sgRNA target sites locating far away from the mutation site.

If only the sgRNA target site with off-target site(s) can be used and the clients request SUNY to backcross the strain to discard the off-target mutation.
The target gene sequence is similar to other gene(s), which will cause trouble in the donor construction (if necessary), screening and sequencing. 
Upon receipt of the plasmid/strain that client sent to SUNY, SUNY will directly use it to start the related experiment. Client is responsible for providing the right plasmid/strain and ensuring all information is correct. If it is turned to be wrong after the experiment is started, resulting in failure of experiment, there may be additional costs incurred for SUNY's extra work and client should cover the fee of it. During the verification, SUNY will charge $25 for one sequencing reaction (including primer design, primers synthesis, sequencing, sorting of sequence files, etc.).
If the expression pattern of target gene is required, SUNY will charge an extra $30 for taking pictures of background strain and the target strain (one picture for each strain) under the Zeiss Imager M2 microscope. In addition, SUNY could not guarantee that the expression pattern of the strain is consistent with CLIENT expectations.
The price for this order would be        for  one  line(s) (for example: one/two/three). 

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.
SUNY will first try at least two different editing strategies (except only one editing strategy available under special cases) for every round of editing. If SUNY could not find any candidates and predicts the success rate of generating the designed strain(s) is very low, either SUNY or CLIENT has the right to notify each other to cancel the editing (or terminate this agreement). SUNY has the right to charge half of the total cost of the editing to cover the material and labor costs that have occurred.
SUNY will charge $40 USD shipping & handling fee for one order, and will apply 3.5% tax to each order.
Products SUNY provide
Please kindly note that SUNY only make sure the sequence is inserted in the genome.

Final strain is homozygous animals with precise 2*FRT knock-in. If the gene insertion is found non-homozygosable, the heterozygote is sequenced and becomes the deliverable. If the client wants balanced heterozygotes, please place a Balancer Cross order. 

Sequencing report: the sequencing area covers about 300bp on either side of the inserted sequence.
*  No backcross will be done before shipment. The client can place a backcross order if the backcrossing service is needed.
How and when to pay
T/T (Telegraphic Transfer) 

If it is client’s first time placing an order with SUNY 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. 
Ownership Rights 

All strains generated by SUNY under the terms of this order should be named under SUNY’s nomenclature. PHX and syb is the strain designation and allele designation, respectively. Both PHX and syb are authorized and confirmed by the CGC. Please use SUNY’s allele name syb, strain name PHX and SUNY’s company name SunyBiotech in the main body of CLIENT’s publications. CLIENT could only use the "syb' allele name and mention SUNY’s company name SunyBiotech if CLIENT has crossed the strain with other strains to generate new strains (with new strain names). In principle, if CLIENT wants to use CLIENT’s own nomenclature in the publication, SUNY will charge CLIENT double price which will be confirmed in Clause 4.7.

CLIENT is free to share Deliverables, strains (alleles) with academic labs, CGC, and CLIENT's third party collaborators. However, any such third party shall not have the right to commercialize such Deliverables. SUNY will not share the strain (allele) information or sell the strain (allele) to others. CLIENT can also refer the third party to SUNY when they need to purchase the strains (allele), and SUNY will send the strain (allele) out at low cost.

Supplementary information (optional)
FRT sequence:

GAAGTTCCTATTCTCTAGAAAGTATAGGAACTTC
Please provide the FRT sequence if it is different from the above one.
Sequence region for the first FRT insertion:
Precise FRT knock-in (first) with 30bp flanks:
Sequence region for the second FRT insertion:
Precise FRT knock-in (second) with 30bp flanks:
*: The sequence labelled in blue (if the client could find) is the synonymous mutation. To make the repaired site resistant to re-cutting by Cas9/sgRNA, SUNY usually mutate the PAM, or mutate the sgRNA sequence near the PAM without changing amino acid (synonymous mutation).
Email: service@sunybiotech.com   Phone: (+86)18150015555   website: www.sunybiotech.com 
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