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Protein Expression Core Facility

Project Proposal Form

	
	



	USERS DATA

	Principal Investigator of the Sponsoring Project: 

	Nominated User: Yes / No  (if researcher wishes to perform project with PECF)
Previous Experience: Yes / No (if Yes above e.g researcher has cloning and expression experience)

	Project Title: e.g. Production of Cas9 and D10A mutant 


		Contact:  
	


Phone:                                                                       E-mail: 

	Invoice 
Option
	|X|  IRB
	[bookmark: Check2]|_|  Public Institutions
	[bookmark: Check4]|_| Other 

	Grant Code to be used for Invoicing: 

	SERVICE REQUIRED

	Copy and paste the services you require here e.g. 
Gene Cloning into pOPIN or pPEU Expression Vectors (including pOPINand pPEU 'TT' variants') 
Production of point mutations in user-derived plasmids (Quickchange protocol)
E.coli Expression screening GST/His/Strep-Tagged Proteins in E.coli. Assay preparation (up to 24 clones)
E.coli Expression screening GST/His/Strep-Tagged Proteins in E.coli. Price per screened clone (only to be used Assay preparation service)
E.coli Expression and Purification of His Tagged Proteins at Scale.



	Templates information

	Number of PCR templates: 1
Source Organisms: Streptococcus pyogene
Hazards Associated with genes, gene products or template of source organism? (e.g. potentially oncogenic, toxic, pathogenic etc) No

Templates available for immediate use? Yes 
Templates previously been used successfully in PCR? Not known
In which conditions? 
Templates precedence, sequence verification status and antibiotic resistance (the sequences you provide us should match the sequences of the available templates):
e.g. sequence verified miniprep


	

	

	

	

	

	

	Constructs information

	Total number of constructs: 2

Will a member of the pOPIN / pPEU vector suite be used?  No 
If NO please state which vectors will be used and state if full annotated sequence is available: e.g. pET28
· Please append all the sequences of the constructs at the end of the document or add links* 



	Protein Expression Trials information

	Do you want Expression Trials to be performed? Yes
If YES please state which hosts, e.g. E.coli Mammalian or Insect cells: 







	Scale-up of protein expression and purification information

	Do you want the successful expression and purification experiments scaling-up?
Yes / No 

Cas9 and Cas9D10A mutants to be grown at scale (1l) E.coli and purified by IMAC and desalting/SEC

	Final conditions information

	Aims and proposed use of the Protein: CRISPR experiments 
In which Buffer would you like the protein delivered? DESALT/SEC Buffer 
20mM Tris pH8, 200mM KCl, 10mM MgCl2
Final Concentration required (mg/ml): ca. 3mg/ml 
Minimum amount of protein needed: >3.5mg total

	










IMPORTANT NOTES TO READ:

Please note that we cannot be responsible for mutations in templates. Corrections, if required, will be chargeable. If additional work (compared to our original estimate) is required you will be advised before the work is performed. 

While we will make every effort to produce plasmids and proteins to meet your quality requirements and to coincide within your experimental timetable such work is experimental and the results and delivery times cannot be guaranteed. 

In the interest of maintaining access to all users the PECF retains the right to stop a project after three attempts at expression and purification. Additional use of PECF resources beyond this point must be approved by PECF steering committee.

The completion of this form implies acceptance of the charges incurred regardless of the delivery of clones and/or proteins.

Please acknowledge the contribution we have made to your research by inserting the exact phrase below into any publications that PECF has contributed to:
‘We would like to thank the IRB Protein Expression Core Facility for…’
Signature of Principal Investigator/Grant Holder**:


*Please append all the sequences of the genes/constructs in FASTA or .seq formats or (preferably) mail them to us in .gb format.
[bookmark: _GoBack]**Return of this form by e-mail with PI in CC is acceptable in lieu of signature.

https://www.snapgene.com/plasmids/pet_and_duet_vectors_(novagen)/pET-28a(%2B)
 
Cas9 sequence with NLSs and C-His:
atgcccaagaagaagaggaaggtgatggataagaaatactcaataggcttagatatcggcacaaatagcgtcggatgggcggtgatcactgatgaatataaggttccgtctaaaaagttcaaggttctgggaaatacagaccgccacagtatcaaaaaaaatcttataggggctcttttatttgacagtggagagacagcggaagcgactcgtctcaaacggacagctcgtagaaggtatacacgtcggaagaatcgtatttgttatctacaggagattttttcaaatgagatggcgaaagtagatgatagtttctttcatcgacttgaagagtcttttttggtggaagaagacaagaagcatgaacgtcatcctatttttggaaatatagtagatgaagttgcttatcatgagaaatatccaactatctatcatctgcgaaaaaaattggtagattctactgataaagcggatttgcgcttaatctatttggccttagcgcatatgattaagtttcgtggtcattttttgattgagggagatttaaatcctgataatagtgatgtggacaaactatttatccagttggtacaaacctacaatcaattatttgaagaaaaccctattaacgcaagtggagtagatgctaaagcgattctttctgcacgattgagtaaatcaagacgattagaaaatctcattgctcagctccccggtgagaagaaaaatggcttatttgggaatctcattgctttgtcattgggtttgacccctaattttaaatcaaattttgatttggcagaagatgctaaattacagctttcaaaagatacttacgatgatgatttagataatttattggcgcaaattggagatcaatatgctgatttgtttttggcagctaagaatttatcagatgctattttactttcagatatcctaagagtaaatactgaaataactaaggctcccctatcagcttcaatgattaaacgctacgatgaacatcatcaagacttgactcttttaaaagctttagttcgacaacaacttccagaaaagtataaagaaatcttttttgatcaatcaaaaaacggatatgcaggttatattgatgggggagctagccaagaagaattttataaatttatcaaaccaattttagaaaaaatggatggtactgaggaattattggtgaaactaaatcgtgaagatttgctgcgcaagcaacggacctttgacaacggctctattccccatcaaattcacttgggtgagctgcatgctattttgagaagacaagaagacttttatccatttttaaaagacaatcgtgagaagattgaaaaaatcttgacttttcgaattccttattatgttggtccattggcgcgtggcaatagtcgttttgcatggatgactcggaagtctgaagaaacaattaccccatggaattttgaagaagttgtcgataaaggtgcttcagctcaatcatttattgaacgcatgacaaactttgataaaaatcttccaaatgaaaaagtactaccaaaacatagtttgctttatgagtattttacggtttataacgaattgacaaaggtcaaatatgttactgaaggaatgcgaaaaccagcatttctttcaggtgaacagaagaaagccattgttgatttactcttcaaaacaaatcgaaaagtaaccgttaagcaattaaaagaagattatttcaaaaaaatagaatgttttgatagtgttgaaatttcaggagttgaagatagatttaatgcttcattaggtacctaccatgatttgctaaaaattattaaagataaagattttttggataatgaagaaaatgaagatatcttagaggatattgttttaacattgaccttatttgaagatagggagatgattgaggaaagacttaaaacatatgctcacctctttgatgataaggtgatgaaacagcttaaacgtcgccgttatactggttggggacgtttgtctcgaaaattgattaatggtattagggataagcaatctggcaaaacaatattagattttttgaaatcagatggttttgccaatcgcaattttatgcagctgatccatgatgatagtttgacatttaaagaagacattcaaaaagcacaagtgtctggacaaggcgatagtttacatgaacatattgcaaatttagctggtagccctgctattaaaaaaggtattttacagactgtaaaagttgttgatgaattggtcaaagtaatggggcggcataagccagaaaatatcgttattgaaatggcacgtgaaaatcagacaactcaaaagggccagaaaaattcgcgagagcgtatgaaacgaatcgaagaaggtatcaaagaattaggaagtcagattcttaaagagcatcctgttgaaaatactcaattgcaaaatgaaaagctctatctctattatctccaaaatggaagagacatgtatgtggaccaagaattagatattaatcgtttaagtgattatgatgtcgatcacattgttccacaaagtttccttaaagacgattcaatagacaataaggtcttaacgcgttctgataaaaatcgtggtaaatcggataacgttccaagtgaagaagtagtcaaaaagatgaaaaactattggagacaacttctaaacgccaagttaatcactcaacgtaagtttgataatttaacgaaagctgaacgtggaggtttgagtgaacttgataaagctggttttatcaaacgccaattggttgaaactcgccaaatcactaagcatgtggcacaaattttggatagtcgcatgaatactaaatacgatgaaaatgataaacttattcgagaggttaaagtgattaccttaaaatctaaattagtttctgacttccgaaaagatttccaattctataaagtacgtgagattaacaattaccatcatgcccatgatgcgtatctaaatgccgtcgttggaactgctttgattaagaaatatccaaaacttgaatcggagtttgtctatggtgattataaagtttatgatgttcgtaaaatgattgctaagtctgagcaagaaataggcaaagcaaccgcaaaatatttcttttactctaatatcatgaacttcttcaaaacagaaattacacttgcaaatggagagattcgcaaacgccctctaatcgaaactaatggggaaactggagaaattgtctgggataaagggcgagattttgccacagtgcgcaaagtattgtccatgccccaagtcaatattgtcaagaaaacagaagtacagacaggcggattctccaaggagtcaattttaccaaaaagaaattcggacaagcttattgctcgtaaaaaagactgggatccaaaaaaatatggtggttttgatagtccaacggtagcttattcagtcctagtggttgctaaggtggaaaaagggaaatcgaagaagttaaaatccgttaaagagttactagggatcacaattatggaaagaagttcctttgaaaaaaatccgattgactttttagaagctaaaggatataaggaagttaaaaaagacttaatcattaaactacctaaatatagtctttttgagttagaaaacggtcgtaaacggatgctggctagtgccggagaattacaaaaaggaaatgagctggctctgccaagcaaatatgtgaattttttatatttagctagtcattatgaaaagttgaagggtagtccagaagataacgaacaaaaacaattgtttgttgagcagcataagcattatttagatgagattattgagcaaatcagtgaattttctaagcgtgttattttagcagatgccaatttagataaagttcttagtgcatataacaaacatagagacaaaccaatacgtgaacaagcagaaaatattattcatttatttacgttgacgaatcttggagctcccgctgcttttaaatattttgatacaacaattgatcgtaaacgatatacgtctacaaaagaagttttagatgccactcttatccatcaatccatcactggtctttatgaaacacgcattgatttgagtcagctaggaggtgaccatcaccaccaccatcactaa
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