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________________________________________________________________________________________________________________________________________________________________________________________________________________________
SEQUENCING REQUEST FORM
________________________________________________________________________________________________________________________________________________________________________________________________________________________
Name:       



Email:       




PI:        
Department:
       



Peoplesoft Fund# or PO#:       
Biosafety Protocol – MGB IBC # (DFCI BCC#):      
Requested Sequencing Date:       
Second Choice (in event of conflict):       
Sample Information:

BIOSAFETY LEVEL:

 FORMCHECKBOX 
BL1


 FORMCHECKBOX 
BL2
Species of Origin:       




Cell Source/Type:       
Sample Collection Date:       
Cell Purification Method:
           FORMCHECKBOX 
 Flow Sorting with the Center for Cellular Profiling 

           FORMCHECKBOX 
 Other (please state method)      
Single-Cell Services:
Chromium Single-Cell Services Request:
 FORMCHECKBOX 
    Single-Cell Immune Profiling:                

· If yes, please select:                              FORMCHECKBOX 
5’ Chemistry Standard          OR              FORMCHECKBOX 
 5’ Chemistry Hashed
 FORMCHECKBOX 
    Single-Cell ATAC-Sequencing

             
 FORMCHECKBOX 
    Single-Cell Multiome Sequencing (ATAC + Gene Exp.)
 FORMCHECKBOX 
    Single-Cell Flex Assay (FFPE):              FORMCHECKBOX 
 Standard    OR     FORMCHECKBOX 
 Multiplex-4   OR    FORMCHECKBOX 
 Multiplex-16
(**3’ chemistry assay, NEXT-GEM regular sequencing or High-Throughput will be available upon request.)

Number of Final Loading Samples:          
Single-cell Add-On Services Request:

 FORMCHECKBOX 
  Cell Hashing
· If yes, please select:        FORMCHECKBOX 
 Human             OR                   FORMCHECKBOX 
 Mouse      

Please list the number of antibodies you need:        
 FORMCHECKBOX 
  CITE-seq:
                            FORMCHECKBOX 
 Universal Panel (included)          OR 
             FORMCHECKBOX 
 Custom Panel (not included)
 FORMCHECKBOX 
  Immune Cell Repertoire:
    FORMCHECKBOX 
 T-cell 
   AND/OR
           FORMCHECKBOX 
 B-cell
 FORMCHECKBOX 
  Deep Sequencing 
(**Deep sequencing charges will be applied if users choose to super load than recommended cell numbers or request extra sequencing depth.)
CellRanger Analysis Request:

· Run CellRanger Analysis with Introns?       FORMCHECKBOX 
 Include Introns      FORMCHECKBOX 
Exclude Introns
(Samples run before December 2022 on CellRanger version <7.1.0 did not include intronic reads in the counts matrix. The current default suggested by 10X is to include intronic reads, but it may be advisable to remove introns if your project involves integration with older runs.)
· CellRanger Version Specification?              FORMCHECKBOX 
Current    
         FORMCHECKBOX 
Other (Specify version number       ) 
(Our analysis pipeline currently uses the most updated version of CellRanger by default, but it may be advisable to use an earlier version if your project involves integration with older runs.)
Data Delivered:  
· Gene Count Matrices, c-loupe files, BAM files 
(**NOTE: FASTQ files can be obtained from BAM files with the cell ranger bamtofastq function)
(**Our standard protocol for data delivery is to send the Cell Ranger output to each user via an Aspera file transfer. Internal users who have access to the ERISone/ERIStwo servers can opt for an internal file transfer via ERIS. On the user end, this typically results in faster data delivery times and less required familiarity with the command line interface.)
Disclaimer Agreement:   

 FORMCHECKBOX 
 By checking this box, I attest that I have discussed with my PI about the experiment before proceeding.

 FORMCHECKBOX 
 By checking this box, I attest that I have read and accept the terms stated in the disclaimers below:

Single cell RNA-sequencing by 10X Genomics is a cutting-edge technology that offers exciting new research opportunities. Due to the high-risk nature of the technology, we cannot guarantee a successful outcome with each experiment.
Disclaimer Agreement:   
Sample Preparation & Quality Disclaimer –

We strongly encourage each user to optimize cell isolation and preparation as much as possible. It is the core's goal to be completely transparent, we are happy to troubleshoot with users and 10X genomics and share all data collected at every step.
As a core facility, we will be happy to provide relevant information on proper isolation and enrichment techniques leading up to the use of the services offered to give the best chance at a desired outcome. We are happy to offer a “QC Check” to determine sample quality and optimization efficiency ahead of the actual experiment date.

Sample preparation and quality is of the utmost importance because unsuccessful capture is often the result of, or proportional to, the quality of the cells at input. In other cases, particular cell types fail to capture in 10X nanodroplets due to characteristics of the cell type.

If our technicians determine a poor sample quality during their own counting and QC protocols, we will notify the investigator prior to proceeding with the 10X run and make aware the heightened risk of failure due to the sample. At this point the investigator will have the choice to proceed with risk or cancel the run.

At the end of the library construction process, if the DNA traces are substandard, the users and their PI's will be notified. It will be up to the users' discretion to proceed with sequencing. If it is determined that the suboptimal results were not due to a workflow error made by our technicians and senior staff, users are liable for all labor and reagent costs. 

In the event of CANCELLATION after the cell count step, the investigator will be billed for reagents previously provided (eg. CITEseq/Cell Hashing).
In the event of PROCEEDING WITH RISK after the cell count step, and a failure occurs, the investigator will be billed for reagents and labor costs associated with the steps up to the point of failure, but not for any subsequent steps following, such as sequencing or analysis.
In the event of PROCEEDING WITH RISK after the library construction step, the investigator will be liable for sequencing costs. 
Cell Count Submission Disclaimer –
We aim to load 10,000 cells per run based on 10X Genomics protocol recommendations.

We request an absolute minimum of 30,000 live cells per sample to be submitted for each 10X run, to be confirmed by our manual counting immediately prior to processing (which is usually significantly lower than the cell counts suggested by sorters), to have left-over cells to re-load in the event of a machine failure.

There is the possibility of a small, but real, inherent risk of failure of the machine to produce the emulsion required to allow single cell sequencing (3% as described and documented by 10X Genomics), including but not limited to, wetting failures, pressure errors, and sample clogs.
In the very small chance (3%) that a machine failure occurs while loading an optimal quality sample, the user will not be responsible for any charges. 
By ensuring to provide 30,000 live cells and loading the recommended 10,000 cells, we would be able to immediately re-run the remaining left-over sample at no additional cost and avoid a completely failed experiment.

We fully understand that it is sometimes impractical to obtain 30,000 of certain rare cell populations, and we would still be willing to run samples with less than this number, but please be aware that we would not be able to re-do the 10X run in the event of a machine failure and the sample would be lost. To help mitigate the risk of machine failure resulting in the loss of irreplaceable sample, the user could consider splitting the sample in 2 parts and run them sequentially as two independent runs. However, this would result in either a smaller sample size or double the cost. In these scenarios, we advise the users to discuss the pros and cons of either approach with their PI prior to committing to running the experiment.
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