November , 2006

Dear ESRG Study Participant,

Please find enclosed the ABRF-2006 ESRG sample that you requested from the ABRF Edman Sequencing Research Group.  This is the 19th study in an annual series designed to aid laboratories in evaluating their abilities to obtain and interpret amino acid sequence data.  This year the test sample contains 450 pmol of a known protein blocked at the amino terminal end by acetylation of a serine residue.  The sample tube contains enough protein for three sequence determinations.  In addition to obtaining the N-terminal sequence of the protein, we are also asking participants to try to identify the protein by conducting a database search.  

The main objective of this study is to test procedures reported to be effective for deblocking protein, in addition to the usual challenge of correctly assigning the sequence.  Two procedures tested by the ESRG are described in publications by Wellner et al., 1990, and by Bergman et al., 1996.  Basically, these procedures involve treating the protein with trifluoroacetic acid, causing the acetyl blocking group to migrate from the -amino group to a hydroxyl group on the amino acid side chain (or possibly on an added methanol molecule).  The ABRF web site gives a deblocking cycle that can be used to treat the protein with gas-phase trifluoroacetic acid in Applied Biosystems Procise HT and cLC sequencers which members of the ESRG found to be effective.  We have found that repeating this cycle up to 4 times before sequencing increases the yield over that obtained with a single repeat.  Our experience indicates that pulsed liquid TFA deliveries cause excessive internal fragmentation of the protein and should be avoided.


To minimize variations in results due to sample handling, we ask all study participants to dissolve the dried protein in 30 µL of 30 % acetonitrile in water containing 0.1% trifluoroacetic acid, and use one third for the sample for sequencing.  You may use one of the procedures described in the references above, the deblocking cycle on the ESRG section of the ABRF web page, or any other procedure that you consider effective for deblocking acetylated proteins.  Please provide all information that is requested on the data sheet, namely the deblocking procedure used and the assignments, peak areas, retention times, and picomolar amounts for the amino acids found on each cycle.  Sufficient sample has been provided for up to three experiments, and if you are willing to test and report the results from more than one deblocking procedure for comparative purposes, the ESRG would appreciate it if you could send in the results from all of your deblocking experiments.

The ESRG is asking participants to return the results/survey sheet by e-mail.  You should have received an Excel file containing the data/survey sheet and an instruction sheet as attachments to the e-mailed  confirmation of your sample request.  If you did not receive the Excel file, or prefer a paper copy, please contact Brian Hampton (bhamp001@umaryland.edu) and he will resend it or fax you a paper copy.  The file with the results should be e-mailed to Ms. Renee Schrauben (nae1977@hotmail.com) as an attachment by January 12, 2007.  If you are returning paper copies, please fax to her at 404-778-4281 or  mail to:

Microchemical Facility

Attn:  Renee Schrauben

1365 Clifton Road, NE

Clinic B, room 4336

Atlanta, GA 30322

Phone:   404-778-4589

In order to ensure anonymity, Ms. Schrauben will remove all identifying marks prior to forwarding the data to the sequence committee for analysis.  An e-mail will be sent to your facility with a three-digit code to allow you to evaluate your results as compared to others.  The sequencing and survey results will be presented at ABRF 2007, March 31-April 3, 2007 in Tampa, Florida, and will also help to guide future studies and tutorial sessions.

If your sample arrived damaged or if you have questions about the study, please contact Brian Hampton at the above e-mail address.  Although we are providing enough material for additional sequencing attempts should there be a problem with the first analysis, blocked proteins can be difficult to sequence.  Equipment failures and "no data obtained" analyses are as important to us as data from "successful" runs.  Please send us your results whatever happens.  Thank you for your participation in this study!

The deadline for receiving data for inclusion in the study is January 12, 2007.
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