
Sample Submission Form & Work Order
for Standard Proteomic Services


Your Lab Contact Info
e-mail
Work Order #:
Your Name:  
 @urmc.rochester.edu

     

 FORMTEXT 

     



PI Name:
 @urmc.rochester.edu

     

 FORMTEXT 

     



Rm: 585-  FORMTEXT 

     


Phone:  


PI’s Phone: 585- 



Institution/Department: University of Rochester / 
Address, City, State, Zip: 601 Elmwood Avenue, Rochester, NY 14642

University of

Rochester

Proteomics

     
Center

REQUIRED:
DATE SAMPLES are SUBMITTED: 1  -    - 2009
authorized signature:



authorized name:

ACCOUNT #: 

Not-to-exceed billing amount:        
Submit samples to:

Kevin_Welle or

Jennifer_Hryhorenko
KMRB, rm. G-9828

Phone: 585-275-0769

FAX: 276-0190

For methods & sample consultation, contact: 

Fred_Hagen


Ph: 585-275-0336

Proteomics Center

Box 611, rm. G-9828

University of Rochester

Medical Center

601 Elmwood Avenue

Rochester, NY 14642
GOALS of your WORK ORDER

 (what exactly are your expectations?)
please select all generic service goals that are applicable:

MS SERVICES 
SEPARATION SERVICES

 FORMCHECKBOX 

MW scan
 FORMCHECKBOX 

1-D electrophoresis

 FORMCHECKBOX 

ID 1-3 proteins/sample
 FORMCHECKBOX 

2-D electrophoresis

 FORMCHECKBOX 

ID 4-15 proteins/sample
 FORMCHECKBOX 

PF 2D: LC/LC separation

 FORMCHECKBOX 

ID  > 15 proteins/sample
 FORMCHECKBOX 

Other Biomarker/Exp. Analysis

 FORMCHECKBOX 

Map Phosphorylation sites
 FORMCHECKBOX 

Phosphopeptide enrichment (TiO2)

 FORMCHECKBOX 

Phosphoprotein purification
 FORMCHECKBOX 

ZipTip / reverse phase separation

 FORMCHECKBOX 

Map other PTMs.
 FORMCHECKBOX 

Depletion of abundant proteins

*see custom Work Order Form for additional services

SAMPLE FORMAT           

 FORMCHECKBOX 
 whole gel     
 FORMCHECKBOX 
 gel slice 
 FORMCHECKBOX 
 Coomassie
 FORMCHECKBOX 
 Silver Stain

 FORMCHECKBOX 
 in-solution
 FORMCHECKBOX 
 detergent extract?

 FORMCHECKBOX 
 TCA-ppt
 FORMCHECKBOX 
 ethanol-ppt 
 FORMCHECKBOX 
 cell pellet
 FORMCHECKBOX 
 other:       

 FORMCHECKBOX 
 IP
 FORMCHECKBOX 
 other pull-down:      


Flagged samples: (completed by staff)

 FORMCHECKBOX 
 weak bands
 FORMCHECKBOX 
 > 1 week old gel
 FORMCHECKBOX 
 frozen gel slice
 FORMCHECKBOX 
 other gel stains
 FORMCHECKBOX 
 high complexity protein sample
 FORMCHECKBOX 
 low protein amounts
SEARCH THESE SPECIES: 

1  FORMDROPDOWN 

; 2      
; 3      


HAZARDS. Samples contain: (please circle or select)

· radioactivity?  FORMDROPDOWN 

pathogens?  FORMDROPDOWN 

strong acids or bases?  FORMDROPDOWN 

· chaotropic salts?  FORMDROPDOWN 

corrosives?  FORMDROPDOWN 

toxins or carcinogens?  FORMDROPDOWN 

PROTEIN / SAMPLE CHARACTERISTICS. Does this sample include:

 FORMCHECKBOX 
 membrane proteins? 
 FORMCHECKBOX 
 DETERGENT
 FORMCHECKBOX 
 LIPID

 FORMCHECKBOX 
 a recombinant protein?*
 FORMCHECKBOX 
 SALT
 FORMCHECKBOX 
 GLYCEROL

  *(email us full sequence of construct ! )
 FORMCHECKBOX 
 large volume of sample (>30 µl):       µl
    Please detail solution contents here:      

Important customer notes:

Sample History: (describe how this sample was produced and prepared)

     


How was you protein level and purity quantified? (please email image of gel) 

     



Total # OF SAMPLES =      

Customer Samples / Methods
(staff will enter method # and charges)

	Item No.
	Sample Name
	(staff use)

Method No.
	Comments about method
	MW range
	volume
	amount
	(staff use)

Service cost

	  
	     
	    
	     
	     
	      µl
	      µg
	$      

	  
	     
	    
	     
	     
	      µl
	      µg
	$      

	  
	     
	    
	     
	     
	      µl
	      µg
	$      

	  
	     
	    
	     
	     
	      µl
	      µg
	$      

	  
	     
	    
	     
	     
	      µl
	      µg
	$      

	  
	     
	    
	     
	     
	      µl
	      µg
	$      

	  
	     
	    
	     
	     
	      µl
	      µg
	$      

	  
	     
	    
	     
	     
	      µl
	      µg
	$      

	  
	     
	    
	     
	     
	      µl
	      µg
	$      

	  
	     
	    
	     
	     
	      µl
	      µg
	$      

	  
	     
	    
	     
	     
	      µl
	      µg
	$      

	  
	     
	    
	     
	     
	      µl
	      µg
	$      


(for methods & charges, see brochure or web site ( )
TOTAL CHARGES: $      
www.urmc.rochester.edu/proteomics/service-listing

Staff Notes:
does the core guarantee results with this level of protein?  FORMDROPDOWN 

Comments about the database expectations/results:      
Important Notes about sample processing (completed by staff):      
Brief guidelines for successful mass spectrometry analysis

SAMPLE QUALITY
(always use LoBind tubes for sample preparation)
Yield is most critical:  we guarantee successful identifications with 300 ng of pure protein. This is a moderately intensity band on a Coomassie blue stained gel. For weaker bands or Silver stained gels, a high rate of success is experienced with 50-100 ng bands, but this is not guaranteed, because other factors affect MS performance. 

Purity of protein in submitted samples: We can tolerate moderate purity (~30%) for proteins present in high yields (>300 ng). However, purity needs to be higher for lower yield preparations. 

Important note about sample quality: Western blots will not reveal protein purity. Also observe caution with using Western blots to judge protein levels, as proteins can be detected at picogram levels with this method.
PROTEOMIC ANALYSIS OPTIONS
Cost-effective services:  MALDI-TOF/TOF provides the least expensive protein identification service and offers a fast turnaround time. However, MALDI-TOF/TOF requires sufficient sample purity and yield.
Best service for challenging samples:  If protein concentration is low (20-200 ng) and purity questionable (10-70%), then LC-MS/MS analysis is a good alternative. 

Complex protein samples:  if it is important to identify proteins in a complex mixture, then a series of LC-MS/MS services are available for the detection of simple protein mixtures and those with increasing complexity. Short, medium or long LC-MS/MS runs can be used to identify 5, 20, or >100 proteins in a single sample, depending on sample characteristics (a few dominant proteins can hamper coverage of the proteome). LC-MS analysis of pull-downs or IPs perform well, but require mass spec-compatible preparation methods.
Post-translational modification analysis: come in two flavors: 1) screening regular protein preparations for modified peptides without any targeted enrichment for the modification site, or 2) Enrichment of modified proteins (peptides) coupled with targeted mass spec analysis. Successful mapping requires more protein than protein ID experiments ( > 1 µg pure protein) and needs to be carefully planned.
SAMPLE REQUIREMENTS
SDS-PAGE: submit your whole, intact gel (in water) to Proteomics Center staff—Coomassie stained gels are best; Silver Stained gels also work. (SyproRuby gels are not accepted at this time). 

Do not cut the bands out yourself!  Proteomics staff will dissect bands and process them for MS analysis.
All other protein samples:
[always use LoBind tubes eppendorf tube-web link ]

1) need special consideration*
(use volatile salts at final processing steps, if possible)
2) need to be free of detergent, glycerol, lipids, and salts  
(we can target the removal of some of these)
3) should not be too dilute or in a large volume
(a 200 µl low-protein sample could be a problem: see #2 )
*CONSULT WITH FRED HAGEN on preparation methods and experimental design. He will help you:
1) modify buffers and conditions, so that your samples are compatible with mass spectrometry analysis.

2) determine purity and protein levels so that you can determine what level of scale-up is required. 

3) brain-storm on how to translate your work to a proteomics project with a high chance for success

4) determine which high-end mass spectrometry approach is cost-effective and advantageous for your work
*Where does your sample lie?  
Characteristic
Typical “GOOD” Sample
OK, but not ideal
problem sample
band on a gel:
moderate intensity band 
weak band, low purity
faint band (staff can’t see it easily)

gel stain:
Coomassie blue
Silver Stain
SyproRuby
protein amount:
> 300 ng
< 100 ng
unknown (or only Western data)

solution samples:
10 µl, >1 µg total protein
20-30 µl, 500 ng total protein
large volume ( > 100 µl)

solution contains:
low salt and urea
700 mM NaCl, 2M urea
salts, detergents, glycerol
Pull down or IP
2 µg 1°Ab; 10 µl beads
5 µg 1°Ab, not saturated w/ target
excess Ab/beads, poor binding
Talk with Fred for evaluation of your sample and to review adjustments to your preparation that improve MS analysis
The Proteomics Center will provide some sample clean-up and pre-processing services, but

we need to know the complete composition of the buffer / solution















Order form 2010.310S1
Customer needs to complete information about service and your sample
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fred_hagen@urmc.rochester.edu  & alan_friedman@urmc.rochester.edu 
page 2


