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Task 1: Load Data

What data can Scaffold Q+ load?
Scaffold Q+ is Proteome Software's labeling quantitiation software package. It loads iTRAQ
(Applied Biosystems) and Tandem Mass Tagged (TMT, Thermo Scientific) labeled data. Scaffold
Q+ can load SEQUEST, Mascot, XITandem, Phenyx, OMSSA, Spectrum Mill, and Waters
IdentityE data.

Loading a Sample Dataset
This task will explain the process of loading data into Scaffold Q+. There is a sample set of
iTRAQ labeled data in the demo folder of the Scaffold Q+ program directory. Use
"ITRAQ_test.dat" for this task. When you first open Q+ the welcome screen will present itself.

f i§ Welcome to Scaffold @

Welcome to Scaffold

Would you like to create a new experiment,
ar open an existing file?

[ B Ne{wkjy (7 Open H Run Demo H Cancel J

Select "New" and Scaffold Q+ will launch the load data wizard.

4§ New Biological Sample Wizard @

1. New Quantitative Sample New Quantitative Sample
2. Queue Files For Loading

3. Add Another Quant Sample?
4, Load Data

Choose Quantitative Technique:

() Spectrum Counting (Standard)

() iTRAQ (8-plex)

() TMT (2 to 6-plex)

4 Previous [ Nexl}) H Done H Cancel ]




Select the labeling reaction used for this data, in this case iTRAQ(4-plex), and click Next.

Now Scaffold opens the iTRAQ 4-plex sample setup window. Here you enter your iTRAQ sample
name and description. You can select the MuDPIT checkbox if you are working with MuDPIT
data.

You may wish to select the "Condense data as it is loaded" option if you are loading large
amounts of data that could cause performance problems when running Q+. For this dataset it is
not necessary to check the condense data checkbox.

7
i§ New Biological Sample Wizard &J]
1. New Quantitative Sample New |TRAQ 4'Plex Sa mple
2. New iTRAQ 4-Plex Sample
3. Queue Files For Loading . : . I
4. Add Another Quant Sample? iTRAQ Sample Name: iTRAQ Sample 2
S. Load Data
iTRAQ Sample Description:
iTRAQ Purity Correction: .Default iTRAQ 4-Plex Purity Correction v | Add Correction
— MuDPIT Experiment

e (Combine Samples)

Condense data as it is loaded
[ (improved performance
for large datasets)

@ Help J [ 4 Previous ]| Next D ” Done ] Cancel

The iTRAQ purity correction can be set by the user. Leave this as default iTRAQ 4-Plex Purity
Correct for this example. The purity correct can
Correction button. Click "Next."



Now add your data files by selecting "Queue Files for Loading."

=)

S New Biological Sample Wizard

1. New Quantitative Sample

Queue Files For Loading

2. New Biological Sample
3. Queue Files For Loading
- Select FASTA Database
. Queue More Files
4. Add Another Quant Sample?
5. Load Data

Biological Sample: BioSample 2

sample.

Standard sample: each file will be analyzed separately

You can select Sequest or Mascot files to add to this biological
You will have the opportunity to add more files later.
Scaffold will not load and analyze the files (which can be time

consuming) until you are done adding files.

|5 Queue Files For Loading ] [ |3 Queue Files From MASCOT Server J
N
by

@ Help

cas

==

Navigate to your Scaffold Q+ directory and select the demo folder. Inside the demo folder select

the iTRAQ sample dataset.

U§ Select Data Files

(e

Lookin: | | demos

Recent Items
Desktop

E

Documents

Computer

- 3oEE

- N iTRAQ_test.dat]
oS k
=P

¥ :
. File name:

Network

iTRAQ_test.dat

Files of type: | pata Files

Add to Import Queue

v Cancel

Click
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Queue.
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Now you are in the load database wizard

I8 New Biological Sample Wizard =)

1. New Quantitative Sample Queue Files For Loading
2. New Biological Sample
3. Queue Files For Loading Biological Sample: BioSample 2

- Select FASTA Database Standard sample: each file will be analyzed separately

. Queue More Files
4. Add Another Quant Sample?
5. Load Data Select the FASTA database associated with these files

'SELECT A DATABASE =)

@ Help 4 Previous Next P Done

The FASTA database associated with these files is located in the demo folder of the Scaffold
directory. To add it to Scaffold, click "Add Database."

When you click "Add Database" the Edit Databases window appears. Select "New Database."

S

4§ Edit Databases
Loaded Databases:

Database Name

[ @ Help ] [ NewDﬁt\gbase... H Edit... H Delete H oK ]




Navigate to the demo folder of the Scaffold Q+ directory. Select iTRAQ_test.fasta

(48 Open FASTA Database e
Lookin: | | demos = 2 PEE

- s

L

1

Recent Items

Desktop

Documents

A

Computer

W
:g File name: iTRAQ_test.fasta

Feaork Files of type:  |FASTA database files -

Select the iITRAQ _test.fasta database and click open. Scaffold opens the file in the Configure
Database Parse window. Here you can select those parse rules that display protein accession
numbers and protein descriptions. The parser makes a best guess at which parsing rules it
should use, and in this case it is correct. Click apply and the database will be parsed into
Scaffold.

(BB Corrgure Database Parser 0 N )

Parsed Accession Numbers and Protein Names:

Name Database Parser: | iTRAQ_test FASTA Database

Reset File Location: C:\Program Files\Scaffold 2 Q+|demas|iTRAQ_test.Fasta

Accession Protein Description

104K_THEAN 104 kDa microneme/rhoptry antigen precursor - Theileria annulata

104K_THEPA 104 kDa microneme/rhoptry antigen precursor - Theileria parva

108_SOLLC Protein 108 precursor - Solanum ly i (Tomato) (Ly

10KD_VIGUN 10 kDa protein precursor - Vigna unguiculata (Cowpea)

110KD_PLAKN 110 kDa antigen - Plasmodium knowlesi

1152_SESIN 115 globulin seed storage protein 2 precursor - Sesamum indicum (Oriental sesame) (Gingelly)

11S3_HELAN 115 globulin seed storage protein G3 precursor - Helianthus annuus (Common sunflower)

‘IISB_CUCMA 115 globulin subunit beta precursor [Contains: 115 globulin gamma chain - Cucurbita maxima (Pum. ..

‘IZBUP_DROME GTP-binding protein 128up - Drosophila melanogaster (Fruit fly)

‘12AH_CLOS4 12-alpha-hydroxysteroid dehydrogenase - Clostridium sp. (strain C 48-50)

Z_SHEEP Putative uncharacterized protein Z - Ovis aries (Sheep)

122Z3_MOUSE ZZ-type zinc finger-containing protein 3 - Mus musculus (Mouse)

122Z3_HUMAN ZZ-type zinc finger-containing protein 3 - Homo sapiens (Human)

|ZZEF1_MOUSE Zinc finger ZZ-type and EF-hand domain-containing protein 1 - Mus musculus (Mouse)

|ZZEF1_HUMAN Zinc finger ZZ-type and EF-hand domain-containing protein 1 - Homo sapiens (Human)
UniProt/Swiss-Prot (UniProtkB) v | Accession Number Parse Rule: | (7207 esp| (b oL 19 1)

Description Parse Rule: | [~ J#{|[* ]* (%)

Decoy Protein Parse Rule: | (7:REVERSED?_)[(7:RANDOM_)|(7:#|5+#)

O o




After the database has been parsed into Scaffold it appears in the drop down list of choices in the
FASTA database selection window. Select "OK."

[ 48 Edit Databases [

Loaded Databases:

Database Name

iTRAQ_test FASTA Database

[ © Help ] [ New Database... H Edit... H Delete ]Lc{g_]

Select "Next" in the FASTA database window.




