Directions for making iPath Figures using proteomic data from Timmins-Schiffman et al. 2014
This is a brief manual for submitting the raw data to generate more detailed and interactive maps identical to Figure S3 using iPath2.0. Raw data to input is included in the FigShare documentation.  

Go to http://pathways.embl.de/ 
Click on the image to select iPath v 2: the main interface. 
[image: ]
On the upper right corner select "Customize" 
[image: ]

This is where you can upload data to generate an iPath map 
You can provide a title to the plot by typing in the “Selection title” space 
[image: ][image: ]
Download the .txt files from FigShare.  OA IPATH 2-fold is a list of proteins that are at least 2-fold differentially expressed in oyster gill tissue from the high vs. low pCO2 treatments; 400MechS IPATH 2-fold is differentially expressed proteins in oysters exposed to mechanical stimulation at 400 uatm vs. the control (400 uatm); 2800MechS IPATH 2-fold is differentially expressed proteins in oysters exposed to mechanical stimulation at 2800 uatm vs. 2800 uatm without further stress.  By clicking “Select File” in iPath you can upload any of these files, or you can copy and paste their content into the “Element selection” box.

Click button for "Submit data and customize map".  If you click “keep original colors” this will maintain the color-coded metabolic pathways in the map.
You may need to wait about 20 seconds for the map to be generated. 

Now you can zoom in on the proteins identified that are present in the metabolic biochemistry map.  Each line represents an enzyme and the nodes represent compounds.  The upper left-hand corner has a picture of a "+" and "-" sign to zoom in and out or you can select the hand to push the sheet of paper around to look at different areas while you are zoomed in. [image: ]
If you take your mouse pointer and hover over a line, you will see that a list of enzymes will be highlighted.  You can then select a specific identified enzyme to get more information on that protein. You can also select nodes (dots on the plot).  These dots represent different compounds that are synthesized by the enzyme that is represented by the line. 
[bookmark: _GoBack]
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Welcome to the Interactive Pathways Explorer v2

nteractive Pathways Explorer (iPath) s a web-based 100 for the visualzaton, analysis and customization of the various pathways maps. Current version provides hree different global overview maps:
‘+ Metabolic pathways: consiructed using 145 KEGG pathways, and gives an overview of the complete metabolism in bioogicalsystems
+ Regulatory pathways: 22 KEGG reguiatory pathviays.
+ Biosynthesis of secondary metabolites: contais S8 KEGG patfvays involved in bosynihesis of secondary metaboles.

n addiion fo the KEGG based overview maps, Path is used for visualzation of various species specifc, manualy created pathway maps. At the moment, only Mycoplasma pneumoniae and a beta version of Mycobacterium tuberculosis maps are publcly avaiabie.

iPath provides extensive map customization and data mapping capabites. Colors, width and opacty of any map element can be customized using various types of data (for example KEGG KOs, COGS or enzyme EC numbers). Our help pages provide the fulist of supported data types and required formats. Allmaps in Path can be easiy converted (o various bimap and vector graphical
formats for easy incusion i your documents or further processing.

fyou find Path useful n your work, you can cie

‘o Letunic et al. (2008) Trends Bochem Sc. 33(3):101-3 iPath iteractive exploration of biochemical pathways and networks. (PDF)
‘o Yamada et al. (2011) Nuckic Acids Res. 39(suppl 2): W412-W415 iPath? 0: interactive pathway explorer. (PDF)

iPath v2: the main interface
‘The defaut version of Path comes with 3 overview pathviays maps based on KEGG data:
o Metabolc pathways

» Reguatory pathways
o Biosynthesis of secondary metaboltes.

iPath v1: original version

This i the ntial interactive Pathways Explorer version, which contains only the original version of the metabolic pathways overview map.

iMyco: Mycoplasma pneumoniae map
Hand curated map showing an overview of M. pneumoniae metabolism. Currently stilusing the Path version 1 interactive infeface.

iTuby: Mycobacterium tuberculosis map.
Currently under development, an early preview version s avalable for testng purposes.

pathways.embl.de/iPath2.ci
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