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1 Introduction

iBioSim has been developed for the modeling, analysis, and design of genetic circuits. iBioSim
primarily models genetic circuits, but it also supports modeling metabolic networks, cell-signaling
pathways, and other biological and chemical systems. Models in iBioSim use the Systems Biology
Markup Language (SBML). iBioSim also supports importing files using any level or version of
SBML as well as SED-ML files that describe simulation experiments. In addition, it is able to export
projects back to Level 3 Version 1 of SBML. iBioSim is able to support almost all of the core SBML
modeling constructs including hierachical model composition, layout, flux balance constraints, and
arrays packages. However, iBioSim does not support some types of fast reactions. iBioSim was
the first tool to ever produce correct results for all examples in the SBML benchmark suite, and
has also been tested successfully on the stochastic benchmark suite and the curated models in the
BioModels database. iBioSim is also one of the first tools to also support the Synthetic Biology
Open Language (SBOL), an emerging standard for information exchange in synthetic biology.

All files in iBioSim are collected within projects. A project is a collection of models, analysis
views, learn views, and graphs. iBioSim displays all project files on the left margin and the open
models, views, and graphs to the right of the project files. A log of all external commands is
displayed on the bottom. The menu bar is located on the top of the window in the Windows and
Linux versions. In the Mac OS version, the menu bar is located at the top of the screen. The
editors and views included in iBioSim are as follows:

e Part Editor - used to create genetic circuit parts

e Model Editor - used to create models of a genetic circuits or other biological systems

e Analysis Tool - analyzes by abstraction-based ODE, Monte Carlo, or Markov

e SBOL Browser - used to view SBOL files and to associate DNA components to model elements
e Learn Tool - a tool to learn a model from time series data (T'SD)

e TSD Graph Editor- visualizes TSD files

e Histogram Graph Editor - visualizes probability data
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The following tutorial will show how to use the first three of the above features included in
iBioSim in addition to the TSD Graph Editor using a model of the Genetic Toggle Switch (Gardner
et al., 2000). For those unfamiliar with the Genetic Toggle Switch, it is the transformation of
bacteria to behave in a certain mode after the introduction of a trigger to the system. This
experiment is based on the principle of operons in bacteria in which repressor proteins bind to
points on bacterial DNA preventing transcription of certain genes. An inducer molecule can bind
to the repressor protein causes it to detach from the DNA allowing for the transcription of the
genes it was previously repressing. The Genetic Toggle Switch utilizes two repressor proteins, Lacl
and TetR, that each bind to spots on the DNA that repress the synthesis of the other repressor
protein. For example, Lacl is a repressor protein that prevents transcription of the TetR gene. In
this experiment, Lacl represses the genes that code for TetR and GFP (Green Fluorescent Protein)
and TetR represses the gene that codes for Lacl. When the system is on, the cell glows green, and
when the system is off, the cell does not glow. IPTG is the inducer molecule that turns the switch
on, and aTc is the inducer molecule that turns the switch off. This is just a brief description of the
Genetic Toggle Switch, and more details will be provided in the tutorial.

2 Project Management

e To begin, first open iBioSim. In Mac versions, the executable is located in iBioSim /bin/iBioSim.mac.64.
In Linux versions, the executable is located in iBioSim/bin/iBioSim.linux.64. The windows
version can be opened by accessing iBioSim.jar located in iBioSim/bin/iBioSim.jar. It is
possible to open the jar file in all operating systems, however, the Mac OS menu bars will
not render correctly unless the mac.64 file is opened instead. If the file does not open, refer
to the installation guide.
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The first step in creating the model of the Genetic Toggle Switch is creating a new project.
Projects in iBioSim are collections of models, simulations, and genetic circuit designs. This
model requires all of these elements, so to create a new project, select the File menu, hover
over New, and select Project. You can also use the keyboard shortcut control — P on the
Windows and Linux versions or command — P on the Mac OS version.
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e You will then be prompted to enter a Project ID.

New
Save As:  Untitled v
Tags:
Where: Pre-Made B

e Enter SynBioTutorial because this is Synthetic Biology Tutorial for iBioSim in order to create
the project.



Save As: SynBioTutoriaI| ~
Tags:
< 0 = @ o, Projects ¢ Q
Favorites iBioSim . pretiese ]
>
& iCloud Drive ::?::E "
/3; Applications
& Bureau
[§ Documents
0 Téléchargements
Devices
©) Disque distant
Tags
@ Rouge
Orange
Jaune
Vert
® Bleu
© Violet
New Folder Cancel ﬁ

3 Part Editor

3.1 Lacl Inverter Gene

e Before we can create our model for the Genetic Toggle Switch, we must first create the genetic
circuits in the model. As aforementioned, there are two, the Lacl repressible genes for TetR
and GFP and the TetR repressible gene for Lacl. These can be created using the Part Editor
tool in this program, so select the File menu, hover over New, and select Part.
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e You will then be prompted to enter a Part ID for this circuit. This tutorial will start with
the circuit for the Lacl repressible genes for TetR and GFP, so enter Lacl_Inverter_Gene into
the Part ID.

[ ] Part ID

Enter Part ID:

Lacl_|I nverter_Gene|

e This will then open up the Part Editor allowing us to begin to create the genetic circuit. The
first part of this circuit like many circuits is a promoter, which is where transcription of genes
begin, so click the promoter icon to add it to the circuit. The promotor icon is the second
icon from the left on the part ribbon.



& iBioSim File Edit

Tools

Help

Lun.12:46 Q =

)
‘I IEIEAl W

iBioSim

IEJ SynBioT utorial
X SynBioTutorial.sbol

QEdweE TOD

820

12 ®OIE

55

%

K

Lacl_Inverter_Gene ¥4
ZE ST XN x = N EE

b Lacl_lnverter_Gene

¥ Overview

Design

Parts

OorP oD T O =

Gen Pro RRS. CDS Ter Ori PBS cuT

Promoter

=)

Ins

®
B
A
¥

The next part of this circuit is the TetR gene, so select the gene icon to add the TetR gene
to the circuit. This will then open the Gene Editor. The gene icon is the first icon from the
left on the part ribbon.
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[ NON ) Part: Gen

Part role  Gen (Generic)

Role refinement  None

Display ID \Gen |

Name

Version 1

Description

DNA sequence

Import part Import sequence Cancel -

e Since this is the TetR gene, enter TetR_Gene into the Display ID and click Ok to add the
gene to the circuit.

| JON Part: Gen

Part role = Gen (Generic)

Role refinement = None

Display ID \TetR_Gene \

Name

Version 1

Description

DNA sequence

Import part Import sequence Cancel -




e Now, do the exact same thing as above to add the GFP gene to the circuit.

® ] Part: Gen1
Part role = Gen (Generic) E
Role refinement = None E

Display ID GFP_Gene |

Name
Version 1

Description

DNA sequence

Import part Import sequence Cancel ﬁ

e The next step is to add the terminator to the circuit, which is where transcription ends, so
click the terminator icon to add it to the circuit. The terminator icon is the fifth icon from
the left on the part ribbon.
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Now that the framework for this genetic circuit is laid out, it is now time to begin adding
some of the details. The first step of which is to expand the genes, so select the TetR gene
and the focus in icon from the tool ribbon. The focus in icon is the fourth icon from the right.
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e Now we can add the components of the TetR gene itself to the genetic circuit. Like all
coding sequences, the TetR gene has a ribosome binding site where the ribosome binds during
translation, so click the ribosome binding site icon to add it to the genetic circuit. The
ribosome binding site icon is the third icon from the left on the part ribbon.
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Ribosome Binding Site

e The next part in genes after the ribosome binding site is the coding the sequence, the part of
the gene that codes for the TetR protein, so click the coding sequence icon to add it to the
genetic circuit. The coding sequence icon is the fourth icon from the left on the part ribbon.
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Now that we have the parts of the TetR gene, it is time to associate the parts of the gene with
the actual DNA sequences that code for these parts of the gene. This is possible due to the
SBOL library in Newcastle University, UK. Note, this part of the tutorial requires an internet
connection in order to access the library, so lets start by selecting the ribosome binding site
and clicking the search part registry icon. The search part registry icon is the third icon from
the left on the tool ribbon.
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Clicking the search part registry icon opens the Part Registry. First, check that the selected
registry is the SBOL Stack before going on, the SBOL Stack registry being the SBOL library
in Newcastle.
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o0 @ Select a part from registry
Registry | SBOL Stack (http://synbiohub.org:9090)
Part type = DNA

Part role  RBS (Ribosome Binding Site)

(OO OM o

Role refinement  None
Import with subcomponents

Filter parts

Matching parts (1292)

Display Id Name Version Description
BO_28096 addB_RBS
BO_28474 ald_RBS
BO_27805 antE_RBS
BO_28226 aprX_RBS
BO_27842 clpP_RBS
BO_28213 codV_RBS
BO_28469 comA_RBS
BO_27944 comC_RBS
BO_28271 comFA_RBS
BO_28399 cssR_RBS
BO_28214 dnaJ_RBS

Options Cancel OK

e The next step is to associate the ribosome binding site with its gene sequence, so in the Filter
Parts criterion, type J61120. The filter is case sensitive so be sure to use a capital ”J”. The
only DNA sequence left after the filter is the DNA sequence for this ribosome binding site,
so select it and click Ok to associate it with this ribosome binding site.
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00 @ Select a part from registry
Registry = SBOL Stack (http://synbiohub.org:9090)
Part type  DNA

Part role  RBS (Ribosome Binding Site)

(O O <<

Role refinement None

Import with subcomponents

Filter parts 61120

Matching parts (1)

Display Id Name Version Description

BBa_J61120 [BBa_J61101R..]  [RBS2

Options Cancel ﬁ

e Now that the ribosome binding site now has its DNA sequence associated with it, the same
must now be done for the actual coding sequence for the TetR protein, so select the coding
sequence and press the search part registry icon. Currently, the Part Registry takes a little
longer to open for coding sequences than it does for ribosome binding sites, so be patient.
When the Part Registry loads, enter in C0040 in the filter parts criterion, and select the tetR
coding sequence and click Ok to associate it with the coding sequence.
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_' | NON | Select a part from registry

Registry  SBOL Stack (http://synbiohub.org:9090)
Part type = DNA

Part role CDS (Coding Sequence)

Role refinement  None

Import with subcomponents

Filter parts C0040
Matching parts (2)

Display Id Name Version Description
BBa_C0040 tetracycline repressor from transpo...

BBa_C0040 tetR coding sequence

Options Cancel ﬁ

e Now that the TetR gene is associated with its DNA sequences, the next step is to focus out
back to the genetic circuit as a whole and do the same for the GFP gene, so select the focus
out icon. The focus out icon is the third icon from the right on the tool ribbon.

17
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e Now select the GFP gene and the focus in icon, and build that gene with a ribosome binding
site and a coding sequence.
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l
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e Like before, the next step is to associate the ribosome binding site and the coding sequence
with their respective DNA sequences, so select the ribosome binding site and the search part

18



registry icon. In the filter criterion, type J61130, and the select the DNA sequence and
associate it with the ribosome binding site by pressing Ok.

: | NON | Select a part from registry
Registry  SBOL Stack (http://synbiohub.org:9090)
Part type = DNA

Part role  RBS (Ribosome Binding Site)

Role refinement  None

Import with subcomponents

Filter parts )61130

Matching parts (1)

Display Id Name Version Description

BBa_J61130 [BBa_J61101R..]  [RBS2

Options Cancel ﬁ

e Next, select the coding sequence and the search part registry icon and type E0040 into the
filter criterion and select the gfp coding sequence. Then, press Ok.
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Select a part from registry

Registry = SBOL Stack (http://synbiohub.org:9090)

Part type  DNA

Part role CDS (Coding Sequence)

Role refinement = None

Import with subcomponents

Filter parts E0040
Matching parts (6)

e Now that the GFP gene is complete, focus back out to the genetic circuit as a whole to
associate the promoter and terminator with their DNA sequences. Next, select the promoter
and the search part registry icon. Then type R0010 in the filter criterion and select the pLac

promoter and press Ok.

20

Display Id Name Version Description
BBa_E0040 green fluorescent protein derived fr...
E0040 E0040
E0040_start_... E0040-starts...
GFP_(_EO040_) GFP (E0040)
GFP___BBa_EO... GFP - BBa_EO...
BBa E0040  Jgfp | |gfp coding sequence
Options Cancel ﬁ
Lacl_Inverter_Gene
i
2S5 F RN ox = i @ B 6)
P Lacl_Inverter_Gene P GFP_Gene v Overview
Design
BBa_J61130 BBa_E0040
Parts
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| o0 @ Select a part from registry

Registry  SBOL Stack (http://synbiohub.org:9090)
Part type = DNA

Part role  Pro (Promoter)

Role refinement  None

Import with subcomponents

Filter parts R0010

Matching parts (6)

Display Id Name Version Description
BBa_R0010 promoter (lacl regulated)
R0O010_Lacl_(t... ROO10 Lacl (tr...
BBa_R0010 BBa_R0010
BsaXI_remove... BsaXl remove...
RO010(_natur... ROO10(-natur...

BBa_R0010 _lplacl | ____lplacl promoter

Options Cancel ﬁ

e Now select the terminator and the search part registry icon. This time, type ECK to narrow
the selection to two terminators, and select terminator 2. Then, press Ok.

21



(900 @ Select a part from registry

Registry  SBOL Stack (http://synbiohub.org:9090)
Part type = DNA

Part role = Ter (Terminator)

Role refinement None

oom

Import with subcomponents

Filter parts ECK
Matching parts (2)

Display Id Name Version Description
ECK1200296... ECK120029600 Terminatorl

ECK1200337...[ECK120033736]  [Terminator2 |

Options Cancel ﬁ

e Now that this genetic circuit is complete, in order to successfully integrate it later in the
model, it must be saved before continuing. This can be done by selecting the file menu and
clicking save or by using the shortcut control — S on the Windows and Linux versions or
command — S on the Mac OS version. You will then be prompted that you are saving into
an existing SBOL file. Currently, the part editor works by creating the SBOL when it is
opened, so each time the file is saved, it appears to save onto an existing file, so ignore the
message and select the Overwrite button.
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[ ] Save Options
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e

3.2 TetR Inverter Gene

e As aforementioned, there are two genetic circuits in this model, so now it is time to create the
next one. Select the file menu, hover over New, and select Part. You will then be prompted
to enter a Part ID, so enter TetR_Inverter_Gene.

[ ) Part ID

Enter Part ID:

TetR_Inverter_Gene

cancel  (NCKINN

e The next steps are more or less the same as the Lacl Inverter genetic circuit. The difference
in this circuit is that there is only one gene, so insert a promoter, and then a gene. In the
Gene Editor, under the Display ID criterion, enter Lacl because this is the gene that codes
for the Lacl repressor protein in the previous genetic circuit.
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Part role
Role refinement

Display ID

Gen (Generic)

None

Part: Gen

\LacI_Gene

Name
Version 1

Description

DNA sequence

Import part Import sequence Cancel -

e Next, as before, insert the terminator. Then focus in to the Lacl gene and insert a ribosome
binding site and coding sequence as before.

Lacl_Inverter_Gene { TetR_Inverter_Gene |

ZB ST XN == D EE ®

P TetR_Inverter_Gene

+ Overview
~Design
Pro Lacl_Gene Ter
~Parts
O P oD T O >« & = oM@ ¢ ¢ ¥ ¥ 1 = =
Gen Pro RBS CDs Ter Ori PBS cuT Scar Op Ins RSE PSE RS PS BRS 5'0H 3'0H
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e Now, it is once again time to associate each part of the circuit with its DNA sequence, so
select the ribosome binding site and the search part registry icon. In the filter parts criterion,
type J61101, and select the one that has J61101 in the Display Id and press Ok.

L SN Select a part from registry
Registry  SBOL Stack (http://synbiohub.org:9090)
Part type @ DNA

Part role  RBS (Ribosome Binding Site)

Role refinement  None

Import with subcomponents
Filter parts J61101
Matching parts (4)

Display Id Name Version Description
BBa_J61101 Ribosome Binding Site Family Member
BBa_J61101  [BBaJ61101R..[ ___[RBS1
BBa_J61120 BBa_J61101 R... RBS2
BBa_J61130 BBa_J61101 R... RBS2

Options Cancel ﬁ
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e Next, select the coding sequence and the search part registry icon. This time in the filter
parts criterion, type C0012 and select the lacl coding sequence and press Ok.

00 ® Select a part from registry

Part type = DNA
Part role = CDS (Coding Sequence)
Role refinement  None

Import with subcomponents
Filter parts C0012

Matching parts (2)

Registry  SBOL Stack (http://synbiohub.org:9090)

Display Id Name Version Description
BBa_C0012 lacl repressor from E. coli (+LVA)
BBa_C0012 lacc |  |lacl coding sequence
Options Cancel ﬁ

Lacl_Inverter_Gene m‘ TetR_Inverter_Gene ml
JE AT RN == DB & E ®
P TetR_Inverter_Gene P Lacl_Gene + Overview
Design
WA RN
BBa_J61101 BBa_C0012
Parts
— o x —_ —_
O P oD T O s« v = o @ ¢ ¢ o
Gen Pro RBS CDS Ter Ori PBS CuT Scar Op Ins RSE PSE RS PS BRS 5'0H 3'0H

e Next, as before, focus out. Now, it is time to associate the promoter and terminator with
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their DNA sequences, so select the promoter and the search part registry icon. Type R0040
into the filter parts criterion, and select the pTet promoter. Then associate the DNA sequence

by pressing Ok.
| o0 @ Select a part from registry
Registry SBOL Stack (http://synbiohub.org:9090)

Part type @ DNA

Part role Pro (Promoter)

Role refinement None

Import with subcomponents

Filter parts R0040
Matching parts (6)

Display Id Name Version Description
BBa_R0040 pTetR TetR repressible promoter
BBa_R0040 TetR repressible promoter

BBa_R0040 BBa_R0040
pTet_RO040 pTet RO040
R0O040 R0040

BBa_R0040 ___JoTeR | lpTetpromoter ]

Options Cancel _

e Now, to finish this genetic circuit, select the terminator and the search part registry icon in
order to associate it to its DNA sequence. In the filter parts criterion, type ECK1200 and
select Terminator 1 and press Ok to complete the genetic circuit.
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| o0 @ Select a part from registry
Registry = SBOL Stack (http://synbiohub.org:9090)
Part type = DNA

Part role Ter (Terminator)

Role refinement  None

Import with subcomponents

Filter parts ECK1200

Matching parts (2)

Display Id Name Version Description
ECK1200296... [ECK120029600[ __[Terminatorl |
ECK1200337... ECK120033736 Terminator2

Options Cancel ﬁ

Lacl_Inverter_Gene Ed4| TetR_Inverter_Gene ml
[

ST RN x = NGB ®
P TetR_Inverter_Gene + Overview
Design

COT

BBa_R0040 Lacl_Gene ECK1200...

Parts
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e Now, as before, don’t forget to save the genetic circuit. This will cause the warning message
to appear again warning that you are saving into an existing file, ignore the message and
select overwrite.
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Save Options

w You are saving into an existing SBOL file. Would you like to overwrite or create new versions of parts that already exist in the design?

4

-

New Version

4 Model Editor

e Now that we have finished creating the genetic circuits that are part of this genetic toggle
switch model, we can begin building the model. This tutorial will show how to model the
genetic toggle switch using a hierarchical model, building two modules before the final model,
so without further ado, let’s begin with the Lacl Inverter.

4.1 Lacl Inverter

e In order to begin creating our model, select the File menu, hover over New, and select Model.
You could also use the keyboard shortcut control — M on the Windows and Linux versions
or command — M on the Mac OS version.
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@ Saving SBOL file: SynBioTutorial.sbol

u Saving SBOL file: SynBioTutorial.sbol

e You will then be prompted to enter a Model ID. Enter Lacl_Inverter into the Model ID because
this particular model will model the repression of the GFP (Green Fluorescent Protein) gene

by the Lacl protein.
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O Model ID

Enter Model ID:

|Lac|_|nverter ‘

e The next step is to add the proteins involved in this operon. In this particular model, there are

three proteins; Lacl, TetR, and GFP. So click on the Add Species icon D on the tool ribbon
and click on three different locations on the schematic canvas to create the three proteins.
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|l saving sauL file:
/Users /John/Documents/iBiosim/Projects//SynBioTutorial //Lacl_Inverter.xml
E Converting SBML into SBOL and saving into the project's SBOL library.
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e Next, select the cursor icon b from the tool ribbon and double-click on one of the proteins

to open the Species Editor.
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E Converting SBML into SBOL and saving into the project's SBOL library.
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ID

Name
Port Type
SBO Term:

Compartment

S;ecies Editor

N

internal
(unspecified)

Cell

Compartment Indices
Initial Amount/Concentration 0.0

Units (none)

Conversion Factor (none)

Conversion Factor Indices

Boundary Condition Constant Has Only Substance Units

Constitutive Degrades Diffusible

Open complex production rate (ko) default | .05

Stoichiometry of production (np) default ¢l 10

Degradation rate (kd) default .0075

Complex formation equilibrium (Kc) default 0.05/1

Membrane diffusion rate (fd/rv) (kmdiff)  default ! 1.0/0.01

SBOL ComponentDefinition Associate SBOL

Cancel

e In the ID criterion, enter Lacl.

e Now, change, the port type to input. This specifies that the Lacl protein will be imported
into this model from a different model that will be created later.

e Click Ok to save the entered criteria in the Species Editor.

o Species Editor
ID Lacl
Name
Port Type input
SBO Term: (unspecified)
Compartment Cell
Compartment Indices
Initial Amount/Concentration 0.0
Units (none)
Conversion Factor (none)

Conversion Factor Indices

Boundary Condition Constant Has Only Substance Units
Constitutive Degrades Diffusible
Open complex production rate (ko) default C 0.05
Stoichiometry of production (np) default 10.0
Degradation rate (kd) default 0.0075
Complex formation equilibrium (Kc) default 0.05/1
Membrane diffusion rate (fd/rv) (kmdiff)  default  1.0/0.01
SBOL ComponentDefinition Associate SBOL
Cancel ﬁ

e Now, double-click on another of the proteins to open its Species Editor.

e Enter TetR into the ID criterion of this protein.
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e This time, change the port type to output specifying that this protein will be exported into
to another model that will be created later in this tutorial.

e Finally, click Ok to save the entered criteria for this protein.

[ Species Editor
ID TetR
Name
Port Type output a
SBO Term: (unspecified) B
Compartment Cell a

Compartment Indices

Initial Amount/Concentration 0.0
Units (none) a
Conversion Factor (none) E

Conversion Factor Indices

Boundary Condition Constant Has Only Substance Units
Constitutive Degrades Diffusible

Open complex production rate (ko) default Ch.o5

Stoichiometry of production (np) default ¢l 10

Degradation rate (kd) default ¢ .0075

Complex formation equilibrium (Kc) default C 0.05/1

1.0/0.01

<>

Membrane diffusion rate (fd/rv) (kmdiff)  default

| SBOL ComponentDefinition Associate SBOL

' Concel (K

e Now, double-click on the last protein to open its Species Editor.
e Enter GFP into its ID criterion, and once again select output on the port type.

e Now, click Ok to save the entered criteria.

[ ) - SI)ecies Editor
1D GFP
Name
Port Type output E
SBO Term: (unspecified) a
Compartment Cell s

Compartment Indices

Initial Amount/Concentration 0.0
Units (none) <]
Conversion Factor (none)

Conversion Factor Indices

Boundary Condition Constant Has Only Substance Units
Constitutive Degrades Diffusible

Open complex production rate (ko) default ¢l .05

Stoichiometry of production (np) default CH10

Degradation rate (kd) default C .0075

Complex formation equilibrium (Kc) default C 0.05/1

1.0/0.01

<>

Membrane diffusion rate (fd/rv) (kmdiff)  default

| SBOL ComponentDefinition Associate SBOL

' Concel (K

33



Lacl_Inverter_Gene ‘ TetR_Inverter_Gene ’ Lacl_Inverter.xml* ml

Sedipeiley Constants  Functions  Units

NOlcl@cplvle|el=|rlcle[A LA LILI1| 58] zoom un-zoom] ran

Model

Lacl
input

TetR
output

Cell

GFP
output

e The next step is to add a promoter to this model to order to specify which genes are present

in this operon, so click the promoter icon. P on the tool ribbon and click on the schematic

canvas to add a promoter to the model.
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(0., J] Saving SBOL file: SynBioTutorial.sbol

N Saving SBOL file: SynBioTutorial.sbol

¥ Saving SBML file:
/Users/John/Documents/iBiosim/Projects//SynBioTutorial / /Lacl_Inverter.xml
B Converting SBML into SBOL and saving into the project's SBOL library.
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e Now, select the cursor icon [:3 again from the tool ribbon and double click the promoter to
open the Promoter Editor.

[ J Promoter Editor
ID PO
Name
Port Type internal
Compartment Cell

Compartment Indices

Initial promoter count (ng) default 2.0

RNAP binding equilibrium (Ko) default 0.033/1.0
Activated RNAP binding equilibrium (Kao) =~ default 1.0/1.0
Open complex production rate (ko) default 0.05
Basal production rate (kb) default 1.0E-4
Activated production rate (ka) default 0.25
Stoichiometry of production (np) default 10.0
SBOL ComponentDefinition Associate SBOL

Concel (O

e Enter pLac into the ID criterion because it is the promoter in the Lac operon.
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[ Promoter Editor

D plac

Name

Port Type internal E
Compartment Cell E

Compartment Indices

Initial promoter count (ng) default 2.0

RNAP binding equilibrium (Ko) default 0.033/1.0
Activated RNAP binding equilibrium (Kao)  default 1.0/1.0
Open complex production rate (ko) default 0.05
Basal production rate (kb) default 1.0E-4
Activated production rate (ka) default 0.25
Stoichiometry of production (np) default ﬁ 10.0
SBOL ComponentDefinition Associate SBOL

concel (MG

e Now click on Associate SBOL near the bottom of the Promoter Editor to open the SBOL
editor in order to associate the Lacl_Inverter_Gene made in Part Editor with this promoter.
This will open the SBOL Association window.

[ ] SBOL Association

Associated DNA Components:

Reverse Complement

Add Remove

Concel (MO

e Click add to open the SBOL Browser in order to find the genetic circuit file created earlier in
this tutorial. Scroll down the Component Definitions until you find the Lacl_Inverter_Gene,
then press Ok to add it to the SBOL Association window.
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e SBOL Browser

©

Filter by Type:  all Filter by Role:  all

Collections: Component Defintions:
BBa_C0012 : lacl

BBa_C0040 : tetR

BBa_E0040 : gfp

BBa_J61101 : BBa_J61101 RBS
BBa_J61120 : BBa_J61101 RBS
BBa_J61130 : BBa_J61101 RBS
BBa_R0010 : placl

BD2 DANAN - ATatD

collection__Lacl_Inverter

[ ] SBOL Browser

<>

O]

Filter by Type:  all

Filter by Role: all
Component Defintions:
BDA_RUUAU - PI1ER
ECK120029600 : ECK120029600
ECK120033736 : ECK120033736

collection__Lacl_Inverter

TetR_Inverter_Gene

Types: DNA

Components: BBa_R0010 (+1 to +54) TetR_Gene (+55 to +726) GFP_Gene (+727 to +1458) ECK120033736 (+1459 to +1548)
DNA Sequence: tccctatcagtgatagagattgacatccctatcagtgatagagatactgagcacaaagacaggaccatgtccagattagataaaagtaaagtgattaacagcge
attagagctgcttaatgaggtcggaatcgaaggtttaacaacccgtaaactcgcccagaagctaggtgtagagcagectacattgtattggcatgtaaaaaataagegggctttgctcg

acgccttagecattgagatgttagataggcaccatactcacttttgeccttt: tggcaagattttttacgtaataacgctaaaagttttagatgtgctttactaagtcatc
gcgatggagcaaaagtacatttaggtacacggectac agtatgaaactctcgaaaatcaattagcctttttatgccaacaaggtetttcac gcattatatgcact
cagcgctgtggggcattttactttaggttgcgtattggaagatcaagagcatcaagtcge acctactactgatagtatgccgecattattacgacaagctat
cgaattatttgatcaccaaggtgcagagccagecttcttattcggecttgaattgatcatatgeggatt aacttaaatgt cgctgcaaacgacgaaaacta
cgctttagtagcttaat gacaatgcgt ttttcactggagttgtcccaattcttgttgaatt taatgggcacaaattttctgtcagtg
gaaggtgatgcaacatacggaaaacttacccttaaatttatttgcactac tacctgttccatggccaacacttgtcactactttcggttatggtgttcaatgettt
gcgagatacccagatc cagcatgactttttc catgcccgaaggttatgtac tatatttttcaaagatgacgggaactacaagacacgtgctga
agtcaagtt acccttgt gagtt: tgatttt ggaaacattcttggacacaaattggaatacaactataactcacacaatgtataca
tcatggcagacaaac. caaagttaacttcaaaattagacacaacatt gttcaactagcagaccattatcaacaaaatactccaattggcgatgge
cctgtccttttaccagacaaccattacctgtccacacaatctgeccttte ccaac cacatggtccttcttgagtttgtaacagctgctgggattacacatg

gcatggatgaactatacaaataataattcagccaaaaaacttaagaccgecggtcttgtccactaccttgcagtaatgcggtggacaggatcggeggttttcttttctcttctcaa

e Press Ok on the SBOL Association and on the Promoter Editor window to associate our Lacl
Inverter Gene genetic circuit with the pLac promoter.
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o SBOL Association

Associated DNA Components:

Lacl_Inverter_Gene

Add

Cancel

Reverse Complement

Remove

e Asyou may now notice, the promoter tile has been replaced with a new grey tile that resembles

a genetic circuit. This indicates that this promoter is now associated with an SBOL file.

The next step is to show the interactions between the proteins and the promoter. The pLac
promoter is repressible by Lacl, so in order to show this relationship, first select the repression

icon
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()] Saving SBOL file: SynBioTutorial.sbol
N Saving SBOL file: SynBioTutorial.sbol
"9 Saving SBML file:

/Users /John/Documents/iBiosim/Projects//SynBioTutorial//Lacl_Inverter.xml
E Converting SBML into SBOL and saving into the project's SBOL library.

e In order to show that Lacl represses the transcription of the TetR and GFP genes, hover over
the Lacl protein highlighting it. Now, while holding down the mouse button, draw a line

connecting the Lacl protein to the pLac promoter.

38




& iBioSim File Edit Tools Help = 7%@E) Lun.1312 Q
[ JOX J iBioSim
g [IENEIETES W]
f) IEEJSV"B“’T”‘W'HI Lacl_Inverter_Gene [ TetR_Inverter_Gene Kﬂ Lacl_Inverter.xml* ml
2) 8 Lacl_inverter.xml |
‘;g ) synBioTutorial.sbol Constants  Functions  Units

Clp|ule|s=|r|cle[T J[L[[E|LI]][8] zoom unzoom|pan [wocel

o OBEHE T

Cell

Q.

Y

Saving SBOL file: SynBioTutorial.sbol
Saving SBOL file: SynBioTutorial.sbol
Saving SBML file:

/Users /John/Documents /iBiosim/Projects//SynBioTutorial / /Lacl_Inverter.xml
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e To show that the promoter leads to the transcription and translation of the TetR and GFP
genes, hover over the promoter and while holding down the mouse button and draw a line to
the TetR protein and then do the same for the GFP genes.
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4.2 TetR Inverter

e The next step is to create the model of TetR repressing the Lacl gene, so select the file menu
and hover over New and then select Model. Enter TetR _Inverter in the Model ID.
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@ Model ID

Enter Model ID:

|TetR_I nverter ‘

e Once again, it is necessary to add the proteins involved in this models, namely TetR and Lacl,

so select the Add Species icon D from the tool ribbon and click on two different locations
on the schematic canvas to create the two proteins.

Lacl_Inverter_Gene | TetR_Inverter_Gene | Lacl_Inverter.xml | TetR_Inverter.xml*
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MOCeo]e[vele/=(r|cle|D LI LI1] 58] zeom [Un-zoom] pan [Wodel

Cell

C= )

e Now, select the cursor icon [> and double-click on one of the proteins to open the Species
Editor. Enter TetR into the ID criterion and select input in the Port Type criterion to specify
that TetR comes from the model that shall be created next and then click Ok.
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ID

Name

Port Type

SBO Term:

Compartment

Compartment Indices

Initial Amount/Concentration

Units

Conversion Factor

Conversion Factor Indices
Boundary Condition
Constitutive

Open complex production rate (ko)

Stoichiometry of production (np)

Degradation rate (kd)

Complex formation equilibrium (Kc)

Membrane diffusion rate (fd/rv) (kmdiff)

SBOL ComponentDefinition

S;ecies Editor

TetR

input

(unspecified)

Cell

0.0
(none)

(none)

Constant

Degrades
default
default
default
default
default <

Associate SBOL

Has Only Substance Units
Diffusible

.05

10

.0075

0.05/1

1.0/0.01

Cancel

e Now, double-click on the remaining protein to open its Species Editor, and enter Lacl into the
ID criterion and export into the Port Type criterion. In the Initial Amount/Concentration,
type in 60 because this model starts out with the GFP gene suppressed.

[ ] S;Jecies Editor
ID Lacl
Name
Port Type output
SBO Term: (unspecified)
Compartment Cell
Compartment Indices
Initial Amount/Concentration 60.0
Units (none)
Conversion Factor (none)
Conversion Factor Indices
Boundary Condition Constant Has Only Substance Units
Constitutive Degrades Diffusible
Open complex production rate (ko) default C 0.05
Stoichiometry of production (np) default | 10.0
Degradation rate (kd) default a 0.0075
Complex formation equilibrium (Kc) default C 0.05/1
Membrane diffusion rate (fd/rv) (kmdiff)  default | 1.0/0.01
SBOL ComponentDefinition Associate SBOL
Cancel ﬁ

e Next, as before, insert a promoter into the model, so that we can begin to establish the
relationship between Lacl and TetR.
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e Then select the cursor icon h and double-click the promoter to open the promoter editor.
In the ID criterion, type pTet because this is the TetR repressible promoter that leads to the
translation and transcription of Lacl.

[ - Promoter Editor
D pTey|
Name
Port Type internal
Compartment Cell
Compartment Indices
Initial promoter count (ng) default 2.0
RNAP binding equilibrium (Ko) default 0.033/1.0
Activated RNAP binding equilibrium (Kao) =~ default 1.0/1.0
Open complex production rate (ko) default 0.05
Basal production rate (kb) default 1.0E-4
Activated production rate (ka) default 0.25
Stoichiometry of production (np) default 10.0
SBOL ComponentDefinition Associate SBOL
Cancel _

e Now click the Associate SBOL button to open the SBOL Association window. This time
however, select the Reverse Complement box because this gene is on the opposite side of the
DNA as the previous two genes in the Lacl Inverter model.
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@ SBOL Association

Associated DNA Components:

Reverse Complement

Add Remove

Cancel (NG

e Once again, click the Add button to open the SBOL Browser. In the Component Definitions,
scroll down to the TetR _Inverter_Gene made earlier in this tutorial.

(] SBOL Browser

Filter by Type: all

O]

Filter by Role: all

©

Collections: Component Defintions:
all Laci_gene

collection__TetR_Inverter
collection__Lacl_Inverter

Lacl_Inverter__Lacl
Lacl_Inverter__TetR
TetR_Gene
[TetR_Inverter_Gene

Version: 1

Types: DNA
Components: BBa_R0040 (+1 to +54) Lacl_Gene (+55 to +1194) ECK120029600 (+1195 to +1284)

DNA Sequence: tccctatcagtgatagagattgacatccctatcagtgatagagatactgagcacaaagacaggaccatggtgaatgtgaaaccagtaacgttatacgatgtcge
agagtatgccggtgtctcttatcagaccgtttcccgegtggtgaaccaggccagecacgtttctgcgaaaacgcgggaaaaagtggaagceggegatggcggagetgaattacattee
caaccgcgtggcacaacaactggcgggcaaacagtegttgctgattggegttgccacctecagtctggecctgcacgegecgtegeaaattgtcgcggegattaaatctcgcgecga
tcaactgggtgccagcgtggtggtgtcgatggtagaacgaagcggcgtcgaagcctgtaaagcggeggtgcacaatcttctcgcgcaacgcgtcagtgggcetgatcattaactatce
gctggatgaccaggatgccattgctgtggaagetgectgeactaatgttccggegttatttcttgatgtctctgaccagacacccatcaacagtattattttctcccatgaagacggtacg
cgactgggcgtggageatctggtcgcattgggtcaccagcaaatcgcgctgttagcgggeccattaagttctgtctcggegegtctgegtctggctggetggeataaatatcteacte
gcaatcaaattcagccgatagcggaacgggaaggcgactggagtgccatgtccggttttcaacaaaccatgcaaatgctgaatgagggeatcgttcccactgcgatgctggttgeca
acgatcagatggcgctgggegcaatgcgegecattaccgagtccgggctgegegttggtgcggatatctcggtagtgggatacgacgataccgaagacagctcatgttatatccege
cgttaaccaccatcaaacaggattttcgcctgctggggcaaaccagcgtggaccgcettgctgcaactctctcagggccaggcggtgaagggcaatcagetgttgeccgtctcactggt
gaaaagaaaaaccaccctggcgcccaatacgcaaaccgectetccccgegegttggecgattcattaatgcagetggeacgacaggtttcccgactggaaagegggcaggetgcaa
acgacgaaaactacgctttagtagcttaataattcagccaaaaaacttaagaccgccggtcttgtccactaccttgcagtaatgcggtggacaggatcggeggtettcttttctcttctcaa

e Press Ok on the SBOL Browser menu, the SBOL Association window, and the Promoter
Editor Window to associate the genetic circuit with the promoter.
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e Now, to show that TetR represses the transcription and translation of the Lacl gene, select

the repression icon l from the tool ribbon and draw a line from the TetR protein to the
promoter. Then, to show pTet leads to the production of Lacl, draw line from the pTet
promoter to Lacl.

Lacl_Inverter_Gene m| TetR_Inverter_Gene | Lacl_Inverter.xml | TetR_Inverter.xml* |

Schematic ™ e IHEUTH Functions  Units

SOlo@c]pulelel=|r[cle|D LILIi[E1L]1] (58] zcom [Un-zeom] pan [wose

TetR
input

Cell
==

pTet

Lacl
output

4.3 Genetic Toggle Switch Model

e Now that these two models are completed, we can finally create the Genetic Toggle Switch
model, so first, create a new model called GeneticToggle.
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o Model ID

Enter Model ID:

GeneticToggle

Cancel | [UNOKIN

e Make sure the cursor icon [/\-‘ is selected and double-click on the schematic canvas to open
the Compartment Editor.

e Deselect Is Mapped to a Port because this model encompasses the other two models that
were just created (hierarchical model).

e Now click Ok.

e Then, the proteins involved in the Genetic Toggle, GFP, TetR, and Lacl must be added to

this model, so select the Add Species icon D and click on the schematic canvas three times.

Lacl_Inverter_Gene m| TetR_Inverter_Gene Ezl Lacl_Inverter.xml m' TetR_Inverter.xml GeneticToggle.xml* B4
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e Select the cursor icon [>‘ from the tool ribbon and double-click on one of the proteins to
open the Species Editor, and then, enter Lacl in the ID criterion. This time, leave the Port
Type on internal because the Lacl is not entering this model from somewhere else or going
into another model. In addition, under Conversion Factor Indices, select Degrades to indicate
that this protein degrades overtime. Then press Ok.
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[ ] Species Editor

ID Lacl
Name {
Port Type internal

SBO Term: (unspecified)

[Of o

Compartment Cell
Compartment Indices
Initial Amount/Concentration 0.0

Units (none)

(O o

Conversion Factor (none)

Conversion Factor Indices
Boundary Condition Constant Has Only Substance Units
Constitutive Degrades Diffusible

Open complex production rate (ko) default & 05

Stoichiometry of production (np) default C 10

(o]

Degradation rate (kd) default 0075
Complex formation equilibrium (Kc) default C 0.05/1
Membrane diffusion rate (fd/rv) (kmdiff)  default ¢ 1.0/0.01 |

SBOL ComponentDefinition Associate SBOL

Cancel | N

Now, open the Species Editor for the other two proteins and enter TetR and GFP into their
ID criterions. Under Conversion Factor Indices for both proteins, select degrades. Just like
Lacl, both of these proteins degrade over time in biological systems. Click Ok to save these
criteria.

It is now necessary to add the previous two models to this model, so select the Add Module

icon L] from the tool ribbon and click on the schematic canvas.
Now select the Lacl_Inverter model and click Ok to add it to this model.
Click on the schematic canvas again and select the TetR_Inverter to add it to this model.

Now, it is necessary to show the relationship between the models and proteins. First select
the arrow icon and draw a line from the Lacl protein to the Lacl_Inverter module to indicate
that the Lacl protein in this model is the inputted protein in the Lacl_Inverter model.

Now, draw a line from the Lacl_Inverter Module to the TetR protein.

Since there are two output ports, you must select the TetR protein port to continue in order
to confirm that output TetR protein corresponds to the internal TetR protein in this model.

Now draw a line from the TetR protein to the TetR_Inverter module to link the internal TetR
protein in this model to the inputted TetR protein in the TetR_Inverter model.

Next, connect the TetR_Inverter module to the Lacl protein to link the outputted Lacl protein
in the TetR _Inverter model to this model.

Finally, draw a line from the Lacl_Inverter module to the GFP protein to link the outputted
GFP protein in the Lacl_Inverter model to this model’s internal GFP protein.

The next step is to add the inducers that flip this genetic toggle switch on and off, IPTG and

aTc respectively, so select the Add Species icon D from the tool ribbon and click on two
areas of the schematic canvas.
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Now select the cursor icon [:\”\‘ from the tool ribbon and double-click one of the proteins to
open the Species Editor.

Enter IPTG in the ID criterion.

Under the Conversion Factor Indices, select Boundary Condition in order to specify that its
concentration remains constant for the purposes of this model.

Click Ok to save the criteria.
Now double-click the remaining protein to open its Species Editor.

Enter aTc in the ID criterion and once again select Boundary Condition under the Conversion
Factor Indices.

Click Ok to save the entered criteria.

In operons, an inducer works by binding to the repressor protein changing the shape of the
protein, so it no longer binds to the DNA before the promoter. This can be represented in
this model by forming complexes of IPTG and Lacl as well aTc and TetR, so select the Add

Species icon D from the tool ribbon and click on two areas of the schematic canvas to create
the complexes.

Now select the cursor icon [>-\‘ from the tool ribbon and double-click on one of the complexes
to open the Species Editor.

Under the item criterion, type IPTG_Lacl to indicate that this is the complex formed by
IPTG binding to Lacl.

Under the Conversion Factor Indices, select Degrades because this complex over time in
biological systems eventually degrades.

Now double-click the remaining complex to open its Species Editor, and label this one’s ID
as aTc_TetR to indicate that this complex is formed by aTc binding to TetR.

Once again, under the Conversion Factor Indices, select Degrades for the same reason as
IPTG_Lacl complex.

Now, it is necessary to show the relationship among the complex, the inducer, and repres-

sor protein, so select the Complex Formation Icon « and draw a line from IPTG to the
IPTG _Lacl complex as well as a line from Lacl to the IPTG to show that a complex is formed
when IPTG binds to Lacl.

Now, connect aTc to the aTc_TetR complex as well as TetR to the aTc_TetR complex to
show that aTc and TetR form a complex when aTc binds to TetR.

The default Stoichiometry of binding for complex formation is 2. However, since these re-
actions only require one of each reactant to form one complex, the Stoichiometry of binding

for these reactions is 1. So, select the cursor icon [5‘ and double-click one of the lines that
connects a reactant to one of the complexes and under Stoichiometry of binding (nc), change
default to custom and change the parameter from 2 to 1.
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Repeat the above step for each of the lines connecting the reactants to the two complexes.

The final step is to add events to change the amount of IPTG and aTc present in the system

to turn the genetic toggle switch on and off, so select the Event Icon E .nd click on the
schematic canvas to add an event and open the Event Editor.

Under the ID criterion, label the event IPTG_High because this event will increase the amount
of IPTG in the system at a specific time.

Under the Delay criterion, type 2000 to specify the amount of time before the event will be
allowed to trigger, so that the switch starts in the off position for a period of time.

Now go up to the Trigger condition and type true to specify that the event will trigger
immediately at time equals 2000.

Next, click on Add Assignment to open the Event Assignment Editor to specify what the
event shall do when it triggers.

In the Event Assignment Editor, set the variable to IPTG because this event will increase
the amount of IPTG present in the system.

Next, set the Assignment to 60 in order to increase the IPTG present from 0 to 60 because
enough IPTG must be present in the system to stop the repression of the TetR and GFP
genes by Lacl to turn the switch on.

Now, click on the Add button in the Event Assignment Editor to add this assignment to the
editor.

Click on the Add button in the Event Editor to create the event.

The next event that needs to be created is necessary to lower the IPTG value back to zero
in order to show that the switch remains on even when the inducer is no longer present, so
click on another space on the schematic canvas to create another event.

Under the ID criterion, type IPTG_Low because this event will lower the IPTG present in
the system back to 0.

Under the Delay criterion, set the value to 4000 because this event should occur after some
time after the previous event raises the IPTG value.

Set the Trigger condition to true, so the event will trigger at time 4000.

Now, the purpose of the event must be set, so click the Add Assignment to open the Event
Assignment Editor.

Set the variable to IPTG again because this event will lower the concentration of IPTG, and
set the Assignment criterion to 0 to lower the IPTG in the system back from 60 to 0.

Click on the Add button to finalize the assignment, and then click on the Add button in the
Event Editor to create the event.

The next step is to create the events that turn the switch off, so click in another location in
the schematic canvas to open the Event Editor to create another event.
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Under the ID criterion, type aTc_High because this event will increase the amount of aTc
present in the system to turn the switch off.

Set the Delay criterion for this event to 6000 because it should occur after the previous events,
and once again, set the Trigger criterion to true so the event occurs at 6000.

Click on Add Assignment so that the event increases the aTc concentration at time equals
6000.

Set the variable to aTc this time because that is the molecule concentration being changed.

Under the Assignment criterion, set the value to 60 to raise the aTc concentration from 0 to
60.

Click Add to add this assignment to the event, and then click Add in the Event Editor to
create the event.

The last event that needs to be created will essentially reset the system back to its starting
state, so once again, click another place on the schematic canvas to create another event.

Under the ID criterion in the Event Editor, type aTc_Low because this event will lower aTc
back to 0 resetting the system back to the way it was at time equals 0.

Under the Delay criteria, set the value to 8000, so the event occurs after the previous three
events.

Now, set the Trigger criterion to true, so the event triggers right at time equals 8000.

Click Add Assignment to open the Event Assignment Editor in order to specify what the
event does.

Set the variable to aTc because this event will lower the concentration of aTc, and set the
Assignment criterion to 0 to lower the aTc concentration back to 0.

Click Add to add the assignment to the Event, and then click Add in the Event Editor to
create the event.

Now select the File Menu and click Save.

Let us know see how to create a new model using the Model Editor. First, select New —
Model from the File menu as shown below. You will then be prompted to enter a model ID. Enter

LacI_

Inverter. At this point, a Model editor will open in a new tab.

am FEF® 32 0
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()| Saving SBOL file: SynBioTutorial.sbol
“ Saving SBOL file: SynBioTutorial.sbol
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/Users/John/Documents/iBiosim/Projects//SynBioTutorial/ /Lacl_Inverter.xml
E Converting SBML into SBOL and saving into the project's SBOL library.

To add a chemical species, select the Add Species icon D and click on the schematic canvas
(note that this can also be done using the Edit menu or the hotkeys shown in this menu). This will
drop a new species with default ID and other values. You may change these defaults by clicking

on the selection icon [>, and double-clicking on the species to open the Species Editor. In this
case, let us change the ID to Lacl and change the Port type to input. We will leave all the other
values at their default values. The port type of input indicates that this species will be used as an
input for the Lacl inverter. Note that while in the select mode, you can also select an object in
the schematic and move it by moving the mouse while holding the left mouse button. Pressing the
right mouse button while an object is selected brings up a menu that allows you to delete an object
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from the schematic. Repeat the steps above to add TetR and GFP species. Give these species port
type of output.

[ ) S;Jecies Editor
ID SO
Name
Port Type internal ﬁ
SBO Term: (unspecified) E
Compartment Cell E

Compartment Indices

Initial Amount/Concentration 0.0
Units (none) H
Conversion Factor (none) B

Conversion Factor Indices

Boundary Condition Constant Has Only Substance Units
Constitutive Degrades Diffusible

Open complex production rate (ko) default ¢l .05

Stoichiometry of production (np) default s 10

Degradation rate (kd) default £ .0075

Complex formation equilibrium (Kc) default g 0.05/1

<>

Membrane diffusion rate (fd/rv) (kmdiff)  default 1.0/0.01

SBOL ComponentDefinition Associate SBOL

Next, let’s add the pLac promoter, which initiates transcription of the gene that produces the

proteins TetR and GFP. To do this, select the promoter icon P and click on the schematic canvas
to drop the promoter with a default ID and parameter values. Double-click on the promoter to
bring up the promoter editor. Change the ID to pLac.
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® Promoter Editor

ID PO

Name

Port Type internal
Compartment Cell

Compartment Indices

Initial promoter count (ng) default 2.0

RNAP binding equilibrium (Ko) default 0.033/1.0
Activated RNAP binding equilibrium (Kao) = default 1.0/1.0
Open complex production rate (ko) default 0.05
Basal production rate (kb) default a 1.0E-4
Activated production rate (ka) default 0.25
Stoichiometry of production (np) default a 10.0
SBOL ComponentDefinition Associate SBOL

Concel (MO

The pLac promoter is repressed by the Lacl species. To create this relationship, select the

repression arc icon l , highlight the Lacl species, and, while holding the mouse button, stretch
the repression arc to the pLac promoter.

Lacl_lnverter.xml* Kil

Constants | Functions = Units |
O C/@c] e[y e|e=rcle|D JIFI515[1]]] 3] zeom [unzom]pan [wosel]

Lacl
input
%&

TetR GFP
output outpur

Cell

As mentioned earlier, the pLac promoter initiates the production of the TetR and GFP species.
Highlight the pLac promoter and, while holding the mouse button, stretch the production arc to
the TetR species. Repeat these steps to create a production arc between the pLac promoter and
GFP species. Note that any regulation icon can be selected for this because all arcs from promoters
to species are always production arcs.
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Let us now annotate the Lacl inverter with its DNA sequence. To do this, we will need to first
import some annotated sequence data stored using the synthetic biology open language (SBOL).
Select the File — Import — SBOL File menu option as shown below. This will bring up a file
browser. You will need to find the location where iBioSim is installed, and the file you want to
import should be located in iBioSim/docs/SynBioTutorial/SBOL/GeneticToggle.sbol.

IEEH Edit Tools Help

New 2

Open Project ®0

Open Recent .
rer.xml | TetR_

Close BW

Close All 8w

Save # @LOIPIVIBA

Save As 48 —————

Save All S

Save and Check 3K
Save and Run ##BR

Refresh F5
SBML Model
Export » BioModel |
| Virtual Part
g LPN Model

SED-ML File

Next, click on the Model button in the schematic editor which brings up the Model editor shown
below.
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Lacl_Inverter.xml ml

Constants | Functions = Units ]

m 800 Model Editor
= Model ID: Lacl_Inverter m
Model Name: | ‘
Substance Units: | (none) +
Time Units: \ { none ) |
Volume Units: \ ( none ) 2
Area Units: | (none) i
i Length Units: | (none) s
Extent Units: \ { none ) |
Conversion Factor: \ ( none ) &l
Conversion Factor Indices:
SBOL DNA Component: | Associate SBOL |
Flux Objective: | Edit Objectives ]
| cancel | [ OK ]
S

Next, click on the Associate SBOL button, highlight the placeholder for the DNA component,
and click the Remove button. Then, press the Add button which will open the SBOL browser shown
below. In the list of DNA components, scroll down to the component named pIKERightCassette_1,
select it, and press OK.

Lacl_Inverter.xn & O O SBOL Browser
[
Filter by Type: | all 3
~ Collections: DNA Components:
[goc PIKELeftCassette 2
| ToggleSwitchCassettes pIKELeftCassette_3
Model pIKELeftCassete_4
Model =
pIKERIghtCassette_2
Subs pIKERightCassette_3 o
pIKERightCassette_4
Time TAKLoftCaccata 1 +
Display ID: pIKERightCassette_1 "
Volu Name: NA +
Arcd Description: plKERightCassette_1 <]
- Annotations: BBa_R0010 +1 to +200, BBa_J61120_BBa_C0040 +201 to +872, BBa_JE1130_BBa_E0040 +873 to +1604, ECK120 z
Leng 033736 +1605 to +1657 o
Types: SO_0000805
Extent DNA Sequence: caatacgcaaaccgectctccccgegegtiggocgaticattaatgcagetggeacgacaggtitcccgactggaaagegggeagtgagegcaacgcaatt o
aatgtgagttagctcactcattaggcaccccaggetttacactttatgettccggctagtatgtigtgtggaattgtgagcggataacaatttcacacaaaagacgcgagaatgtccaga
Con ttagataaaagtaaagtgattaacagcgeattagagetgettaatgaggtcggaatcgaaggtitaacaacccgtaaactcgeccagaagctaggtgtagageagectacattgtatt Gal
ggratgraaaaaataagcgggeiiigecgacgccitagecartgagatgitagataggcaccatactcactiitgcciiiagaaggggaaagciggeaagattiiitacglaataac
Con gCtaaaagrirragargrgerttactaagicatcgegarggagcaaaaglacatitaggracacggectacagaaaaacagralgaaactetcgaaaarcaattagectiargecaa
SBOL caaggtttitcactagagaatgcattatatgcactcagegetgtggggeattttactitaggttgegtatiggaagatcaagagcatcaagicgctaaagaagaaagggaaacacctac ‘
tactgatagtatgccgecattattacgacaagctatcgaattatitgatcaccaaggtgcagagecagectictiaticggecttgaattgatcatatgcggattagaaaaacaacttaaa J
Flull tgtgaaagtgggtccgctgcaaacgacgaaaactacgetttagtagettaat gacaatgecgt tittcactggagtigtcccaattcttgtigaatt ‘
agatggtgatgttaatgggcacaaattitctgtcagtggagagggtgaaggtgatgcaacatacggaaaacttacccttaaatttatitgeactactggaaaactacctgttccatggee d
3ACACTIgICACTACTIICggitatggrgiicaatgeiigcgagatacccagatcatalgaaacagcatgactitttcaagagtgecatgccgaaggargtacaggaaagaactata
OK |
| Cancel | [—Ol—]

The SBOL association editor should now show this DNA component as being associated with
this model. We could now add more components, if we wish, but only one is needed for this, so
press Ok. We are now done with the Lacl inverter model, so let’s make sure the model is saved by

either clicking on the Save icon H or selecting the Save option from the File menu.
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Lacl_Inverter.xml

Constants | Functions | Units |

|> ! Model Editor
Model 1D: Lacl_lnverter
Model Name: @ 0 O) SBOL Assaciation |
Substance U Associated DNA Components: : |
Time Units: pIKERIghtCassette_1 ol
Volume Uni I ¢_|
Area Units: I ¢_|
Length Unit: I 2]
Extent Units - I ¢_|
|| Minus Strand
Conversion . " \( \ I ¢.|
Add l Remove H Edit Composite ” Add/Move Composite J

Conversion

—
SBOL DNA [ cance | [ ok ] I:l

Next, repeat the steps above to create a TetR_Inverter model. The TetR inverter has input
TetR and output Lacl. In the TetR inverter, TetR represses the production of Lacl. To indicate this,

select the repression icon l , highlight the TetR species and stretch the arc to the Lacl species.
This action creates an implicit promoter PO that is repressed by TetR and initiates production of
Lacl. When you associate SBOL with this model, select the pIKELeftCassette_1 component, and
select for it to be put on the Minus Strand by checking the box on the SBOL association window.

Do not forget to save this model either by clicking on the Save icon H or selecting the Save option
from the File menu.

Lacl_Inverter.xml | TetR_Inverter.xml* |

Constants | Functions | Units |
SC|ol@lc]plv]e/e=|rcle| LRI |LI1][8] 20om r-zoom] ran | [wode]

: Cell

Now, let us put these genetic inverters into a new model called GeneticToggle. This model will
be the top-level model, and all elements of this model will be enclosed in this model’s compartment.
Compartments are the membrane-enclosed regions where species can be found and reactions take
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place. iBioSim creates a default compartment initially with the ID of Cell. If you click on the
schematic within the Cell compartment, it brings up the compartment editor. Uncheck the “Is
Mapped to a Port”. This indicates that this compartment should be enclosing this model and not
replaced when instantiated in a larger model. Once you press OK, you will notice that the com-
partment now has rounded corners to indicate that this is membrane enclosed by the compartment

Cell.

Lacl_Inverter.xml ‘ TetR_Inverter.xml| | GeneticToggle.xml |

Constants Functions Units J
Sl joj@lp|vie|@=|r|cle|Df FILSILILLIIE] zoom onzoom] ran [wode]

8.0.0 Compartment Editor
ID: [cet ]
Name: ’—|
Is Mapped to a Port: O
Spatial Dimensions: ’30—|
! _— Spatial Size: ’10—|
Units: | (none) 1)
Constant: \trueiﬂ
|  Cancel | [ OK ]
" —

Now, lets add the Lacl_Inverter component to this model. Select the Add Component icon L]
and click on the Schematic canvas opening the Add Component(s) window. In this window, browse
the combo box, if necessary, to find your Lacl_Inverter model. Pressing OK will then add it to your
schematic. Repeat these steps to add the TetR_Inverter.

Lacl_Inverter.xml | TetR_Inverter.xml| ‘ GeneticToggle.xml |

Constants | Functions I.lnits]
OO @C Py e|e=(r|c|e| FIL[LIL[]][8] zoom [unZoom] pan [wodel]

a

800 Add Component(s)

| Lacl_Inverter.xml A

[_] Tile Component

Columns 6
Rows 3
Padding 20
Orientation Top Left
| cancel | [—Qk—]
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The next step is to connect the components through their species. To do this, add species to
the model for Lacl, TetR, and GFP. Mark that each of these species degrades, and set the initial
amount of Lacl to 60. The degrades checkbox means that when this model is analyzed a default
degradation reaction will be created which has a rate of 0.0075. Next, highlight the Lacl species
and stretch a connection to the Lacl_Inverter connecting it to its Lacl input port. Next, highlight
the Lacl_Inverter and stretch to the TetR species. In this case, since there are two output ports, you
must select the TetR output port is the one desired. Next, highlight the TetR species and stretch
to the TetR_Inverter to connect to the TetR input port. Next, highlight the TetR_Inverter and
stretch to the Lacl species to connect it to its Lacl output port. Finally, highlight the Lac_Inverter
and stretch to the GFP species being sure to select to connect to its GFP output port.

Lacl_Inverter.xml ¥4| TetR_Inverter.xml Ed GeneticToggle.xml* Pﬁl

Constants | Functions | Units |
Blclelclplvle|e/=(r[cle[ JIL[ ][] ]][58] zeom Unzoon] ran :[Model]

/
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1 GFP )
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f
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| Cancel | [ 0K ]
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By instantiating these models together, the SBOL associated with each component will now be
composed as well. To add some description for this composite DNA component, click on the Model
button, followed by the Associate SBOL button on the Model Editor, and finally the Edit Composite
button on the SBOL Association window. You can now add an ID, Name, and Description for this
composite DNA component as shown below.
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Lacl_lnverter.xm| E| TetR_Inverter.xml | GeneticToggle.xml K{l

Constants | Functions | Units J

Nooc Model Editor

Model ID: GeneticToggle

Model Name: |— Y & SBOL Association

|

Composite SBOL Descriptors

Save SBOL DNA Component to File: [ GeneticToggle.shol

SBOL DNA Component I1D: |MyGeneticTcggIe

SBOL DNA Component Name: |pIKE Cenetic Toggle

SBOL DNA Component Description: |The Gardner/Collins Genetic Toggle Switch

Flux Objective:

Next let us add the complex formation reactions that sequester Lacl and TetR preventing them
from acting as repressors. First, add the small molecule species IPTG and aTc. Select boundary
condition to indicate they are replenished inputs to the system. Next, add the complex species

IPTG _Lacl and aTc_TetR and mark that they degrade. Now, select the complex formation icon
highlight the IPTG species, and, while holding the mouse button, stretch the complex formation
arc to the IPTG_Lacl species. Repeat this step to connect complex formation arcs between Lacl
and this complex, as well as from aTc and TetR to the aTc_TetR complex. Finally, click on the

selection icon [:;, and double-click on each complex formation to open the Influence Editor. In
this editor, change the Stoichiometry of binding (nc) from 2 to 1 by first changing “default” to
“custom” then editing the value.

Lacl_lnverter.xml ‘ TetR_Inverter.xml | GeneticToggle.xml* |

Constants | Functions LInitsJ
SOloec]plvie|e/=(rlclel D LLISEILI1][=E] zeom [Urzoom] ran [Wodel]

/ 800 Influence Editor
3 Edit Promoter

Promoter >

Type complex =

Stoichiometry of binding (nc) [ custom +JfLo |
Repression binding equilibrium (Kr) default =||.5/1

Activation binding equilibrium (Ka) default ¥ .0033/1

{ Cancel J E—OH

PTG _Lacl
internal

The final step in the model creation is to add some discrete events to change the amounts of
IPTG and aTc, so we may see the genetic toggle switch change state during simulation. First, select
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the event icon E , and click on the schematic to add an event. This action opens the event editor.
In this editor, create an event with ID “IPTG_High”, a trigger of “true”, and a delay of 2000.
Next, click on Add Assignment to bring up the Event Assignment Editor. In this editor, select
the variable IPTG and provide the assignment of 60. Press the Add button to add the assignment
and the Add button to add the event. This event will cause the amount of IPTG to change to
60 molecules after 2000 seconds of simulation time. Repeat these steps to create an “IPTG_Low”
event with a delay of 4000 which assigns 0 to IPTG, an “aTc_High” event with a delay of 6000
which assigns 60 to aTc, and finally an “aTc_Low” event with a delay of 8000 which assigns 0 to
aTc.

1], D—— Exent,Feitor,
ID: [ IPTG_High |
Lacl_Inverter.xml ‘ TetR_Inverter.xml | GeneticToggle.xml |
Name: | |
) ) ) Is Mapped to a Port: O
NOj@@c |y e|ef=(Rclel L[SV [=L] 2
- //_, Trigger: | true
§| 800 Event Asssignment Editor Trigger is persistent: [ Trigger initially true: [
Use values at trigger time: ||
Dimension Size Ids: |
Delay: | 2000 |
Variable: | IPTG 4| Indices: | |
Priority: | |
Assignment: IBO | . N
Dynamic Process: | none |
[ cancel | E Add ; SBOL DNA Component: | Associate SBOL |
List of Assignments:

internal internal
| - .
AN PTG Lacl
I\ internal

\ | Add Assignment | | Remove Assignment | | Edit Assignment |

‘ [ Cancel | [ Add |

up/workspace/BioSim/docs//SynBioTutorial / fGeneticToggle.xml

You should now have a complete model of the genetic toggle switch that looks like the one below
(though locations of elements may be different). Make sure the model is saved by either clicking

on the Save icon H or selecting the Save option from the File menu.
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Lacl_Inverter.xml| | TetR_Inverter.xml ‘ CeneticToggle.xml* |

Constants ~ Functions | Units |
ISC|Slmic)ply]e/m=(r[c|e| J[L[{[SIL[]I[=E] zom [tnzoon] pan
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!

Cell
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IPTG
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Port(TetR

c2
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Lacl
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5 SBOL Browser

As mentioned above, a composite DNA component has been constructed for the entire genetic
toggle switch. To see this component, click on the GeneticToggle.sbol file in the list of project
files to open the SBOL browser. On the right side, scroll down and select the DNA component
that you named MyGeneticToggle. You will now see the complete annotated DNA sequence for
this component. Note how the pIKELeftCassette_1 has been put on the minus strand while the
pIKERightCassette_1 follows it on the positive strand.

Lacl_Inverter.xml | TetR_Inverter.xml | GeneticToggle.xml| | GeneticToggle.shol |

SEOL Browser

Filter by Type: | all =

Collections: DNA Components:
ECK120033737 : ECK120033737
ECK120034435 : ECK120034435
GeneticToggle

pIKELeftCassette_1
plKELeftCassette_2
pIKELeftCassette_3
plKELeftCassette_4
pIKERightCassette_1

ToggleSwitchCassettes

Display ID: MyGeneticToggle

Name: plKE Genetic Toggle

Description: The Gardner/Collins Cenetic Toggle Switch

Annotations: plKELeftCassette_1 -1 to -1284, pIKERightCassette_1 +1285 to +2941

Types: engineered region

DNA Sequence: ttgagaagagaaaagaaaaccgccgatcctgtccaccgcattactgcaaggtagtggacaagaccggoggtcttaagttitttggctgaattattaagctactaaagegtagttttcgtegtitgcagectgeccgetite

€agrcgggaaaccrgicglgecagelgeattaatgaalcggocaacgegcggggagaggaggiitgcgrattgggcgocagggiggritiictiticaccagigagacgggcaacagergattgocciicaccgoctggocctgagagagreg
cagcaageggrecacgcrggritgecccageaggegaaaatccrgitgatggrggtaacggegggatataacatgagergrcricggatcgtcgtatcccactaccgagatatccgeaccaacgegeageccggacteggraarggegeg
cattgcgeccagegocatctgategtiggeaaccageatcgeagtgggaacgatgooctcaticageattigeatggtitgtigaaaaccggacatggeactccagtegecticcegitccgatatcggetgaatttgattgcgagtgagatattta
tgccagccagocagacgcagacgcgocgagacagaacttaatgggoccgetaacagegegatitgetggtgacccaatgcgaccagatgotccacgeccagtcgegtaccgtcticatgggagaaaataatactgttgatgggtgtctgge

agagacatcaagaaataacgccggaacattagtgcaggeagettccacageaatggeatcctggteatccageggatagttaatgatcageccactgacgegttgegegagaagattgtgeaccgecgctttacaggeticgacgecgettcg
TCTaccatcgacraccacacglggeacceagitgatcggegogagartiaatcgecgcgacaatitgegacggegogigcagggocagactggaggiggeaacgccaatcagraacgactgiitgeecgecagiiggrgecacgeggt
tgggaatgtaaticagctccgocatcgoegettccactitttcccgegtiticgcagaaacgtggetggectggitcaccacgegggaaacggtctgataagagacaccggeatactctgegacatcgtataacgttactggtitcacattcacca

tggtcctgtctitgtgeteagtatctctatcactgatagggatgteaatcictatcactgatagggacaatacgcaaaccgcctctccccgegegttggocgaticattaatgeagetggeacgacaggtitcccgactggaaagegggeagtgag
cgcaacgcaattaatgtgagttagctcactcattaggcaccccaggetttacactttatgcttccggetcgtatgttgtgtggaattgtgagcggataacaatttcacacaaaagacgcgagaatgtccagattagataaaagtaaagtgattaaca
gcgcattagagotgettaatgaggicggaatcgaaggrttaacaacccglaaactcgeccagaagctaggtgragageagectacattgtattggeatgtaaaaaataagcgggetitgetcgacgocrtagecartgagatgtagataggeac
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6 Analysis Tool

This section describes how to analyze the model just created. The first step is to create an
analysis view. To do this, right-click on the model file and select Create Analysis View. Enter the
analysis ID GeneticToggle or just press enter. At this point, a new analysis view should open.
You should also notice that an icon appears next to your model file. When you click on this, it will
show you all of the analysis and learn views associated with this model.

SynBioTutorial Lacl_Inverte
)X GeneticToggle.sbol

LB CeneticTogale. xml

8 Lacl_lnveh Create Analysis View

3 TetR_Inver  Create Synthesis View
Create Learn View

View/Edit (graphical)
View/Edit (tabular)
Copy

Rename

Delete

GeneticToggle ml

S bl Advanced Options | Schematic | Parameters =~ TSD Graph | Histogram |

Model File: GeneticToggle.xml

Abstraction: @ None -._:_.- Abstraction ‘._:_.' Logical Abstraction
Simulation Type: () ODE (_) Monte Carlo Markov () FBA () Model () Network () Browser
Options: | | Report Concentrations | | Do Not Generate Runs | | Append Simulation Runs [ | Generate Statistics
Possible Simulators { Analyzers: | rkf4s = |

Description Of Selected Simulator:  Embedded Runge-Kutta-Fehlberg (4, 5) method

Time Limit: [100.0

| Print Interval +| 10
Minimum Time Step: lo
Maximum Time Step: [inf
Absolute Error: [1.06-9
Random Seed: [314159
Runs: [1

Simulation 1D:

In order to perform analysis, the analysis tool first converts the model into a detailed reaction-
based model. There are three different ways to see the reaction-based model that is produced. If
GraphViz is installed on your computer, you can select Network for your Simulation Type. Then,

either press the Save and Run icon 0 or select the Save and Run option from the File menu. The
result will be a GraphViz window that will open to show the reaction-based model such as the one
shown below for our example. If it does not open in GraphViz, make sure that you have files with
the .dot file extension associated with GraphViz on your computer. You can also view the model
in a web browser by selecting Browser for your simulation type. In this case, you should ensure
that you have files with the .xhtml extension associated with your favorite browser. Finally, you
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can save the reaction-based model by selecting Model as your simulation type. In this case, you
must provide a new model ID. This new model will appear in your project and it can be opened in
the Model Editor. Since this model does not include any layout information, you will need to either
lay it out by hand or using one of the default layout routines selectable using the Apply Layout

icon b}

‘ RC2_PO_RNAP J ‘ R.C1_plac RNAP

n

m n

R_constitive_production €2_PO
{R_sorstitutive_production_C2_PO_ke * C2__PO_RNAP}

?/ﬁ<\ < e

Degradation_Lact Diegradstion_Tetk Degradation GEP
Lluuplu IFTG_Lacl {Degradation. Lacl_kd * Lacl} K_u]uL"c-mm_Duu!mg _C1_plae_Lsel s: _repression_hinding C2__P0_TetR | | (Degradation, TR kd * TeiR} Complex_aTe_Tet’ {Depradation, GEP ki * GEP}
- ‘ ‘ #
Degradation IFTG_Lacl Degradation_aTe_Telk
{Degradation_IFTG_Lacl_kd = IFTG_Lacl} {Depradation_sTe_TetR_kd * alc_Tetit}
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Model ID GeneticToggle
Model Name Created by iBioSim flatten routine
Model Substance Units||mole
Model Volume Units ||litre

| Unit ID | Definition |
u_1_mole_nl ||(molc y! |
u_1_second nl (second )!

u_1_mole_nl_1_second_n1||(mole ) !*(second )!

Compartment ID||Dimensions|(Initial Size”Units”Cnnstant
Cell 3 1 ||n0nc ||Truc

| Species ID ||Cnmparl:|uent||l|:|jtial Value||Units||Conversinn Facmr||Boundary||Constant||HasOnlySubstanceUnits|

GFP Cell 0 (amount) ||none |nonc ||Falsc False True
Lacl Cell 60 (amount) |[none |n0nc ||Falsc False True
|TetR ||Cc]l || 0 (amount) ||nonc ||nonc ||Falsc ||Falsc ||Tme |
PTG Cell 0 (amount) ||none |n0nc True False True
aTc Cell 0 (amount) ||none |n0nc True False True
IPTG_Lacl Cell 0 (amount) ||none |n0nc ||Falsc False True
aTc_TetR Cell 0 (amount) |[none |none |[False False  [True
M= - M= aa M= | 1T || P [ = 1= 1

GeneticToggle ‘ GeneticToggleFull.xml* |

Constants | Functions  Units |
SO O/ @C Py e|®/=(r[cle[Df T[] [5E] zoom unzoom]ran [wodel]
—— IPTG_Lacl

internal Degrads re-tact
IPTG_High PTG ComplextPFe.La \
4 internal
f

Y
\
PTG Low Degr'\_La:l
FTC_La

Complex,
aTc_High

Cc2__P0
internal

internal Co piiterlc, etRa.Tc_TetR Dearad \Tc TetR
internal

Lacl
| s on ks gACatststiee
c T A memal

aTc_TetR

RNAF
internal

C1__plac

TZ_PO_TetR
internal R_C '7'“ P _plac_RNAP ) - internal
internal R_const\tutwchtlon_C2_PD R_reprg smnMCZ_PD_TEtR

ternal
o e Deg h_TetR
GFP
internal

\ R_constitutive_

in_GFP /

As you can see, this model is quite complex. A simple model can be generated by selecting
Abstraction to reduce the model using reaction-based abstractions based on the quasi-steady state
assumption. The abstracted model shown below is reduced from 15 species and 13 reactions to just
5 species and 5 reactions.

64



GeneticToggle | GeneticToggleFull.xml | GeneticToggleAbs.xml* |

Constants | Functions | Units |
Solcielcip|v/e|ef=(Rlcle| FIIIJIL[L[[[55] zem [Unzoom] ran [Wode]

IPTG_High
PTG
internal

S

_—

Now, go back to the simulation options tab. Here, make sure that Abstraction is still selected,
change the simulation type back to ODE, the simulator to Runge-Kutta-Fehlberg, the time limit
to 10000.0, the print interval to 100.0, and enter a Simulation ID of ode. Then, either press the

Save and Run icon 0 or select the Save and Run option from the File menu. After the simulation
completes, click on the TSD Graph tab. Double-click on the graph to bring up the graph editor.
Open the ode simulation, highlight Average, select aTc, IPTG, and GFP, change the Title to “ODE
Simulation Results”, change the X-Axis Label to “Time (seconds)”, and change the Y-Axis Label
to “Number of Molecules”. Press the OK button.

GeneticToggle* | GeneticToggleFull.xml | GeneticToggleAbs.xml |
Advanced Options | Schematic | Parameters | TSD Graph | Histogram |

Model File: GeneticToggle.xml

Abstraction: () None () Abstraction () Logical Abstraction
Simulation Type: (=) ODE () Monte Carlo Markov () FBA () Model () Network () Browser
Options: |_| Report Concentrations || Do Not Generate Runs || Append Simulation Runs || Generate Statistics
Possible Simulators /Analyzers: | Runge-Kutta-Fehlberg il

Description Of Selected Simulator:  Runge-Kutta-Fehlberg Method (java)

Time Limit: 110000.0 |
| Print Interval :| l100.0 |
Minimum Time Step: lo |
Maximum Time Step: linf [
Absolute Error: [1.0E-9 |
Random Seed: 1314159 |
Runs: 1 |
Simulation ID: [ade |
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800 Edit Graph

Title: ODE Simulations Results X-Min: -1.0 Y-Min: -1.0
| Deselect All | ™ Auto Resize | time 2| [ Logx ] Log¥ ™ visible Legend
?S”:::T"gg'“ [ Use | Al Variables +] Color i ™ Connect ™ Visible & Fill
[W]Average aTc (ode, ) || Red s B[ square B ™ )
Qyrun-1 [ [c1_pLac tode, 0 || Black 2/ Arow Bl i 4
[ [c2_poode, x | [ Black <[ Arrow ™ ™ ™~
[ [cell (ode, 0 | [ Black <[ Arrow ™ ™ ™~
™ [cFP(ode, 0 | [ Green & [ Triangle B ™ ™
™ [IPTG (ode, ) | Blue ol | circle ™ ) ™
[ [Lacl (ode, x) | [ Black :] [ Arrow ™ ™ i
[ [TetR (ode, | [ Black :] [ Arrow 1™ ™ i
[ cancel | [0
GeneticToggle* | GeneticToggleFull.xml | GeneticToggleAbs.xml |
[ Simulation Options | Advanced Options | Schematic | Parameters
ODE Simulations Results
70
65
(A T " n
= | |
g 50
3 | |
g 45
S a0 | |
5 3 \ \
o
_E 30 | [
5 25 | |
z
20 ‘ ‘
15
0 | |
s | |
0 ! :
0 1,000 2,000 3,000 4,000 5,000 6,000 7,000 8,000 9,000 10,00

Time (seconds)

= aTc (ode, x) - GFP (ode, x) # PTG (ode, x|

Graphs can be exported in a variety of formats including:

e Time series data format (tsd).

Comma separated value (csv).

e Column separated data (dat).

Encapsulated postscript (eps).

Joint Photographic Experts Group (jpg).

Portable document format (pdf).
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e Portable network graphics (png).

e Scalable vector graphics (svg).

In order to export a graph, you can either click on the Export icon “ or select one of the graph
export options from the File menu. When using the Export icon, the type of file exported will
depend on the extension provided to the file name. Click on the Export icon, browse to a location
on your file system, and enter the file name of ode.pdf to create a PDF file for your graph.

0060 Export TSD
Save As: |ode.pdf \L|
(<> (s8] = im || & v || (& Documents i (Q
FAVORITES About Stacks
oy Applications (] Digital Editions ’
[ Microsoft User Data »
(=] Desktap [0 My Media b
0 Downloads ode.pdf
. [ Projects b
[ Movies (L1 RDC Connections »
JJ Music
Pictures
3] myers
DEVICES
1 Jiagi
|_| Hide extension | New Folder | | Cancel |

Now, select the Simulation Options tab again, select Monte Carlo, change the simulator SSA-
Direct, the number of runs to 100, set the simulation ID to ssa, and click on the Save and Run
icon. Click on the TSD Graph tab. Double-click on the graph to bring up the graph editor. Click
on Deselect All to remove the plotted points. Open the ssa simulation directory, and highlight
run-1. Select aTc, IPTG, and GFP, and change the title to “SSA Simulation Results”. Press the
OK button. Click on the Export icon and enter the file name ssa-1.pdf. Repeat these steps to
generate graphs for the average (average.pdf).

GeneticToggle* ml GeneticToggleFull.xml m| GeneticToggleAbs.xml ml

Ui eldee | Advanced Options | Schematic | Parameters | TSD Graph | Histogram |

Model File: GeneticToggle.xml

Abstraction: () None (#) Abstraction () Logical Abstraction
Simulation Type: () ODE (3} Mente Carlo Markov () FBA () Model () Network () Browser
Options: | | Report Concentrations [ | Do Not Generate Runs | | Append Simulation Runs [ | Generate Statistics
Possible Simulators /Analyzers: | SSA-Direct 4

Description Of Selected Simulator:  SSA-Direct Method (Java)

Time Limit: [10000.0

| Print Interval ol [100.0

Minimum Time Step: lo |
Maximum Time Step: [inf [
Absolute Error: 1.0E-9

Random Seed: [314159 |
Runs: [100 |
Simulation ID: 552
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800 Edit Graph
Title: SSA Simulations Results X-Min: 100.0 Y-Min: 0.0

X-Axis Label: Time (seconds) X-Max: 10000.0 Y-Max: 167.2
Y-Axis Label: Number of Molecules X-Step: 1000.0 Y-Step: 10.0

| DeselectAll | ™ Auto Resize [ time +| [ Logx [ Log¥ ™ visible Legend

= GeneticToggle

» Clode

¥ = ssa |3T( (ssa, 1) ‘ | Red
D Average
D=
D run-2
D run-3
D run-4
D run-5
D run-6
[y run-7
D run-8
D run-9
D run-10
D run-11
D run-12
D run-13
D run-14
D run-15
D run-16
D run-17
D run-18
D run-19
D run-20
D run-21

D run-22

| Use | All Variables + | Calor Shape ™ Connect ™ Visible ™ Fill
| Square BN ™

| Arrow ™
| Arrow BNC]
| Arrow i ™
| Triangle ™
| Circle ™
| Arrow BNC]
| Arrow BNC]

a

o

[c1_ptac ssa, 1) || Black

o

[c2_rossa, 1) || Black

a

[Cell (ssa, 1) | [ Black

a

[GFP (ssa, 1) | [ Green

a

& &

[IPTG (ssa, 1) || Blue

o

[Lact (ssa, 1) || Black

EEEEEEE
AEEEEEE

o

[Tetr (52, 1) || Black

[ Gancel

GeneticToggle* | GeneticToggleFull.xml ‘ GeneticToggleAbs.xml |

[Simulation Options  Advanced Options | Schematic | Parameters W

SSA Simulations Results

110

100

90

&0

70

60 b
50 | |

40 ! |

Number of Molecules

30 I‘ |

20 ‘

10 | I]

i 4

1,000 2,000 3,000 4,000 5,000 6,000 7.000 8,000 9,000 10,0C
Time (seconds)

- aTc (ssa, 1) GFP (ssa, 1) #IPTC (ssa, 1)

Another way to view simulation results is on the schematic. To do this, click on the schematic
tab. At the bottom of the window, select the Choose Simulation button, which brings up a window
with all the simulations in this analysis view. Open the ssa directory, select run-1.tsd, and press
OK.
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GeneticToggle* E{l GeneticToggleFull.xml E| GeneticToggleAbs.xml ml

| Simulation Options

Advanced Options Parameters

TSD Graph | Histogram |

@ O ) Choose a simulation file

TFP
input

| IPTG_High | | IPTG_Low |

IFTG
internal

i oy o
\ PTG_Lacl
5, internal

[l GeneticToggle
» (@ ode
¥ il ssa

-

" run-10.tsd
run-100.tsd
run-11.tsd
run-12.tsd
run-13.tsd
run-14.tsd
run-15.tsd
run-16.tsd
run-17.tsd
run-18.tsd
run-19.tsd
run-2.tsd
run-20.tsd
run-2 L.tsd
run-22.tsd
run-23.tsd

e i e e le e e i e e e de i

2

L

aTc_TetR
rnal

aTc
internal

‘ aTc_High ‘

| aTc_Low |

|Chuuse5imulatiun CIearAuuearances‘ r—ﬁ

Now, click on the GFP species, which brings up the Edit Species window. Select the Appearance
tab. Here you can select how you want the species to appear as you playback the simulation. You
can have it change color, size, and /or opacity on a gradient. You can also select the range of molecule
Finally, you can indicate that these selections are
either for this species or all species in the model. For our example, let’s make GFP follow a green
color gradient, IPTG follow a blue color gradient, Lacl follow a cyan color gradient, aTc follow a
red color gradient, and TetR follow a magenta gradient.

counts to specify the ends of the gradient(s).

800

| Cancel

J

ok |

Edit Species

in proportion to the number of molecules present with time.

Species

Color Gradient

Size Gradient

Opacity Gradient

Min. number of molecules visible
Saturating number of molecules

Apply to

Once you have made your selections, you can now play back the simulation. You can either

| Parameters [RRIETEIE

Selecting a scheme for a species will associate a color, opacity, or size gradient

[ GFp &)
e
| none )
| none 3
[o

[20

| this species only =

| [

| Cancel Ok

single-step the simulation by pressing the ” icon or play continuously by pressing the ’ icon.

The playback can also be paused by pressing the

icon and restarted by pressing the m icon.
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GeneticToggle* | GeneticToggleFull.xml | GeneticToggleAbs.xml| |

| Simulation Options | Advanced Options Parameters = TSD Graph = Histogram |

— —
.i'_/ aTc_TetR \
| internal \.I

FF
inpur

| aTc_High | | aTc_Low ‘

‘ IPTG_High ‘ ‘ IPTG_Low |

. c2
TetR_Inve...

| Sy v

'\‘ IPTG_Lacl /

A, internal /
\ -

| choose Simulation | Clear Appearances | . @,

7 Grid Models

In the last example, we will build a model with a grid. Create a grid model using the File —
New — Grid Model menu, and name the new model Population. In the create grid window shown
below, select your copy of your GeneticToggle model and change the number of rows and columns

to 5.

enn Create a Grid

Choose a model to add to the grid

v

| GeneticToggle.xml =

re ]
Rows 5

| Cancel | | 0Ok |

The schematic in a grid model is a bit different. It includes a grid in which each location can
be empty or contain exactly one component. Only components can be added to grids.
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Population.xml |

Grid Species | Parameters | Functions & Units |

&“:” Edit Crid Size | Zoom ‘ Un-Zoom ‘ Pan | Model |

c2
Genetl:TD... } { GeneticTo... Genetl:TD... Cenet\:Tn... Genet\:TD... }

c7

c1o
Genetl:TD... } { GeneticTo... Genetl:TD... Cenet\:Tn... CeneticTo... }

Cc18
GCeneticTo...

c19

GeneticTo... CeneticTo... CeneticTo...

Cle C17
GeneticTo...

c20 }

c23
GeneticTo...

Cz4
GeneticTo...

= ] Lot ] | [t ] | [
[ || oot ] | [ontie ] | |
|| [cetere- | | [cmtieec) | [cenceros | (sereiten) | [centr-
[ || (e ] | (e ] | |
[ || (et ] | [ ]| |

cz21 } { cz2

25
GeneticTo...

GeneticTo... GeneticTo...

Next, right-click on the Population model and create an analysis view. Select Abstraction,
Monte Carlo, and the SSA-Direct simulator. Set the time limit to 10000 with a print interval of
100, change the number of runs to 1, and perform the simulation. Now, go to the schematic tab and
press the Choose Simulation button to select run-1.tsd. Click on one of the genetic toggle switch
models to bring up the Edit Species editor. Select the GFP species and a green color gradient, and
apply to all components with this model. Now, play back the simulation to see the toggle switches

turn on and off.

Population.xml | Population |

el el Advanced Options | Schematic | Parameters | TSD Graph | Histogram |

Model File: Population.xml

Abstraction: () None () Abstraction () Logical Abstraction
Simulation Type: () ODE (*) Monte Carlo Markov () FBA () Model () Network () Browser
Options: [_| Report Concentrations || Do Not Generate Runs || Append Simulation Runs [ | Generate Statistics
Possible Simulators /Analyzers: | SSA-Direct Ll

Description Of Selected Simulator:  S5A-Direct Method (Java)

Time Limit: [10000.0

| Print Interval o [100.0 |
Minimum Time Step: lo [
Maximum Time Step: [inf [
Absaolute Error: 1.0E-9

Random Seed: [314159 |
Runs: [1 [

Simulation ID: [ |
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Population.xml K{| Population ml

[Simulatiun Options | Advanced Options Parameters =~ TSD Graph

Histogram ]

Edit Species

Species

Color Gradient

Size Gradient

Opacity Gradient

Min. number of molecules visible

Saturating number of molecules

Apply to

Choose Simulation | Clear App

|

Selecting a scheme for a species will associate a color, opacity, or size gradient
in proportion to the number of molecules present with time.

[ crr@

.
v

l none

[ none

o

|2o

[ all components with this model

Cancel ] E—Ok—]

Population.xml E| Population El

[Simulatian Options | Advanced Options Parameters =~ TSD Graph

Histogram

Choose Simulation | Clear Appearances | mm
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