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Presentation of Chimera

This introductory course about 3D structure visualization and high quality imaging for publication
will make use of the free program Chimera. The official website of chimera can be found at the
following address: http://www .cgl.ucsf.edu/chimera

Here is a brief description of Chimera and its features taken from the website:

*“ UCSF Chimera is a highly extensible program for interactive visualization
and analysis of molecular structures and related data, including density
maps, supramolecular assemblies, sequence alignments, docking results,
trajectories, and conformational ensembles. High-quality images and
animations can be generated. Chimera includes complete documentation and
several tutorials, and can be downloaded free of charge for academic,
government, non-profit, and personal use. Chimera is developed by the
Resource for Biocomputing, Visualization, and Informatics, funded by the
National Institutes of Health (NIGMS P41-GM103311). “

The program can be downloaded at the following address:
http://www .cgl.ucsf.edu/chimera/download .html

When using chimera, one should cite this reference:

Pettersen, E.F., Goddard, T.D., Huang, C.C., Couch, G.S., Greenblatt, D.M., Meng, E.C., and Ferrin,
T.E. "UCSF Chimera - A Visualization System for Exploratory Research and Analysis." J. Comput.
Chem. 25(13):1605-1612 (2004).

The following exercises will be used as tutorials to introduce some basic commands of Chimera. The
HIV-1 protease in complex with the A77003 inhibitor (1HVI in PDB) will be used as an example.
You are highly encouraged to test the different options that you will encounter in the different menus.

Generally, scientific journals require EPS or TIFF images, with a 300 dots per inch resolution or
higher, and with RGB colors. You will see how to obtain such images using Chimera.



Exercise 1

Important. Before we start. To be able to follow this tutorial and understand the different
concepts of molecular visualization, it is necessary to change a recently added option in
Chimera. For this, just after opening Chimera for the first time, go to
“Favorites>Preferences...”, then select the category ‘“New Molecule”, and change ‘“‘smart
initial display” to false. This option allows displaying new molecules with already advanced
graphical options. Switching it off will allow to introduce some concepts. After this tutorial,
it is recommended to switch it on again, to save time when displaying new molecules.

Loading a structure into Chimera

Two methods can be used to load a structure into Chimera.

1) If the structure file is present in the user's computer, choose the menu item “File/Open”. Then
select “IHVI.pdb” and click “Open”.
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Under Unix or Mac OSX, the structure (for instance 1HVI.pdb) can also be loaded using
the following command.
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2) The structure might also be fetched from a database, when available. Choose the menu item
“File>Fetch by ID...”. Choose the PDB databank and type the PDB code “IHVI”. Then click
“Fetch”
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Once the structure has been loaded, all macromolecule's bonds should appear in the

representation.
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Moving / zooming

The macromolecule can be rotated by clicking the left button and dragging the cursor over Chimera's
window. The translation is obtained similarly, but using the central mouse button. Finally, one can
zoom 1in and out using the mouse right button.

drag

Rotate: press left button and drag
Translate: press central button and

Zoom: press right button and drag

“Wire”



Command line...

Most of Chimera functionalities can be accessed by typing a given command in the “Command line”,
which is situated at the bottom of the Chimera window. If the command line is not present, display it
using “Favorites>Command Line”. A line preceded by “Command” will appear on the lower part
of the principal window. Examples of how to use the command line will be given later.

Ribbon representation

The secondary structure elements can be shown using the ribbon representation. This can be accessed
through the “Actions>Ribbon” sub-menu.

One convenient feature of Chimera is its ability to detach sub-menus so that one can use them several
times without the need to go again through the different menus. For instance, choose the
“Actions>Ribbon” menu item, and click on the dotted line at the top of this sub-menu. The sub-
menu will be detached and freely movable. This option is not available on all operating systems.
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The ribbon representation of the secondary structure elements can be switched on by choosing
“show” in the “Ribbon” menu. Three variants are available: “flat”, “edged” and “rounded”. You
can try them all by clicking the corresponding menu item. Select the representation you prefer.
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Important: type “ksdssp” in the command line to recalculate the secondary structure elements of the
protein. This uses an implementation of the Kabsch and Sander algorithm for defining the secondary
structure of proteins.

Coloring the secondary structure elements.
The Model Panel

The ribbon can be colored according to the secondary structure element, i1.e. strand, helix or loop.
Open the Model Panel by choosing the “Tools>Depiction>Color Secondary Structure” menu item.
This will open the “Color Secondary Structure” window. Check the “Helix”, “Strand” and “Coil”
boxes. For each one, it is possible to modify the default color by clicking on the corresponding colored
square to open the “Color Editor” window and change the RGB cursors positions. Click on the
“Apply” button of the “Color Secondary Structure” window to apply the coloring.

You can try several color combinations and keep the one you prefer. Finally, you can close the
“Ribbon”, “Color Secondary Structure” and “Color Editor” windows by clicking the “Close”
button, or the top right “X” icon.



Changing bonds and atoms display.
Selections

The objective of this part is to display only the ligand, the active site water molecule and residues 25
and 50 of the HIV-1 protease. Other residues will be hidden to clarify the figure. This will require to
select parts of the structure and apply them different representation schemes.

There are three ways of selecting atoms with Chimera: using the “Select” menu, using the
“Command Line”, or using the mouse to select atoms from the screen. The latter will be described
later.

Selections using the select menu

Open the “Select” menu and detach it by clicking on the upper dotted line (if this option is available
on your operating system). Verify that the “Selection Mode” is “replace”. Otherwise, choose it.
The first four menu items allow to select part of the structure according to the “Chain” (protein
chains), the “Chemistry” (chemical nature of the atoms or functional groups), the “Residue” (residue
name or type) and the “Structure” (ligand, water, ions, backbone, side chains, secondary structure,
etc...). You can try to select different parts of the complex. For instance, you can select the ligand by
choosing the “Select>Structure>ligand” menu item. You will see that the selected parts of the
structures are surrounded by green thin lines.

Note that this HIV-1 protease inhibitor is also defined by its “ligand” nature or its residue name (i.e.,
A77). Therefore, it can be selected also by “Select>Residue>A77".

You can try selecting different parts of the complex: the water molecule, chains A or B
of the protein, the aspartate residues, the strands, etc...

Itis possible to append a selection with a new one. For instance, to select all the protein,
you can choose the menu items “Select>Selection Mode>append”, then
“Select>Chain>A" and “Select>Chain>B".

Finally, you can clear all selections using “Select>Clear Selection”.



Changing bond display and color

Select the “replace” mode for selections using “Select>Selection Mode>replace” and select the
ligand.

Open the “Actions>Atoms/Bonds” menu and detach it by clicking on the upper dotted line. Choose
successively the “stick”, ball & stick”, “sphere” and “wire” menu item sand see how the ligand is
displayed in each case. Finally, choose the “ball & stick” representation.

Open the detachable color action menu using “Actions>Color>all option...”. You can possibly close
some other windows to save space on the screen. Check the “atoms/bonds” button so that the color
changing will be applied only to atoms and bonds. Then, you can select a color from the left column
that will be used for all ligand atoms. Another possibility is to color all atoms according to their atom
types. This is obtained by clicking “by element”.

Similarly, select the water molecule, display it in ball and stick and color it according to the atom
types.



Selections using the command line

If it was detached, close the “Select” window using the upper right “X” icon. If it's not already done,
open the command line by choosing “Favorites>Command line”. A line preceded by “Command”
will appear on the lower part of the principal window. This line can be used to type and execute
commands relative to selection and display, for instance. To execute a command, one needs to type
it in the command line and press Return. The union (logical ‘OR’) and intersection (logical ‘AND”)
selection keywords are noted “I” and “&”, respectively. The negation symbol is “~”.

A detailed description of the different selection possibilities using the command line are provided in
the quick reference guide. Here is a limited list showing some possible selections based on our

particular structure that you could try:

“select” : select everything.

“select :.A” : select chain A of the protein.

“select :.A,.B” : select chains A and B of the protein.

“select ligand” : select the ligand.

“select :A77": select the residue named A77. Another way to select the ligand.

“select :HOH" : select the residue named HOH, i.e. the active site water molecule in our
case.

“select :HOH | ligand” : select both the water molecule and the ligand.

“select :25" : select all residues that are numbered 25 in the PDB. One in both chains.
“select :25@CA": select atom Ca of residues 25.

Selections using the mouse

Using the menus or the command line, display all the atoms in the system, but hide the water
molecules.

You can select an atom by pressing the “Ctrl” key on the keyboard and click on the atom.



Once an atom has been selected, pressing the “Arrow up” key of the keyboard will select the
residue to which the atoms belong. Pressing a second time the “Arrow up” key will select the
corresponding protein. You can continue until you select the whole system.

Pressing the “Arrow down” key of the keyboard will successively narrow down the selection till
the initially selected atom.

You can select several atoms this way: select the first atom by clicking on it while pressing the
“Ctrl” key on the keyboard. Then press both the “Ctrl” and “Shift” keys on the keyboard and click
on the second atom.

You can select as many atoms as you wish.

Select all the protein by clicking on “Select>Residue>standard amino acids”, and hide the atoms
and bonds using “Action>Atoms/bonds>hide”.
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Select residues 25 and 50 by typing “select :25,50” in the command line, and show them in ball and
stick representation, colored according to the atom type: “Action>Atoms/Bonds>show”,
“Action>Atoms/Bonds>ball & stick”, “Actions>Colors>by element”.
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Changing ribbon attributes

As can be seen, the backbone atoms of the protein residues are not shown, while the bond lengths
between the backbone (displayed as a ribbon) and C, atoms are artificially too long. This is due to the
default behavior of Chimera that hides backbone atoms when ribbons are displayed. This can be
modified by changing some “attributes” of the structure. From the “Favorites>Model Panel” menu,
open the “attributes” window, and choose the “false” value for “ribbon hides backbone atoms”.

Calculating and showing hydrogen bonds

Chimera can calculate and display the hydrogen bonds between selected atoms. To show the hydrogen
bond network between the ligand, the active site water molecule and the Ile50 backbone atoms, the
following sequence of actions can be used. Select the active site water molecule (using the command
line or the “Select” menu). Open the “Tools>Surface/Binding Analysis>FindHBond” window.
Check the “Only find H-bonds with” box, so that it will calculate only hydrogen bonds involving
the active site water molecule. Finally, click on the “Apply” button.
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You can change the hydrogen bond color and line width from the “H-Bond Parameters” window,

and click “Apply” to apply them.

Showing the ligand surface

Select the ligand. Then, click “Actions>Surface>show”. You can try modifying the surface

representation to “mesh” and “dot”. Then, go back to the “solid” representation.

The surface quality may be increased by changing the corresponding attribute. In the
“Favorites>Model Panel” window, select the MSMS ligand surface in the left list. Then click
“attributes” and change the “vertex density” attribute to 10.0. Press Enter to apply the change.
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This surface gives a good idea of the volume occupied by the ligand. However, it also hides the
molecule. To correct this, it can be made transparent. In the “Action>Surface>transparency” menu,

select 70%.
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Label residues

Select atoms CB of residues 25 by typing “select :25@CB” in the command line. Choose
“Actions>Label>residue>name + specifier”. You can try other types of labeling. Possibly, you can
change the label color using the “Color” window, checking “residue labels” and choosing a color.

Saving image

Clear all selections using “Select>Clear Selection”. Choose an orientation and a zoom that provides
a satisfying point of view. Then, select the “File>Save Image...” menu item. In the new window,
choose an image resolution of 300 dots per unit (dpi). Select “Maintain current aspect ratio”, and
enter an “Image width” of 20 centimeters. Select the format of the file that will be saved in the “File
Type” menu. Click “Save As”. Wait while the image is calculated. Scientific journals generally
accept TIFF, JPEG and EPS files. Select TIFF in this case. Finally, choose and “File name” and click
“Save”.
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Images are saved as RGB figures.

<» Please note that in some bugs were reported for the generation of images with the
Windows version of UCSF Chimera. If the picture generated is all black, please try
to set “print unit” to “points” and adapt the “Image width” to 225.
You may also try with another output format (PNG, for instance).

Saving the session status

The Chimera session (the actual representation) can be saved for future use or modifications. This
can be made using the “File>Save Session As...” menu. Select a file name and click “Save”. The
saved file is actually a python script and will have the “.py” extension.

Closing the session. Quitting Chimera

The session can be closed using the “File>Close Session” menu item. One can quit Chimera with
“File/Quit”.

Restoring a previous session

A previously saved session can be restored using the “File>Restore Session” menu item. Select the
file (with a .py or .pyc extension) and click “Open”.
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Exercise 2
Loading the macromolecular structure

Load the 1HVI structure file into Chimera using one of the two methods seen in exercise.

Showing the molecular surface of the
protein

First, hide the bonds and atoms of the protein chains and keep only the ligand and active site water

molecule visible. To do so, select the two protein chains, for example by choosing
“Select>Residues>standard amino acids”. Then choose “Action>Atoms/Bonds>hide”.
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Be sure that the protein is still selected. If necessary, or in case of doubt, select it again as described
above. Then, choose “Action>Surface>show”. Open the “Favorites>Model panel” menu, select the
“MSMS main surface” in the left list, then click “attributes” and change the “vertex density” to
10. If your computer is too slow, it might be necessary to reduce the vertex density to 5.

|4 s 72 o
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Change the surface color

Be sure that the protein is still selected. Open and detach the “Actions>Colors>all options...” menu.
Check the “surfaces” button, and click on the color you would like to apply to the protein surface.
The following image has been obtained using the cornflower blue color.

2 UCSF Chimera <2> [=[o]x

Changing bonds and atoms display

Select the ligand and water molecules, then display them in ball and stick representation, colored
according to the atom type.
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Clipping the protein

It is possible to cut the protein surface in to get a better view of the ligand binding mode inside the
binding site. To do so, open the “Tools>Depiction>Per-model Clipping” menu. In “Model”, select
the “MSMS main surface” and check the “Enable clipping” box.

To begin with, we will remove the capping of the surface. For this, click on the “Surface capping...”
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button, and uncheck the “Cap surface at clip planes” box in the new “‘Surface capping” menu. We
will reactivate the capping in the next section.
Rotate the structure to get a better view of the clipping effect.
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It is possible to manipulate the clipping position using the mouse. Check the “Adjust clipping with
mouse” box. A click/drag of the mouse central button will control the translation of the clipping
plane. A click/drag of the mouse right button will modify its orientation. Note that this cancels any
possibility of protein translation or zoom using the mouse. You can get back to the default behavior
of the mouse by unchecking the “Adjust clipping with mouse” box.

You can select and display residues 25 and 50 of the HIV-1 protease by typing “select :25,50” in the
command line, and then display them in the stick representation. Then change the position and

orientation of the clipping plane to have a good view of the interactions between these residues and
the ligand.
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You can also get a good view of the shape of a buried binding site using the slab mode. In the “Per-
Model Clipping” menu, check the “Use slab mode with thickness” and choose 6 for the thickness.
This creates a protein slab that you can manipulate using the mouse by checking the “Adjust clipping
with mouse” box.
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Uncheck the “Use slab mode with thickness” box.

Surface capping

A clipped surface may be capped. To do so, choose the “Surface Capping” menu item in the
“Depiction” window, or click on “Surface capping...” in the “Per-Model Clipping” menu . In the
“Surface Capping” window, check the “Cap surface at clip planes” box. You can change the color
of the capping plane by checking the “Use cap color” box and choose the color by clicking the colored

square next to it.
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This capping can also be applied with the slab mode.

Save an image as described in the previous exercise, then save the session and close it.
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Exercise 3 (optional)

Open a previous session

Open the final state of exercise 2 using the “File>Restore Session” menu. Removing all clipping and
capping, and change the background color to black if necessary.

Using the side view

Open the “Viewing” menu by choosing the “Favorites>Side view” menu item. The “Side View” tab
of the “Viewing” window should be active. Otherwise, click on the “Side View” tab. You will see a
reduced view of the structure appearing in the “Viewing” window. The vertical lines show the
clipping planes that define the region of space displayed on the screen. The square gives the viewer's
eye position. The red lines show the field of vision.

Clicking the “View All” button adjusts the scale and clipping plane positions so that the view will
include everything that is displayed. It is possible to move the position of the viewer's eye and clipping
planes using the mouse.

If you drag the rear clipping plane closer to the protein, you will see the effect of the depth cueing,
which causes regions farther from the viewer to be shaded. The depth cueing parameters can be
changed in the “Effects” tab of the “Viewing” window.

Changing the Lighting

It might be useful to change the lighting (intensity and direction) to get a better view of the system.
Select the “Lighting” tab in the “Viewing” window. This tab displays the light sources and
parameters. The key light is the dominant brighter source of light. The fill light gives a secondary
source. The solid arrows in the right view allow manipulating the lighting directions with the mouse.
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You can try different lighting directions to see their effect.
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Exercise 4

Loading the macromolecular structures

Load the 1HVI structure file into Chimera using one of the two methods seen in exercise 1. Then
open the 1HII structure file. These structure files correspond to the HIV-1 and HIV-2 proteases,
respectively.
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They are now two active models mentioned in the lower line of the main Chimera window. Model 0
is HIV-1 protease (1HVI), whereas model 1 is HIV-2 protease (1HII). Display both molecules using
different colors. For this, each model can be selected subsequently by typing “select #0” and “select
#1” in the command line.

Showing the proteins as ribbons

Select all heteroatoms and water molecules by typing “select :.het | :HOH” in the command line,
and delete the corresponding atoms using “Action>Atoms/bonds>delete”. Only the two proteins are
remaining in Chimera. Display them in ribbon representation, as explained in exercise 1. Hide bonds
for both molecules. Recalculate the secondary structure elements by typing “ksdssp” in the command
line.
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Match the two molecules. Obtain a
structural alignment

Open the structural alignment tool using “Tools>Structure Comparison>MatchMaker”. Click on
“Specific chain(s) in reference structure with specific chain(s) in match structure”. Then,
subsequently, select chains A and B of 1HVI as reference structures, and match them with chains A
and B of 1HII, respectively. Verify that the “Show pairwise alignment” box is selected. Finally,
select the “Needleman-Wunsch” algorithm and click “OK”. This will perform a matching of the
two molecules, based on their sequence and 3D structure similarities.

X MatchMaker _'ol x| X ucsF chimera <3> —Jolx
Reference chain: Chain(s) to match:
Thvi (#0) chain A&

1hvi (#0) chain B ‘
1hii (#1) chain & Thii {#1) chain A —
1hii (#1) chain B

FEile Select Actions Presets Tools Fayvorites Help

ref: Thvi (#0) chain A

ref: 1hvi (#0) chain B

1hii (#1) chain B —

alignment

Chain pairing
- Specific chain(s) in reference structure

with specific chain(s) in match structure

Specific chain in reference structure
e with best-aligning chain in match structure

Best-aligning pair of chains
v between reference and match structure

Alignment algorithm: Needleman-Wunsch _4|Malri>< BLOSUM-62 _l

Gap extension penally|ﬂ—.[

W Include secondary structure score (30%)  Show parameters

W Compute secondary structure assignments
W Show alignment(s) in Multalign Viewer

Matching
W Iterate by pruning long atom pairs until no pair exceeds:

W angstroms
Command: select #1 v|
OK Apply Cancel Help
1Al

Active models: W 0 W 1 2 43 44 45 46 47 48

[ | no selection

After a short moment, the two molecules should be superimposed. A new window, called
“MultiAlignViewer” will also appear, showing the corresponding sequence alignments.
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Conservation N [ | (| ] [ | B E N B BN B B
1hvi, chain A 51 (RS R o e ] B P e | s s ey e [ B RS BT G G
REREas 51 FINTKEYK NVEIEVLNKK VRATIMTGDT PINIFGRNIL TALGMSLNL
X MultalignViewer <2> B =113
File Edit Structure Headers Tree Tools Preferences |
1 11 21 31 41
Consensus PQislLWgqgRPI VTiyleGQpk EaLLDTGADD silaeislLpg ryk PKi iGGI
Conservation [ W I N e H
1hvi, chain B 1| G E PG 2
I FCQFSLWKRPY VTAYIEGQPY EVLLDTGADD SIVAGILELIGN [NYSPKIVGE
51 61 71 81 91

Consensus GG RNt kg < qielEicghK aiaTimtGpT PINIiIiGRNIiL TqgqiGesLNI
Conservation I || [ | || 5] HE IS b

1hvi, chain B51 [~ © G T G G
[Ahii, chain B VRATIMTGDT PINIFGRNIL TALGMSLNL

(€3
1[GGF I NTKE YK NVEIEVLNKK
1hii, chain B (39 non-: id i i
e D o g e ey _out | He | v |

The percentage of sequence identity between the two molecules can be obtained using the menu
“Info>Percent identity...” of the MultiAlignViewer window. It is possible to show the conservations

between the two sequences by selecting “Headers>Conservation” in the MultiAlignViewer
window.

UCSF Chimera <3> = =) D%

File Select Actions Presets Tools Fayorites Help

X compute Percent Ident [0/ /X

Compare: 1hvi, chain &
with: 1hii, chain &

divide by: shorter sequence length I

OK Apply Close Help

Command: [select#1 hd

Active models: W O W 1 2 43 14 45 46 47 48 49 (Al

Thvi, chain A vs. Thii, chain A: 48.48% identity no ssleciion]
X MultalignViewer = =ER
File Edit Structure Headers Tree Tools Preferences |

1 11 21 31 41
Consensus PQisLWqRPI VTiyleGQpk EaLLDTGADD silaeisLpg rykPKiiGGI
Conservation [l I Nl BN N BN H I [ | | |
1hvi, chain A 1" [ GG G E[M PG [RWKPKMT G¢
I PQFSLWKRPY VTAYIEGQPV EVLLDTGADD SIVAGILELIGN [NYSPKIVGGI

51 61 71 81 91
Consensus GGFIlktkqYk qielEicghK aiaTimtGpT PiNIiGRNiL TqgiGecsLNI
Conservation I [ | || [ | [ | HE Il e B
1hvi, chain A51 KVRQYD QILTETCGHK ATG G

51 FINTKEYK NVEIEVLNKK VRATIMTGDT PINIFGRNIL TALGMSLNL

Thvi, chain A vs. 1hii, chain A: E .
48.48% identity Quit Hide Help
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The secondary structure elements can be highlighted in the sequence using the MultiAlignViewer
command: “Structure>Secondary Structure>show actual”. Secondary structure elements appear

in green for B-strands and yellow for -helices.

UCSF Chimera <3> BE ®
Eile Select Actions Presets Tools Fayorites Help
|Command: [select #1 v|
Active models: W O W 1 (2 43 14 45 46 47 45 49 1A
[ | no setecton]
X MultAlignViewer B =3

File Edit Stuctre Headers Tree Tools Preferences

1
Consensus PQisLWqRP I
Conservation [l 1 B
1hvi, chain A 1
hii, chain A

11
VTiyleGQpk
Il B .

21
EalLLDTGADD
IE—

1|PQF SLWKRP]

TAVTEGQFV

EVIILDTGADD

31
silaeislpg

[ |
EMSLIP G
GlLELIGN

Conservation

51 61
Consensus GGFIlktkgYk qlelEicghK
] | |

| |
1hvi, chain A51 [Z]0 D
I 51| KN

TGITVLV

71
alaTlTimtGpT
. Em

81

PINI iGRNIL
]
PV GRN
Rl

41
rykPKiiGGI

RWKE KM —
ml"hmdl
91
TqiGesLNI

X MultalignViewer <2>

File Edit Stucture Headers Tree Tools Preferences

-ollx

1

Consensus

PQisLWqRP I
N .

Conservation I
1hvi, chain B 1
hii, chain B

11
VTiyleGQpk
Il N

21

1[PQF SLWKRPJ

31
silaeislLpg

41

rykPKiiGGI

[ .
EFSTPG [RWKKMT Gl
GlE Llan

51 61 7 81
Consensus GGFlktkqYk qielEicghK aiaTimtGpT PIiNI i
Conservation [ | | || | | HE N
1hvi, chain B51 [-] B

I 51 |CCT TN TREVK NVETEVILNKK VRAT

P
GDT PINIF

a1
GRNIL TqiGosLNI
| N |
TALIGMSLNL

Quit | Hide | Help

Isolated residues or groups of residues can be selected by clicking over the sequence or in the
“Conservation” line of the MultiAlignViewer, allowing the analysis of the protein’s structural

differences or analogies.

UCSF Chimera <3> =

Eile Select Actions Presets Tools Fayorites Help
Command: [select #1 4
Active models: W O W 1 (2 {3 (4 45 46 47 48 19 (Al

1750 atoms, 725 bons]|

X MultalignViewer

File Edit Structure Headers Tree Tools Preferences

4

1 1 21 31
Consensus PQisLWqgRPI VTiyleGQpk EaLLDTGADD silaeislLpg rykPKiiGGI
|| |

Conservation I ] | |
1hvi, chain A 1 PIL T VITRK 1 QLK "EALLDTGADD TV L E|EM PG
I °OF SLWKRPV T TEGQPVY EVLILDTGADD S TV,‘X‘:'BN

51 61 7 81 91
Consensus GGF I ktkqYk qielEicghK aiaTimtGpT PINIIGRNIiL TqiGesLNI
Conservation | | | | | HE Il B =
1hvi, chain A51 [CIC F [KVROVD T L TETCGHR ~ATGTIVILVGEP I G [
I 5 (GG TNTREYK NVETEVILNKR - VRATIMIGDT PINIFG GMSLNL

Quit Hide Help
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It is possible to color the structures according to the percentage of conservation in the sequence
alignment. For this, open the “Structure>Render by Conservation” menu of the MultiAlignViewer,
then click “Apply” using the default values for the different options. In the present case, the most
conserved regions are colored in red and the less conserved ones in blue.

.. UCSF Chimera <3> BE &

Eile  Select Actions Presets Tools Fayorites Help

X Render/Select by Attribute —ax

File Scaling Refresh I

Models

1hvi (#0)
Aftributes of residues — ||1hii (#1)

Render l Select I

Aftribute: mavPercentConserved —

Ctri-click on histogram to add or delete thresholds

50 100 Command: [select #1 v|
Value Cnlovﬁ Active models: W 0 W 1 (2 (3 44 45 46 47 45 19 Al
no selection|
Calars I Radii I Worms I
- 0'X

M Coloratoms W Keep opague
M Color ribbons @ Keep opague Tools  Preferences |
o Color surfaces 11 21 31 41
_{ Restrict OK/Apply to curent selection, fany (1P | YT iy | eGQpk \EELLDTGADD silaeislpg rykPK‘i GG
1 1 ] I [

|
R[E T T [l | e i \DD TV LEEMSLI|P RWKFKMT GG
ok | apply | close | Help [ TAYTEGRQFV EVLILDTGADD STVA|GIEL|GN YSFPKTV
ST 81

61 71 1

©

Consensus GGF Il ktkgYk qgielEicghK aiaTimtGpT PIiNIIGRNIiL TqgiGecsLNI
Conservation | | i ] | AEEE | | |
1hvi,chain A51 [GGF TKVRQY[D QILCTETICGHK ATGTVLVGPT PVYNITTGRNLL TQTGCTLNF

51 [FTNTKEYK NVETEV|LNEKK RA[T[TM DT PINIFGRNTLC TAT|IGMSLNL

Quit Hide Help
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Paramecium Bursaria Chlorella Virus

Bluetongue Virus and Viral RNA

These exercises give only a very limited overview of what Chimera is able. You can find a detailed

documentation, as well as some tutorials, at the following address:

http://www .cgl.ucsf.edu/chimera/docindex.html
Here are some examples of images produced using Chimera that were taken from the official Website.

Going further with UCSF Chimera

Sliced potassium channel

DNA and Netropsin
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Practice Session 2:
Ligand-protein docking

B

Antoine Daina, Ute Rohrig, Vincent Zoete — 2021
Contact : vincent.zoete(@sib.swiss or antoine.daina@sib.swiss
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Exercise 5. Docking of anti-

inflammatory drug Celecoxib into
protein COX2.

><Don’t forget to save Chimera sessions from time to time for easy
recovering in case of mistake!

First save: >File >Save Session As... Give a name to the .py file and click the “Save”
button.

Save frequently: >File >Save Session.
To get the last session back: >File >Restore Session...

DA For this exercise Smart Display option should be switched on:

>Favorites >Preferences...
then in the Cartgory: New Molecule, smart initial display: “true” and click on “Close”.

DA For this exercise, you should have access to Command Line.

>Favorites >Command Line

e Download the crystal structure of COX2 in complex with
inhibitor Naproxen from the Protein Databank into Chimera

>File >Fetch by ID...
In the pop-up window, select PDB and type “3q7d” in the text field
click the “Fetch” button.

o Remove the chains B of the protein
>Select >Chain >B
>Actions >Atoms/Bonds >delete
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« Spot non-protein parts of the structure
>Select >Residue >all nonstandard
Fly-over all highlightened items to capture the name of residues

o Remove all crystallization adjuvants

In the Command Line, type sel :BOG,NAG
>Actions >Atoms/Bonds >delete

o Color, display and extract the molecule NPX (Naproxen)
from the cocrystal and rename the protein (COX2) and the
ligand (Naproxen).

In the Command Line, type: sel :NPX

>Actions >Color > by element

>Actions >Atoms/Bonds > ball & stick

In the Command Line, type: split atoms :NPX

In the Model Panel (>Favorites >Model Panel), select on the first line (0.1) and click on the
“rename...” button on the left.

In the Rename window, type “Naproxen” and then click “OK”.

In the Model Panel select on the second line (0.2), click on the “rename...” button and type
“COX2” and “OK”.

L ® Model Panel

ID Active | Shown | Name activate
01 F 3q7d 1 ac.tlvate all
021 3q7d 2 activate only

add/edit note...
attributes...
biological unit
clipping...
close

compute SS
copy/combine...
deactivate
focus
group/ungroup
hide [ ) @ Rename
Rename to:
Ramachandran plot...
rename... | Naproxen|
select Rename models
select chain(s)...
show
show all atoms
Cancel Help
show only “ P Wz
toggle active
transform as...
write PDB
© favorites all

Configure... Close Help
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e Generate the protein surface

>Select >Residue >standard amino acids
>Actions >Surface >Show

D<At this point, one should have the protein COX2 in entry 0.2, its surface (MSMS) in 0.2
(on another line in the Model Panel) and the cocrystallized inhibitor Naproxen in entry 0.1.

You can now visualize easily the binding pocket of the heme. Try to visualize the more
buried binding site of the inhibitors by locating the Naproxen.

e Prepare the COX2 structure for docking

>Tools >Surface/Binding Analysis >Dock Prep

o In the first panel “Dock Prep”:
Select only the protein entry COX2 (#0.2) to be prepared in the ‘“Molecules to prep”
list.
Tick all boxes except “Write Mol2 file”.
Make sure that the Incomplete side chains will be replaced using the “Dunbrack
2010 rotamer library”.
Click “OK”

| NON | Dock Prep
Molecules to prep:
Naproxen (#0.1)

COX2 (#0.2) ﬁ

For chosen molecules, do the following:

Delete solvent

Delete non-complexed ions

If alternate locations, keep only highest occupancy

selenomethionine (MSE) to methionine (MET)

bromo-UMP (5BU) to UMP (U)

Change:
methylselenyl-dUMP (UMS) to UMP (U)
methylselenyl-dCMP (CSL) to CMP (C)

Incomplete side chains: Replace using Dunbrack 2010 rotamer library E

Add hydrogens

Add charges

‘ Write Mol2 file

Publications using Dunbrack 2010 rotamers should cite:
Shapovalov, M.S., and Dunbrack, R.L., Jr. (2011)
A Smoothed Backbone-Dependent Rotamer Library for Proteins
Derived from Adaptive Kernel Density Estimates and Regressions lr“
Structure, 19, 844-858. \y

i Cancel Help Y
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o In the second panel ‘“Add Hydrogens for Dock Prep”:
Select the protein to be prepared in the “Add hydrogens to” list
Add hydrogen atoms also considering H-bonds
Treat histidine unspecified (determined by method)
Click “OK”.

o @® Add Hydrogens for Dock Prep

Naproxen (#0.1)

Add hydrogens to: COX2 (#0.2)

Consider each model in isolation from all others
— Method
steric only

o also consider H-bonds (slower)

Protonation states for: histidine E

Residue-name-based
(HIS/HID/HIE/HIP = unspecified/delta/epsilon/both)

Specified individually...
o Unspecified (determined by method)

i Close Help y

o In the third panel “Assign Charges for Dock Prep’’:
Select the protein to be prepared in the “Add charges to” list
Use AMBER ff14SB charges for standard residues
Use Gasteiger charges for non-standard residues
Let both label boxes unchecked.

Click “OK”.
@ ® Assign Charges for Dock Prep
Naproxen (#0.1)
COX2 (#0.2)

Add charges to:

Standard residues: AMBER ff14SB E
Other residues: AM1-BCC () Gasteiger

. . nonstandard residues
Add labels showing charges to atoms in: .
standard residues

i Close Help Y




o In the fourth panel “Specify Net Charges”:
Assign a charge of +2 to HEM[Fe]
Assign a charge of -4 to HEM[non-Fe]
Use Gasteiger method of calculation.

Click “OK”.
[ NON ) Specify Net Charges
Residue Net Charge
HEMIFE] 2
HEMInon-FE] -4 [}

Please specify the net charges for the above residues
so that their atomic partial charges can be computed.

Charge method: AM1-BCC (@ Gasteiger

Charges are computed using ANTECHAMBER.
Publications using ANTECHAMBER charges should cite:

Wang, J., Wang, W, Kollman, P.A., and Case, D.A. (2006)
Automatic atom type and bond type perception in molecular mechanical calculations m
Journal of Molecular Graphics and Modelling, 25, 247-260. \q

OK Cancel Help Y

e Download Celecoxib from the PubChem database

One needs a reliable structure of Celecoxib with a realistic 3D geometry in a manageable file
format. This can be found in the PubChem database.

>File >Fetch by ID...

In the pop-up window, select PubChem and type Celecoxib ID code “2662” in the text field
click the “Fetch” button.

In the Model Panel (>Favorites >Model Panel), select on the first line (1) and click on the
“rename...” button on the left.

In the Rename window, type ‘““Celecoxib” and then click “OK”.

D<At this point, one should have the cocrystallized ligand Naproxen in #0.1, the target COX2
prepared for docking and its MSMS in #0.2, as well the Celecoxib to be docked in #1.
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o Setup and run docking (with VINA)

>Tools >Surface/Binding Analysis >AutoDock Vina

o In the AutoDock Vina window, click the “Browse” button, navigate to a convenient
location on your hard drive (you have the possibility to create a new folder), enter
“celecoxib-in-cox2.pdbqt” in the file name: text box and click on “Set Output

Location”.
o In the AutoDock Vina window, select COX2 (#0.2) as Receptor and Celecoxib

(#1) as Ligand.

| JON ) AutoDock Vina
Output file: ||adaina/DownIoads/celecoxibl_COX:| Browse
Receptor: COX2 (#0.2)
Ligand: Celecoxib (#1)

¥ Receptor search volume options

Resize search volume using  ctrl button 1
Center: |—40 |50 |20
Size: |20 20 120

¥ Receptor options
Add hydrogens in Chimera: false
Merge charges and remove non-polar hydrogens: false
Merge charges and remove lone pairs: false
Ignore waters: false
Ignore chains of non-standard residues: false

oo ool ol o

Ignore all non-standard residues: false |

¥Ligand options
Merge charges and remove non-polar hydrogens: true
Merge charges and remove lone pairs: true

<o

¥ Advanced options
9

Number of binding modes:
| |

Exhaustiveness of search:

Maximum energy difference (kcal/mol):

—
—

¥ Executable location
© Opal web service
Server: |http://nbcr-222.ucsd.edu/opa|2/services Reset

Local

i Apply Close Help Y
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o the Receptor search volume options panel to define a box encompassing the
binding site, where to focus the docking search.
Enter random numbers in the Center boxes (X,y,z coordinates, eg. 11 1).
Enter 20 20 20 the in the Size boxes (side length in A);
Visualization of the pocket is easier by cropping the surface of COX2: Tools
>Depiction >Per Model Clipping.
Select the protein surface,
tick ‘“Enable clipping”,
tick ‘“Adjust clipping with mouse as below”
Select “button 2” or another.

| NON J Per-Model Clipping

Model: MSMS main surface of COX2 (#0.2) h
Enable clipping

Use slab mode with thickness [6.194

Orient plane perpendicular to line of sight
with center of rotation at center of view
Flip plane 180 degrees

Align plane with Naproxen (#0.1) E clip plane
Adjust clipping with mouse as below

Clip Motion Assignments
Translation Rotation

button 2 E button 3 E
Surface capping...

Close Help y

o Play with mouse with e.g. button 2 pressed and hold to find the best cutting plan
to visualized the binding site.
Untick “Adjust clipping with mouse as below”.

o Tick the box ‘“Resize search volume using (eg.) button 2” in the AutoDock Vina
Panel.

By clicking and holding mouse button 2, one can translate the green box in the
space. Place the cubic search region so that it includes the volume of the guessed
binding pocket entirely

o Something like:
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File Select Actions Presets Tools Favorites Help

UCSF Chimera—cele_in_COX2

es: 0@ 1M2M3@4@5 Al

Develop the Receptor options panel

Set all options to “false” (because the receptor was already prepared through the
Dock Prep procedure).

Develop the Ligand options panel

Set both options to “true”

Develop the Advanced options panel
Verify that the Number of binding modes is 9, the Exhaustiveness of search is 8 and
the Maximum energy difference is 3 kcal/mol.

Develop the Executable location panel

The docking computation will be run remotely on an Opal web service. Make sure
that the Server address is

http://nbcr-222 .ucsd.edu/opal2/services/vina 1.1.2

Launch your docking! Click on “Apply”.
An informative disclaimer pops-up, click “Yes”.
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o You’ll most probably receive the following error message because the NCBR Opal

web server was recently put out of service

[ JON ) Chimera Error

Service 'opal:vina_1.1.2" is unavailable. See Reply Log for more
details.

Open Reply Log - y

o We can propose three workarounds (not shown in the video):

1.

Run docking through a local executable, if you have installed the AutodockVINA
on your computer.

Enter the path to your local installation at the bottom of the last panel (instead of the
Opal web service)

[ JON ) AutoDock Vina
Output file:|/docking-celecoxib-in-cox2.pdbqt Browse
Receptor: COX2 (#0.2)
Ligand: Celecoxib (#1)

¥ Receptor search volume options

Resize search volume using ctrl button 1
Center: |-40 |50 |20
size: |20 |20 120

¥Receptor options
Add hydrogens in Chimera:
Merge charges and remove non-polar hydrogens:
Merge charges and remove lone pairs:

<< <> <>

Ignore waters:

>

= oh
(2 g
o o v o 0
® © ® © O

Ignore chains of non-standard residues:

<

Ignore all non-standard residues: false

¥Ligand options
Merge charges and remove non-polar hydrogens: true

<] <>

Merge charges and remove lone pairs: true

¥ Advanced options
9

Number of binding modes:
| L

8

Exhaustiveness of search:
| L
3
Maximum energy difference (kcal/mol):
| 1

VExecutable location

Opal web service

O Local
‘ Path:l/usr/bin/vina| Browse...

. Apply Close Help Y

* Launch your docking! Click on “Apply”.
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2. Download an already calculated VINA docking at

3.

http://drug-design-teaching.ch/download/docking-celecoxib-in-cox2.pdbqt
Depending on your Web browser, the download is not automatic and the full text is
displayed. If so, save the file on your hard-drive and keep the .pdbqt extension

(not .txt).

Use Webina, a Web interface that performs local Vina docking without installation.
Go to: https://durrantlab.pitt.edu/webina/

o You have to input the prepared receptor and ligand as PDBQT files.
Both files were created on your hard drive, when you have “Set Output
Location” in Chimera.

Webina 1.0.2

AutoDock Vina Ported to WebAssembly
Brought o you by the Durant Lab.

More Info

Use this tab to setup a Webina job in your browser. Specify the inpu files and Vina parameters below.

Input Parameters

Input (PDBQYT) Files

o Define the Search Volume, as Box center and Box Size, the same way as set
before in Chimera. Let all other parameters unchanged.

Other Critical Parameters

cPULs) 2

Exhaustiveness 8

Advanced Parameters
Output Parameters (Optonal)

Misc Parameters (Optional)

Run Vina from the Command Line

Webi

nient but siower than stand-alone Vina. You may wish to down

ry Gopy of Vina to run from the

tor.pdbat ~ligand dbat ~center. x -40 ~center_

o Click “Start Webina”
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o After one minute or so (depending on your computer), you can download
the Output PDBQT file on your hard-drive.

® Webina

C & durrantlab.pitt.edu;

Start Over

Mode Affinity (kcal/mol) Dist From Rmsd L.B. Dist From Rmsd U.B.
1 -9.4 0 0
2 <73 4775 6.912

Execution time: 31.1 seconds

Output Files
Standard Output
R A————
| (kcal/mol) | rmsd l.b.| rmsd u.b.
1 -9.4 0.000 0.000
2 -7.3 4.775 6.912
Writing output ... done.

Output PDBQT File

MODEL 1

REMARK VINA RESULT: -9.4 0.000 0.000
REMARK 4 active torsions:

REMARK status: ('A' for Active; 'I' for Inactive)
REMARK 1 A between atoms: S1_1 and N3_9
REMARK 2 A between atoms:

s output file with the docked ligand poses.

1 and 817

e Analyze docking results

If you have performed a Vina docking locally using the Chimera interface (workaround 1),
the ViewDock window should pop up automatically upon docking completion. If you have
downloaded the pre-calculated results (workaround 2) or you have used Webina (workaround
3), you can open it with >Tools >Surface/Binding Analysis >ViewDock and by retrieving
the file “celecoxib-in-cox2.pdbqt” from your hard drive.
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(] [ ) ViewDock - /Users/adaina/Downloads/celecoxib_COX2.pdbqgt
File Compounds Column Selection Chimera HBonds Movie

S | Score | RMSD I.b. | RMSD u.b.

v -84 0.0 0.0
v -73 4.775 6.911

Chimera Model #6.1

REMARK VINA RESULT: -9.4 0.000 0.000
REMARK 4 active torsions:

REMARK status: ('A' for Active; 'I' for Inactive)
REMARK 1 A between atoms: S1_1 and N3_9
REMARK 2 A between atoms: S1_1 and C8_17
REMARK 3 A between atoms: N1_7 and C2_11
REMARK 4 A between atoms: C5_14 and C16_25

Change Compound State
© Viable Deleted Purged

Hide Quit Help /

In the ViewDock window, the lines starting with a “V” are individual docking poses. Go
through every docking solution by clicking the first line and pressing the W key. It is also
possible to display multiple poses by holding the ctrl key.

o How many docking poses are proposed?
o Are all poses located inside the binding site as defined?

If cocrystallized Naproxen is hidden, display it:

In the Model Panel (>Favories >Model Panel):

Tick the cocrystalized ligand Naproxen (#0.1)

Untick the surface: MSMS main surface of COX2 (#0.2)
Untick the AutopDock Vina Search Volume

o Qualitatively, is one Celecoxib docking pose better superimposed over the
crystallographic pose of Naproxen?

o Is it the solution evaluated as the most favorable by the scoring function? Note the
score. In what range is the predicted K.of Celecoxib inhibiting COX2?

Evaluate the intermolecular hydrogen-bonds explaining (at least partly) the recognition of
the Celecoxib by COX2.

Hide the protein surface and the Naproxen (from the Model Panel). Display COX2.
Display and select what you consider the best docking pose (for instance, select #3.1),
change the rendering: Actions >Atoms/bonds > ball & stick.

and then >Tools >Surface/Binding Analysis >FindHbond.

In the H-Bond Parameters window, make sure that “both” (intra- and intermolecular
hydrogen-bonds will be searched) and that Relax H-bond constraints will be applied.
Select “Only find H-bonds with at least one end selected”, and

-39 -



Include intra-molecule H-bonds and Include intra-residue H-bonds, and
If enpoint atom hidden, show endpoint residue. Finally click “Apply”.

e OO H-Bond Parameters
H-bond color: - Find these bonds:
() inter-model
Line width:|2.5 (") intra-model
Label H-bond with distance (®)  both
‘ @ Relax H-bond constraints
0.4 angstroms

Relax constraints by:
2D.0  |degrees
Color H-bonds not meeting precise criteria differently: .

Restrict to models...
‘ (™ Only find H-bonds | with at least one end selected v

[2] Include intra-molecule H-bonds

™ Include intra-residue H-bonds

“ @] If endpoint atom hidden, show endpoint residue
Retain currently displayed H-bonds

Write information to file

Write information to reply log

Apply Close Help

o How many possible intermolecular hydrogen-bonds were found (in thin lines)?
o Which amino acid(s) is (are) involved? What atoms are involved? Are they part of
backbone or side chain?

Display the amino acids close to the docked Celecoxib: Select the best pose (for instance
select #3.1), then Select > Zone... II} the Select Zone Parameters window, Select all
atoms/bonds of any residue in 4.0 A of the binding solution. Click “OK”.

8 O O Select Zone Parameters
Select all atoms/bonds that meet all the chosen criteria below:
™ < ,Tangstroms from currently selected atoms
>|5.0 angstroms from currently selected atoms
™ Select all atoms/bonds of any residue in selection zone

[ OK || Cancel Help

Then Actions >Atoms/Bonds >Show only.

For clarity, hide non-polar hydrogens: >Select >Chemistry >IDATM type >HC and
>Actions >Atoms/Bonds >hide.

o Give two examples of hydrophobic interactions.

Can you spot aromatic interactions?

o Propose one targeted mutation that could validate the predicted binding mode of
Celecoxib in COX2.

O
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e Make the best possible JPEG image that illustrates how Celecoxib is predicted to bind to
COX2. Emphasize, select and label (once selected >Actions >Label >residue >name +
specifier) the amino acids involved in intermolecular hydrogen-bonds.
>File >Save Image...

<V Please note that in some bugs were reported for the generation of images with the
Windows version of UCSF Chimera. If the picture generated is all black, please try
to set “print unit” to “points” and adapt the “Image width” to 225.
You may also try with another output format (PNG, for instance).

o Perform structure-based optimization yourself! Are you able to design, build and
dock a chemically modified Celecoxib? Or a totally different putative COX2
inhibitor? If not, you can use the simplified (educational) web-based procedure
“Drug-Design-Workshop” described in the next section.

Exercise 6. Structure-based
optimization of COX2 inhibitors

® Retrieve precalculated docking pose of Celecoxib

In a web browser, go to the website http://www.drug-design-workshop.ch/cox.php
Drag-and-drop Celecoxib structure over the picture of “COX2”.

Drug Design Workshop
&  Workshop Biological context Help Medias More Disclaimer 1]

coxi louprofen ¥ | [ Diclofenac ¥ |

Flurbiprofen % Nimesulide ¥

Almost immediately, the pre-calculated docking results appear in the web page.

o Can you recognize the binding mode you predicted in the part A of the session?
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e Dock interactively your own molecules into COX2

Click on the “Design your own molecule” box.
A sketcher appears at the bottom of the page.
Draw the molecule to dock and click on “Done”. The molecule structure appears in the box.

Drag-and-drop it over the “COX2”. The docking is prepared and starts automatically, when
a processor on the server is free.

Upon completion (less than a minute, you can monitor your docking on a progression bar),
the message “Docking completed!” appears.
Click on the link: “The results are available here”.
The highest ranked docking pose is displayed together with its score on a scale.
o With this information will you be able to optimize rationally high affinity molecules

iteratively? (Return to the first tab of your browser, click on “Design your own
molecule’ box and optimize the structure or restart from scratch!)

Your molecule has a score of: 10.7

0.0 2.5 5.0 7D 10.0 12.5 15.0
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Practice Session 3. Ligand-based virtual
screening with SwissSimilarity

Let’s start with the simple virtual screening of the cyclooxygenase (COX) inhibitor, anti-
inflammatory molecule, Diclofenac, against all drugs approved by the FDA. This will
illustrate the concept, show how methods can influence the outcome and how to calculate
enrichment. Here is the 2D structure and SMILES of Diclofenac:

OH

Cl

SMILES: OC(=0)CC1=CC=CC=C1NC1=C(CI)C=CC=C1Cl

e Access the web interface of SwissSimilarity in a web browser by typing the following
URL http://www.SwissSimilarity.ch (better with Google Chrome and Mozilla Firefox).

1. Use one of the following options to input the molecule to be screened against (i.e.

Diclofenac):

a. copy/paste or type the SMILES in the text box, or
b. import the structure (by name) in the sketcher, or
c. draw the structure in the sketcher.

Please note that the SMILES in the text field and the 2D structure are synchronized.

1a. copy/paste
or type the
SMILES in the
text box

SwissSimilarity

1b. import

the structure
(by name) in
the sketcher

Choose a method and a library to screen

Choose

a library of small molecules to screen and the o a
screening methods in the list below. -

s
H
N F
Perform the screening ¢
cl
Submit ol

1c. draw the
structure in
the sketcher

(Provide a SMILES before submitting)

1516
4788
504

Approved
Experimental
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2. Click on the radio button to select both the screening method and the library to
screen. Here it is proposed to evaluate the “Approved” drugs for similarity with
Diclofenac using “FP2 Fingerprints”.

3. Run the screening by clicking the “Submit” button, which turns red only upon the
input of molecule and selection of database and method. A text describing the job to
be launched appears below the button as well.

® © @ /[ suisssimilarity =
€« C [ www.swisssimilarity.ch w O =
I )\)
< Se oS - 3. Run the job
2 m - E - Aunthe jo
- SeIeCt bOth Will use method FP2 to screen the library of FDA approved drugs ! When the
(Takes a couple of seconds to several minutes
d atabase and depending on the library and the screening tool) S b ,t b tt
method rmees okl
# Combined FP2 fingerprints  Electroshape  Spectrophores Shape-IT Align-IT
Drugs

Approved 1516 o

Experimental 4788

Investigational 504

Withdrawn 161

Nutraceuticals 78

icit 169

Bioactive compounds

Ligands from the PDB 19500

ChEMBL (activity<10uM) 177000

ChEBI 27'950

i phibioc (Coeun oo

After a few seconds, the FDA approved drugs most similar to Diclofenac, from a chemical
point of view, are shown.

eoce
€« c

[1) SwissSimilarity

[ www.swisssimilarity.ch/result.php?job=1333453020 =% O
OWISSIITIErty

Swiss Institute of

Bioinformatics. Home FAQ Help Contact Disclaimer

[ Runparameters ] [ Query Molecule ___J
Library screene d FDA approved drugs
Screening method FP2 oH
Date Tue Sep 20 14:22:02 2016
L Click on #¥ to
ow to Ultra High Throughput Ligand-Bast irtual
. T submit this
Yoo molecule to
SwissSimilarity
Results Retrieve data: ©) %) S8 a
ggaevgb&‘bulg\o:\avenac choﬂy‘ezgnz’fa \\\\\\\\ b gfgﬂ:ﬂg;gfchleﬁamwc acid ag al n .
CHy
.
@\/HH N
cl
. OH
#HoQO #Ho0PO #H0Q0

«» Looking at the output page, let’s answer these questions:

o How many marketed drugs have been found, excluding Diclofenac itself?
o Are these structures chemically similar to that of Diclofenac?

Let’s try to re-submit the FDA-approved drugs screening against Diclofenac but with another
methods.
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e Click on the “Twins” icon below the Diclofenac in the output page to open a new
SwissSimilarity submission with the molecule already input.
¢ Click on radio button corresponding to “Approved” drugs and “Electroshape”.

After some time, the drug molecules that show similarity in 3D with Diclofenac are displayed.
This run is a bit longer than FP2. Please note that the duration depends on the choice of the
database and method. A time estimate pops-up by leaving the pointer over the
corresponding radio button for a second.

<» Looking at the output page, let’s try to answer these questions:

o How many marketed drugs have been found, excluding Diclofenac itself?
o Are these structures chemically similar to that of Diclofenac?

Exercise 7. Enrichment of anti-inflammatory molecules in FDA-
approved drugs.

There are 1516 FDA approved drugs, among which 39 COX inhibitors:

Acetaminophen, Acetylsalicylic acid, Antipyrine, Antrafenine, Balsalazide, Bromfenac,
Carprofen, Diclofenac, Diethylcarbamazine, Diflunisal, Dihomo-gamma-linolenic acid,
Etodolac, Fenoprofen, Flurbiprofen, l|buprofen, Icosapent, Indomethacin, Ketoprofen,
Ketorolac, Lornoxicam, Lumiracoxib, Meclofenamic acid, Mefenamic acid, Meloxicam,
Mesalazine, Nabumetone, Nepafenac, Oxaprozin, Phenylbutazone, Piroxicam, Resveratrol,
Salsalate, Sulfasalazine, Sulindac, Suprofen, Tenoxicam, Tiaprofenic acid, Tolmetin,
Trisalicylate-choline

o Calculate the enrichment at 1.3% (= top 20)
o How many of these COX inhibitors can you find in the top 20
molecules provided by Electroshape screening

(#COXscreening) ?
o How many COX inhibitors are in total in the FDA library
(#COXIibrary) ?
#COXscreening
. 20
%) =
Enrichment (at 1.3%) FCOXibrary
1516

This first exercise is finished. You can close all windows and tabs.
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Erlotinib (Tarceva®) is an inhibitor of the epidermal growth factor receptor (EGFR, erbB1,
uniprotlD P00533) tyrosine kinase. It has been approved by the FDA as an anti-cancer drug
used to treat non-small cell lung cancer, pancreatic cancer and several other tumor types.
The 2D structure and SMILES of Erlotinib are displayed below:

SMILES: COCCOC1=CC2=C(C=C10CCOC)C(NC1=CC=CC(=C1)C#C)=NC=N2

The objective of this exercise is to use the tool SwissSimilarity to screen the entire
collection of active molecules from the ChEMBL database in order to retrieve compounds
similar to Erlotinib in terms of chemical structures (2D) and in terms of shape (3D).

e Access the web interface of SwissSimilarity in a web browser by typing the following
URL http://www.SwissSimilarity.ch.

e Use one of the following options to input the molecule to be screened against (i.e.
Erlotinib):
a. copy/paste or type the SMILES in the text box, or
b. import the structure (by name) in the sketcher, or
c. draw the structure in the sketcher.

e Click on a radio button in the list to select both the screening method and the
library to screen. Here it is proposed to evaluate the entire “ChEMBL database
(activity < 10 puM)” for similarity with Erlotinib using a “Combined” score, which
makes the process screen the library with both 2D-fingerprint and 3D-electroshape
to return a consensus value, corresponding to a combined score obtain by logistic
regression of both individual (2D and 3D) similarity measurements.

o Start the screening by clicking the “Submit” button, which turns red only upon the

input of molecule and selection of database/method. A text describing the job to be
launched appears below the button as well.
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e After less than one minute, your screening results should appear on your web
browser. In the meantime, you can follow the advancement of the job thanks to the

grey bar.
806/ [ suisssimiarty T )
€« C' [ www.swisssimilarity.ch/result.php?job=1470728414 w2 O =
[ Query Molecule ]
Library screened ChEMBL
Screening method Combined V.=~
Date Fri Jun 3 12:56:38 2016 Hﬂ
If you publish these results, please cite the SwissSimilarity website. r;;@(l\/,\m
oo :
link to ChEMBL
Lo > Retrieve data: @ @ ( I D)
CCCCCCC 53 CHEMBL1079742 CHEMBL2087361 CHEMBL2087358 <
Score : 0.998 Score : 0.998 Score : 0.991 Score : 0.843
s S Y $
% % r )7 3 Similarity
@ ) 3 N N .
Y Y %j/ L7 Score
e N ©/
—> A8 1, I I
:
#H0PO #HoLO #0L0 # 0 PO€ H i
CHEMBL2087355 CHEMBL2425091 CHEMBL2425085 CHEMBL461792 N D I re Ct I I n k to
Score : 0.830 Score : 0.792 Score :0.751 Score : 0.741 SWiSSTargetPrediction
. AR ) weo . o SwissADME
r j 3 I I ) N
"N e e “ 3 h N X
oo M GUI aaad g I L
—> Q/ S Gl w4
oye) #0090 o090 #0090

< With that results let's try to answer the following questions about compound
CHEMBL461792:

o What is the similarity score and ranking of compound CHEMBL4617927?

o What are the two structural differences between CHEMBL461792 and
Erlotinib?

o Which of these chemical modifications makes CHEMBL461792 more rigid
than Erlotinib?

o Any clue about the potential benefit to test a more rigid ligand?

Please, KEEP this SwissSimilarity result page OPEN as it is the starting
point for the following sessions.

You can copy, bookmark or email the URL of your SwissSimilarity result
page.
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Practice Session 4. Reverse screening with
SwissTargetPrediction

The purpose of this session is to analyze the biological activity of compound
CHEMBL461792, which shows significant similarity with Erlotinib. The first actions illustrate
the interoperability of the different SwissDrugDesign tools and the link with external
resources.

1. Let’s go back to the SwissSimilarity result page in your web browser and access
to ChEMBL database for entry CHEMBL461792 (by clicking the ID link).

2. Afirst ChEMBL panel corresponding the entry CHEMBL461792 opens, scroll down
to the “Activity Charts” section and click on the “Bioactivity Summary” pie chart.
This brings you to a second “ChEMBL Bioactivity” panel.

Compound Report Card ‘
[ —|
Name And Classification -]
=]
ey
A
[
[}
Q
S Representations -]
o
(=]
E]
=1 S .
Alternative Forms a
Similar Compounds -}
Activity Charts -]
~ 7 a'
Bi tivity Sumn y Assay Summary Target Summan Fp—
a a a = e 2o ] ]
| EE—r—— | E———) E——) a
; N ; A B | i Sy
Click on the
“Bioactivity Summary” ChEMBL : ™ @ 0 DR @
pie chart. . Bioactivity Panel
Scroll right >
Literat

<» Confirm that compound CHEMBL461792 has been tested on EGFR and note the
ICso.
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3. Go back to the SwissSimilarity result page in your web browser. Submit compound
CHEMBL461792 to SwissTargetPrediction for reverse screening to predict
biotargets, either by

a. clicking the corresponding “target” icon ® from the SwissSimilarity results
page, or

b. by going directly to http://www.swisstargetprediction.ch in a new tab or
window. In this case, you will need to draw the chemical structure in the
sketcher or copy/paste the SMILES in the dedicated text box, and finally click
on the “Submit” button.

e After less than one minute, the target prediction results should appear on your web

browser.
Not Secure — new.swisstargetprediction.ch
Top 15
Top 25 S f
Ton 50 ummary o
= Al " |
’ pey target classes
, A for Top X
molecule tc 2000 or To
T rediction
e \DD P
D00 L
] Export results: E @ 6 <
number of row S L
how 15 [ entries Search . .
in table links to display
Target Common Unlprot  GheMBLID  Target Class Probability* . k :
~ ) nown actives
P d- d F>picermal growtn tactor receptor erbB1 EGFR  P00S33  CHEMBL203  Kinase I o &
re ICte Tyrosine-protein kinase SRC SRC P12931  CHEMBL267  Kinase .: 54/28 & on the target Of
targets ran ked Vascular endothelial growth factor receptor 2 KDR  P35068  CHEMBL279  Kinase .:I 68/96 & interest and
. Fructose-1,6-bisphosphatase FBP1  P09467 CHEMBL3975 Enzyme .: 3 . .
by prObabI"ty Tyrosine-protein kin LCK  P06209  CHEMBL258  Kinase .: 35 & Slm | Iar to the
e proteinkinase Ny Q9BUBS  CHEMBL4718  Kinase [ 45 & q uery molecu |e
Vascular endothelial growth factor receptor 1 FLT1  P17948 CHEMBL1868 Kinase .:| 7122 &%
MAP kinase p38 alpha MAPK14 Q16539  CHEMBL260  Kinase W ] ens
Fibroblast growth fa FGFR1  P11362 CHEMBL3650 Kinase l: 3/19 &
Receptor protein-ty ERBB2  PO4626  CHEMBL1824 K W] e
Dual specificty protein kinase CLK1  P49759 CHEMBL4224 K .: 32
Ephrin type-A EPHA2  P29317 CHEMBL2068 Kinase .:I 213 &
o DYRK2 Q92630 CHEMBL4376 Kinase [ 211 &
Ephrin receptor EPHB4  P54760 CHEMBLS147 Kinase [ 2/3 &
= Homeodomain-interacting protein kinase 4 HIPK4  QBNE63 CHEMBL1075167 Kinase [ 172

Showing 10 15 of 100 entries revious

< With that results let's try to answer the following questions about compound
CHEMBL461792:

o How many protein targets are predicted in total (select Show “All” entries on
the menu above the table). What is the proportion of kinases (click on “All” left
to the pie-chart)?

o What is the most probable protein target for this compound? Can we consider
this result as an actual prediction? Why?
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o Looking at the ranking, what is the most probable non-kinase target?

o How many known actives of this non-kinase protein are similar to molecule
CHEMBL461792 based on 2D chemical structure similarity? Same question
for 3D shape similarity?

By clicking the number of similar molecules for a given target (either from 2D or
3D screenings), a second window opens with a complete description of the outcome
of the reverse screening. The structure of similar molecules active on the target of
interest (those having driven the prediction) is displayed.

i)

‘[ ’\;L ( ,**JLJ,,[j
| ‘ L( e ’\[VI;\V’\;L_‘

> 1090

Export table: &) link to ChEMBL

N N

Known actives on Fructose-1,6-bisphosphatase, similar in 2D
CHEMBL64950 CHEMBL7917 CHEMBL63676 CHEMBL301018 ( I D)
Simiarity: 0.833 Simiarity: 0.798 Simiarity: 0.772 Similarity: 0.740
o N o N L
( \W e ¢ "\W ( \W e ¢ ”\ﬁ . N .
II( [ Similarity

HC HC N
J e y -
HH NH
HC ©/ a. NH HC /©/ a. NH SCOre
F
a a :
> #0000 #oPO #H0PO #0PO
CHEMBLE3906 CHEMBL63244 CHEMBL35820 CHEMBL65704
Similarity: 0.726 Simiarity: 0.688 Similarity: 0.685 Similarity: 0.685
Y y fy:

ROSe YYD
/@\ M), \// cn,a N cmo N

v AN
_ g o g o
e o) « | HC HC
b Z
Iil
o Br I
#0P0O LEcXe] 0P LETAC)
CHEMBL294126 CHEMBL304929 CHEMBL29197
Similarity: 0.675 Similarity: 0.656 Simiarity: 0.653

o N 0 N
_ He” S o N,
I/ W N g A
CH, N LN N
o - HC N
HN, N \U Z
N
HC ©/ Br. : NH
F <]

HooO oo Hooe

o Are the actives most similar in 2D and in 3D to CHEMBL461792 the same
compound?
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Practice Session 5. Pharmacokinetics
evaluation with SwissADME

During this session, it is proposed to estimate the druglikeness and two important ADME
behaviors regarding absorption and side effects: the gastrointestinal passive absorption and
the brain penetration, respectively. To this end, the SwissADME web tool will be used to
analyze Erlotinib and an analogue molecule (CHEMBL598797) together with another kinase
inhibitor: the anti-cancer drug Sunitinib.

Let’s go back to the SwissSimilarity result page in your web browser. Locate
compound CHEMBL598797 (score: 0.520) and click on the corresponding “pill” icon

@ to launch directly a SwissADME calculation.

A new tab opens with SwissADME calculating for about 3 to 10 seconds. Upon
completion the output panel related to CHEMBL598797 is displayed in the same
page. Now let’s add two anti-cancer drugs Erlotinib and Sunitinib to the list and let’s
rerun the calculation.

800

> C

[ SwissSimilarity % | Gl SwissADME % | G SwissADME

www.swissadme.ch/index.php w O

|

% SwissADME 1. SMILES list:
one molecule

.| per line and

name

separated by

Swiss Institute of

Bioinformatics Home FAQ Help Disclaimer

This website allows you to compute physicochemical descriptors as well as predict pharmacokinetics properties and druglike nature of
one or multiple small molecules

Manuscripts describing the web service and its underlying methodologies are currently in preparation.
For details about development and validation of iLOG, please refer to this article: LOGP: a simple, robust, and efficient description of n-
octanol/water partition coefficient for drug design using the GB/SA approach. J. Chem. Inf. Model. (2014) 54(12):3284-3301

For details about development and validation of the BOILED-Egg, please refer to this article: A BOILED-Egg to predict gastrointestinal
and brain penetration of small molecules. ChemMedChem (2016) 11(11):1117-1121.

space.

2. Click the

Developed and maintained by the Molecular Modeling Group of the SIB | Swiss Institute of Bioinformatics.

import button

Import

f
3. Type Erlotinib”

and press “Import”

4. Click(to

[dPT 000

Dgﬂﬁ XDHeEoe

CH,
o

r

o
0N on,

transfer into
SMILES list

Enter a list of SMILES here:

COclee2nenc(Ne3ceee(e3)C#C)c2ccLOCCCC!
COCCOC1=C(0CCOC)C=C2C(NCI=CC=CC(

CCMCC)CCNC(O]C]C[C)NC(\CCZIC(O)NC}CCC(F)CCZB)1( Sunitini b

Fill with an example | Clear

CCC(=O)NO CHEMBL598797
=C3)C#C)=NC=NC2=C1 Erlotinib

5. Type
"Erlotinib”

next to the
SMILES
separated by a
space

I

6. Click “Run!”

——re—

Scroll to the top of the SwissADME page and in the SMILES list box, type the name
of the compound “CHEMBL598797” next to the SMILES, separated by a space. Then
press enter to go to the next line.

Click on the “Import” button of the sketcher (second button top-left).
Type “Erlotinib” in the pop-up “Paste source” box and click the “Import” blue button.

The structure of Erlotinib appears in the sketcher. Click on the double-arrow button
in between the sketcher and the SMILES list to transfer the molecule into the list.
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5. Type “Erlotinib” next to the SMILES on the second line, separated by a space.
o Repeat steps 2, 3, 4 and 5 for Sunitinib.
6. Click on the “Run!” button at the bottom of the list.

¢ Upon calculation completion (3 to 10 seconds per molecules), the results appear in
the same page; three panels per molecule, each summarizing the values for a given
compound.

e0e® < [in} O | © www.swissadme.chjindex.php (¢ o/t 3 mm

oo Water Solubility
wo Log S (ESOL) 372
Solubility 7.59-02 mg/mi ; 1.80e-04 molA

€ Class Soluble

Flex
we j_@ Log S (Al -390
:%/ Solubility 4.99e-02 mg/ml ; 1.25€-04 mol
e g
) 4 - Class Soluble

: o <)

Bioavailability —> o LgSELOOSMO 735
Solubility 1.76e-05 mg/ml ; 4.43e-08 mol

Radar

yyyyyy
Pharmacokinetics

SMILES  CCN(CONC(=0)ctc(C)nH]e(e1 C)/C=CH\C(=O)Nc2etce(FIcc2)CC Gl absorption High
Physicochemical Properties BB permeant t Yes

C22H27FN402 P-gp substrate
398.47 g/mol CYP1A2inhibitor N
2 CYP2C19 inhibitor Y
" CYP2CS inhibitor No
036 CYP2D6 inhibitor Ye
8 CYP3A4 inhibitor Yo

‘; Log K, (skin permeation) ©  -6.86 cmis
Druglik
11631 niglikeness
ke Lipinskd Yes; 0 violation
Lipophilicity Ghose Yes
Ye
L0g Popy (ILOGP) 350 Veber o8
Egan Yes
Log Py (XLOGP3) 263
oo Muegge Yes
L0g Pos (WLOGP) 307 Bioavailability Score 055
Log Pop (MLOGP) 208 Medicinal Chemistry
Log Posw (SILICOS-IT) 477 PAINS 0alert
Consensus Log Poy 321 Brenk 1 alert: michael_accoptor_1

Leadlikeness No; 2 violations: MW>350, Rotors>7
Synthetic accessibility 358

Swiss Institute of Biolnformatics - © 2016

e By clicking on the “Show BOILED-Egg” red button (below the sketcher), the
graphical output is displayed on the same page

CXEXC) SwissSimilarity % | Gl swissADME %/ Gl swissADME x bedod

€ > C ) www.swissadme.ch/index.php ) ) ) ) %] O

o Hide/Show
molecule

Hide/Show the

s § oQ <
BOILED-Egg ﬁ“ — iwem e s | NAMeS on the
; — raph
~ Hide BOILED-Egg Retrieve data: & mli: grap
) BBB
. HIA

Fly over for
chemical :
structure, ’
Clickto go to ,
result panel 4

o PGP+
O PGP—

v

< With those results let’s try to answer the following questions about the ADMET of
those three molecules:
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One of these compounds is predicted toxic, can you point out which one and
the alert related to this prediction?

Between both marketed drugs, which one of Sunitinib or Erlotinib is more
prone to create drug-drug interactions linked with metabolism?

Which of these molecules is the less druglike? What is the molecular property
responsible for that?

Are all three compounds predicted as well-absorbed by the gastrointestinal
tract when administered orally?

Qualitatively, what is the propensity for each compound to passively cross the
blood-brain barrier?

Which is the physicochemical property mostly explaining the difference in
passive brain permeation behavior?

Which compound(s) is (are) predicted actively pumped out from the central
nervous system? Why?

Finally, which compound has the highest probability to be in significant
concentration in the brain?

Exercise 8. Pharmacokinetics optimization of EGFR inhibitor.

Imagine that your endeavor consists in optimizing the properties of CHEMBL598797,
which has to inhibit a kinase in the CNS. Have some tries of small chemical
modifications (e.g. copy/paste SMILES in the sketcher, apply chemical modifications
and transfer multiple entry lines to the SMILES list). You have so initiated an iterative
optimization process. Once you are happy with the ADMET properties, click on the
target icon to submit your optimized molecule to SwissTargetPrediction.

o Describe your optimization strategy.
o What are your conclusions regarding pharmacokinetics and

pharmacodynamics?
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Practice Session 6. Bioisosteric design with
SwissBioisostere

The purpose of this session is twofold. First it is proposed to analyze a specific replacement
found in the virtual screening. Then we will suggest other possible bioisosteric replacements
for ligand design.

e Go back to the SwissSimilarity result page in your web browser, locate compound
CHEMBL2087361 (rank 3) and compound CHEMBL2087355 (rank 5). Can you point
out what is the chemical difference between those two molecules?

e Let’s investigate this specific molecular replacement. Type the following URL in a
new tab or window of your web browser http:/www.SwissBioisostere.ch to access
the submission page of SwissBioisostere. Alternatively, you can click on the link in
the black toolbar at the top of any SwissDrugDesign Website.

1. Draw in the left sketcher the fragment in CHEMBL2087361 that is replaced. To add
the attachment point long press the R_ button (bottom-right) select R1 and click at
the correct place in the structure.

2. Draw the replacing fragment in CHEMBL2087355 in the sketcher on the right. Pay
attention to add the attachment point with R1 the same as in point 1.

3. Start the search by clicking the button “Query Database” at the bottom of the

page.

1. Draw fragment to

be replaced + : o : 2. Draw replacement

attachment pointR1} |—— g «———| fragment +
. | attachment pointR 1

1

1

1

1 '

H || . Br
1

1

]

ssssssssssss

3. Click on “Query
Database”
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After a few seconds is displayed the SwissBiosisostere output page compiling all
examples found in the literature about the replacement of m-ethynylbenzene
fragment by m-bromobenzene.

eoo

swisssimiarty | G SwissADME | B suissADME

P (RE V) AT pr— =
e->cl 1%253DCCX253DCCX28%25IDCIN2ICK2523CR2... 77| O

Table of examples of
the specific
molecular
replacement

Number of entries to
show

link to article

Expand one entry ©

nnnnnnnnnn
Actvty [ICS0):  Inactive 67

Difference in activity

Biological context

(Target and class)

«» Display all lines by setting “60” in the number of entries to show on the upper left

corner of the result table. Let’s try to answer the following questions:

Overall, how many times this specific replacement was found in the literature?
Generally speaking, what is the trend: increasing or decreasing the biological
activity?
In what biological context this replacement was mainly tried?
How many times this replacement was found for compounds tested on our
target of interest (erbB1)?
What is the trend for activity on this specific protein?
Can you find the entry corresponding to our case (CHEMBL2087361 to
CHEMBL2087355)? Expand the corresponding entries to see the molecules.
o Which molecules is the most potent on erbB1 between CHEMBL2087361 and
CHEMBL20873557? Note that the activity is given as plIC50.
o Any idea why is the entry seems duplicated? Click on the PubMed link to get
more info from the abstract.
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Let’'s try to find other relevant replacements for m-ethynylbenzene. Click on the

“home” link to go back to the SwissBioisostere submission page.

Leave the sketcher on the right empty.

molecular replacements.

1. Draw fragment to
be replaced +
attachment point/R 1}

009 oewlong Press's

SMILES

Fragment 2

dB89 xfdee® 80«

Y

Draw the fragment to be replaced in the sketcher on the left (m-ethynylbenzene).

Click on “Query Database” for SwissBiosiostere to search for all possible

o

t e

@

Let the sketcher on

s
Marvin for JavaScript ;b
Version 62
P
Chemaxon

' the right empty.

Br

R1

COoRUOw
SMILES

2. Click on “Query
Database”
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e After a few seconds the SwissBiosisostere output page listing all possible
replacements of m-ethynylbenzene found in the literature is displayed.

.00/ [ysmssmiamy_x \(Eswsowe__x \(Edswashone =) [ swosbosoner = \( (3 smssmoseser x| [Ssmssmasonsre %

esc gQuery. 1%25 IDCON25IDCCRBNR2SIDCINION2STICN2... 7| O =

%
é - SwissBioisostere

Swiss Institute of  Molecular
Bioinformatics Modeling Group Home Examples FAQ License Contact

A

Table of all possible
molecular
replacements

Performance of the
replacement

Click on the structure 3
to access table of > ()L
examples ;

o

Q‘Q == | )2 =
e (E—
3 ?

«» With that results let’s try to answer the following questions:

o Can you find the replacement that we studied in details in the previous section
(CHEMBL2087361 to CHEMBL2087355)7?

o Propose two other sensible replacements for m-ethynylbenzene in our
biological/chemical contexts and explain how you went to that.
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Practical Session 7:
Quantum-Chemical Calculations
Using WebMO
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Swiss Institute of
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Bioinformatics

Ute Réhrig, Antoine Daina, Vincent Zoete — 2021

Contact: ute.roehrig@sib.swiss
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In this exercise, we will use a WebMO, a free World Wide Web-based interface to computational
chemistry packages (Schmidt, J.R.; Polik, W.F. WebMO, version 20.0.012; WebMO LLC: Holland,
MI, USA, 2020; https://www.webmo.net, accessed May, 2021).

Some key features of WebMO:

e  Support for all modern web browsers, iOS, and Android (via WebMO App)

e Support for Gamess, Gaussian, MolPro, Mopac 7 & 20XX, NWChem, Orca, PQS 3.3, PSI 4,
QChem, Tinker, PWSCF (Quantum Expresso), and VASP

e Users draw structures in a 3D editor, run calculations, and view results, all from their web browser

e No software to install on the client. WebMO is installed on the single web server that runs or
accesses the computational chemistry programs

e All administrative tasks (user accounts, program configuration, job time limits, etc) are performed
through a web browser interface

e Simple enough for undergraduate computational chemistry curriculum: reasonable default values
and results are presented on web pages

e Flexible enough for computational chemistry research: full access to input and output files

e Free academic license

You can access our installation of WebMO under the following link: http://swiss-webmo.ch. Your
login is givenname.familyname (as in your UNIL e-mail address, all in lower case letters). The
password is cadd-gm@fbm-unil.

Please also download the necessary files from
https://drive.switch.ch/index.php/s/PUcbHVa0gL6RfBu and save them in a dedicated folder.

As an example, we will calculate some properties of model compounds of covalent EGFR inhibitors.
The compounds are taken from R. A. Ward et al., Structure- and Reactivity-Based Development of
Covalent Inhibitors of the Activating and Gatekeeper Mutant Forms of the Epidermal Growth Factor
Receptor (EGFR), J. Med. Chem. 56, 7025 (2013).
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Task 1: Optimizing the geometry of a small organic molecule

Download the files for this exercise from the link given on page 2 and store them in a dedicated
directory on your computer. Then log into the http://swiss-webmo.ch website with your personal login
and password (you must allow the site to store cookies to do so). This should take you to the WebMO
Job Manager.

9 # WebMO Job Manager - Google Chrome

[ WebMO Job Manager x

< C | ® swiss-webmo.ch/~webmo/cgi-bin/jobmgr.cg @ o
WebMO Job Manager

Status « ' NewJob v ] Refresh |3} Download v (% MoveTo v () Delete % Utiites v & Logout
o tmp | Show all v | Show all ¥ Showall v Showall v
webmo
& unlimited u
(@ unlimited
Q 0 jobs

Number Name Description Date

Folders

o Inbox

3 Trash
Empty trash

Search

WebMO ‘;O

On the upper toolbar, click on “New Job>Create New Job”. This will take you to the molecular
builder, which allows you to create and to modify molecular structures. As its use is not very intuitive,
we will import the 3D structure of the first molecule by choosing “File>Import Molecule...” from the
upper toolbar. Choose Format: PDB format and check the “Generate bonds” box, then upload the
file ward24.pdb.

Build Molecule - Google Chrome

[ Build Molecule x

& C | ® swiss-webmo.ch/~webmo/cgi-bin/build_molecule.cg @ ¥ i

Build Molecule

Edit  Tools Bulld  Cleanup  Calculaste  Lookup  Help

Import Molecule

ATOM 1 C1LIG 1 14.476-12401 2.884 1.00 0.00
1 15.489-12.757 3.795 1.00 0.00
1 16.447-13.721 3.437 1.00 0.00
1 16.383-14.338 2.177 1.00 0.00
1 15.366-13.986 1.272 1.00 0.00
1 14.392-13.017 1.614 1.00 0.00
1 13.399-12.600 0.767 1.00 0.00
1 13.130-13.038 -0.504 1.00 0.00
1

00Z000000

12.061 -12.560 -1.249 1.00 0.00
10 O1011G 1 13833-13.928 -1041 100 0.00

PDBformat  v|
Generate bonds ¥

o

Merge molecules

Select file Choose File | ward24.pdb

OK | Cancel

Build - C (click = add atom; drag = add bond; click & drag = add atom & bond; letter = change atom)

<«
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You should now see the 3D structure of a small aromatic Michael acceptor (acrylamide) in the main
window. By hoovering over the symbols on the left toolbar, you will see a short description of what
mode the respective button will activate. First, try the “rotate” (3™ from top), translate (4"), and
zoom (5") buttons to move and inspect the molecular structure.

QP 2 Build Molecule - Google Chrome v A

[ Build Molecule X

<« C | ® swiss-webmo.ch/~webmo/cgi-bin/build_molecule.cg @ |

Build Molecule

Status

o tmp

webmo

File Edit Tools View Cleanup Calculate Lookup Help

¢ unlimited
@ unlimited
i@, 0 Jobs

Progress

« Job manager

« Build molecule

‘export the molecule to a
variety of file formats.
 Choose engine
« Job options

« Submit job

Q) Editor help

View - Rotate (drag = rotate XY; alt-drag = rotate Z)

< >

You will notice that all aromatic bonds are displayed as single bonds. To correct this, chose the 6"
button (“Adjust”) from the left toolbar, which displays an arrow, left-click on one of the aromatic
bonds to select it, then right-click on it to open a popup menu, which lets you define the type of bond.
Chose “Double”, then do the same for two more alternating aromatic bonds.

9 2 Build Molecule - Google Chrome v~

[ Build Molecule X

<« C | ® swiss-webmo.ch/~webmo/cgi-bin/build_molecule.cg @ |

Build Molecule
Status
5 tmp
‘webmo
'@ unlimited
’@ unlimited
"u 0 jobs

Flle  Edit Tools  Adjust Cleanup  Calculate  Lookup  Help

Progress

= Job manager
« Build molecule

variaty of file formats.

 Choose engine
« Job options
« Submit job

7 Single
Double
Triple

() Editor help

Hyrogen Bond

Adjust (click = select; double-click = select all; right-click = popup menu)

< »

Now you can try one of the “Cleanup” procedures, either from the left (paintbrush or wrench) or the
upper (Cleanup) toolbar, using either an idealized or a molecular mechanics procedure.
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When you are happy with the initial structure, you can proceed by pushing the purple arrow in the
lower right corner of the window. In the next pane, you can “Choose the Computational Engine”.
To optimize the molecular geometry, we will use the very efficient Mopac code, which gives access
to a multitude of semi-empirical QM methods. Clicking again on the purple arrow in the lower right
corner of the window will open the “Configure Mopac Job Options” pane.

Here, you can choose the type of calculation, the level of theory, the charge, the multiplicity, and a
name for your job. Please choose a name, Geometry Optimization, PM7, 0, and Singlet (you can try
other values later if you wish).

9 2 Configure Mopac Job Options - Google Chrome v~

[ Configure Mopacjob =~ x

& C | ® Notsecure | swiss-webmo.ch/~webmo/cgi-bin/c.. &

Configure Mopac Job Options

Status. « Job Options

o tmp

Advanced

- JobName |ward24-opt-pm7
& unlimited y Optimi v
() unlimited Theory PM7 e
igh; 0lobs Charge o

Progress Multiplicity | Singlet ¥

« Job manager

« Build molecule
« Choose engine
« Job options
Configurs options for
the selected job and
computational engine.

* Submit job

Q@Hep

In the “Advanced” tab you can leave the default values (Precise Optimization checked). When you
click on “Generate” in the “Preview” tab, you can see the text file that serves as an input to Mopac
for this job.

9 # Configure Mopac Job Options - Google Chrome v~

[3 Configure Mopacjob = x

< C | ® Not secure | swiss-webmo.ch/~webmo/cgi-bin/choose_engine.cg @ W
Configure Mopac Job Options

Status Job Options Advanced Preview |

8 tmp
mwehmo
@ unlimited
@ unlimited co. 0 0. 0 0. 0
a8, 0lobs 1.4245000 1 ©.0000000 0 ©.0000000 0 1
J 1.4245000 1 120.00000 1 ©.0000000 0 2
Progress 1.4245000 1 120.00000 1 -6.0000009 1 3 2 1
1.4245000 1 120.00000 1 ©.0000000 1 4
= Job manager 1.4245000 1 120.00000 1 ©.0000000 1 1
L otoculs 1.5200000 1 120.00000 1 180.00000 1 6
. _‘f“:‘“ﬁf"g'"e 1.5200000 1 120.00000 1 -180.00000 1 7 6 1
e 1.5400000 1 120.00000 1 180.00000
Click Generate, edit 1.3090000 1 120.00000 1 180.00000
put ile ¥ dosirec and 1.0900000 1 120.00000 1 0.0000000
Subenit edited fle. 1.0900000 1 120.00000 1 180.00000
1.0900000 1 120.00000 1 6.0000000
o SHEES 1.2750000 1 120.00000 1 0.0000000 1
Q@Hep 1.0700000 1 120.00000 1 -6.0000000 1 7 6 1
1.0900000 1 120.00000 1 180.00000 1 5 4 3

1.0900000 1 120.00000 1 -180.00000 1 4 3 2
1.0900000 1 120.00000 1 -180.00000 1 3 2 1
1.0900000 1 120.00000 1 180.00000 1 2 1 6
1.0900000 1 120.00000 1 -180.00000 1 1 2 3

PM7 BONDS CHARGE=0 SINGLET XYZ PRNT=2 PRTXYZ FLEPO [{IS8&{= GNORM=0.0
ward24-opt-pm7

8
9
10 9
10 9
9
8

87
76

- | Generate |

The first line contains the keywords, the second line the name, and the following lines, after a blank,
contain the starting geometry of the molecule in internal coordinates. It is possible to introduce
modifications to the file at this point.
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By clicking on the purple arrow in the lower right corner of the window you can submit the calculation
(choose “OK” in the popup window) and go back to the WebMO Job Manager. The calculations
should only take a few seconds to complete. By clicking on the magnifying glass on the right side,
you can now see the results of the calculation. In the upper part of the window you have the molecule
viewer, and by scrolling down you can access some Calculated Quantities.

9 2 31 - View Job - Google Chrome v~
[ 31-ViewJob X
& C | ® swiss-webmo.ch/~webmo/cgi-bin/jobmgr.cgi?t=1525691073062 @

-yt 15.0N

Summary

« ward24-opt-pm7 125
« Job#31
« 5712018
. 06sec 100

Actions
2 Job Manager
= Raw output

Help

Calculated Quantities

Exand all

v Geometry Sequence Ener'ss

0 15.25161

Clicking on the magnifying glass in the “Geometry Sequence Energies” section will display the
energy (in kcal/mol) of each structure, while clicking on the negative will play an animation of each
3D structure during the optimization routine.

Clicking on the magnifying glass in the “Partial Charges” section will display atoms according to
their net Mulliken charge, red for negative charges and blue for positive charges. Please note the
charge of the reactive terminal carbon atom in the table on page 7.

9P 2 31 - View Job - Google Chrome v~
[ 31-View]Job x

<« C | ® swiss-webmo.ch/~webmo/cgi-bin/jobmgr.cgi?t=1525691073062 @ *
Summary

« ward24-opt-pm7
1

Actions

£ Job Manager
B raw output

~ | Reset Viewer | | New Job Using This Geometry >

Calculated Quantities

Expand all

» Overview

» Geometry Sequence Energies

~ Partial Charges

.
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Task 2: Comparing three small organic molecules

We will now compare the quantum chemical properties of three acrylamides with different
substituents on the phenyl ring. The first molecule is the one studied in the previous exercise
(ward24), which does not carry any substitution on the phenyl ring. The other two compounds are
ward20 with a 4-amino substitution and ward31 with a 4-cyano substitution. Their respective
reactivities for addition of glutathione (GSH), a model compound for cysteine, from the reference
cited on page 2 are given below.

it i/\ " ﬂ/\ i
= R< AN — R . — R )I\/\
R J\/ N = ~
\N ~/ | ? ’?I ? ’}l
I H R' H R' H

!
R

H

Compound
20 4-amino 816 -2.51
24 - 299 -2.08
31 4-cyano 32.9 -1.12

First, we will carry out the same geometry optimizations for compounds ward20 and ward31 as we
have done for ward24. To this end, we can start from the optimized structure of ward24 and choose
“‘New Job Using This Geometry” form the lower part of the Molecule Viewer. This will bring you
back to the “Build Molecule” pane.

To add a 4-amino group to the compound, click on the periodic table symbol on the left tool bar
(2™ from top) and choose the nitrogen (N), then click on the phenyl hydrogen in para-position. This
will replace the hydrogen by a nitrogen.

Build Molecule - Google Chrome

/[ Build Molecule

€« C | ® swiss-webmo.ch/~webmo/cgi-bin/view_job.cgi?t=1525694285751 @ | i

Flle  Edit Tools Bulld  Cleanup  Calculate  Lookup  Help

N (dlick = add atom; drag = add bond; click & drag = add atom & bond; letter = change atom)

ISE BR 268 D BEE EE)

>
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Using the menu “Cleanup>Add Hydrogens”, add hydrogen atoms to the group, then clean up the
structure as shown before (idealized or molecular mechanics). Choosing the same parameters as
before (except for the name), carry out a Geometry Optimization with PM7. Again, check the energy
convergence and note the charge of the terminal carbon atom in the table on page 7.

9 2 32 - View Job - Google Chrome

[3 32-ViewJob X
< C | © swiss-webmo.ch/~webmo/cgi-bin/jobmgr.cgi?t=1525694863380 @ W
View Job 32: ward20-opt-pm7, Geometry
Optimization - Mopac

EaE S Molecule Viewer Data Viewer

8 tmp File Edit View Cleanup Calculate Lookup Help
™ webmo
a unlimited
& unlimited

igh, 0 jobs

Summary

« ward20-opt-pm7
o Job#32

« 5/7/2018

e 1.2sec

Actions
42 Job Manager
= Raw output
Help

View - Rotate (drag = rotate XY; alt-drag = rotate Z)

-« Resat Viewer || New Job Using This Geometry > .

In the Job manager, go back to the structure of the unsubstituted compound ward24 and choose
“New Job Using This Geometry”. Now, place a carbon atom in place of the para hydrogen. Then
choose the “Adjust’ tool (arrow, 6™ button from top), select the newly placed carbon atom and the
one it is bound to, and select the “Adjust Bond Length” button (line, 7" button from top). Apply a
bond length of 1.4 A.

9 2 Build Molecule - Google Chrome

[ Build Molecule X

< C | ® Not secure | swiss-webmo.ch/~webmo/cgi-bin/view_job.cgi?t=1525695467409 ® W

Build Molecule

Cleanup Calculate Lookup

Edit Bond Length
14

OK || Apply | Cancel

Adjust - Bond Length: 1.086 A

<

-65-



Now place a nitrogen atom in the proper position, and adjust its distance to the previously placed
carbon atom to 1.1 A. Under “Cleanup>Generate Bonds”, generate the CN triple bond (attention:
for some reason this seems to remove the alternating aromatic double bonds, please add them
back). You can clean up the final structure as before.

QP 2 Build Molecule - Google Chrome v~

[ Build Molecule X

& C | ® Not secure | swiss-webmo.ch/~webmo/cgi-bin/view_job.cgi?t=1525695467409 @

Build Molecule

[status K
g m
webmo
-3 unlimited
'@ unlimited
i, 0Jobs

File Edit Tools View Cleanup Calculate Lookup Help

Progress

« Job manager
« Build molecule

Build a new molecule
using the WebMO editor,

Additionally, you can
axport the molecule to a
varisty of file formats.

« Choose engine
« Job options
« Submit job

i
g
P
IR A D PR [

() Editor help
View - Rotate (drag = rotate XY; alt-drag = rotate Z)

A

Optimize the geometry of this compound, check the energy convergence and note the charge of the
terminal carbon atom.
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Task 3: Calculating Orbital Energies

The lowest unoccupied molecular orbitals (LUMO) of the acrylamides play an important role for the
addition reaction. In order to get insight into their shape and energies at reasonable computational
cost, carry out single-point DFT calculations at the PM7-optimized geometries.

In the WebMO Job Manager, choose one of the previously optimized compounds and click on “New
Job Using This Geometry”. Without modifying the geometry, choose this time Gaussian as the
Computational Engine. In the “Configure Gaussian Job Options”, choose a job name, Molecular
Energy as Calculation, PBEO as Theory, and the Routine Basis Set (6-31G(d)). The calculation
should not take more than a few minutes.

9 # Configure Gaussian Job Options - Google Chrome v oA @

[% Configure Gaussian o x

& C | ® swiss-webmo.ch/~webmo/cgi-bin/choose_engl... & ¥r

Configure Gaussian Job Options

Status « Job Options Advanced

2 m
"gwebmo
&} unlimited Calculation | Molecular Energy
@ unlimited Theory | PBEO

ig, 0 lobs Basis Set | Routine: 6-31G(d)

Job Name ward24-sp

Progress Charge 0

« Job manager Multiplicity | Singlet ¥ |
* Build molecule

e Choose engine

* Job options

Configure options for

the selected job and

computational engine.

e Submit job

\J Help
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When the calculation is finished, click on “Raw output” in the left pane of the results window. This
will open a new tab or window in your browser, displaying the output text file of Gaussian09. With
the search function of your browser, search for “Alpha virt. eigenvalues”. The first value in this line
corresponds to the energy of the LUMO.

9 2 Job #36 - Raw Output - Google Chrome v
[ 36-ViewJob X )/ [ Job #36-Raw Output X
C | ® swiss-webmo.ch/~webmo/cgi-bin/view_job.cgi?t=152570008147( @R %

(A) (A) (A) (A) (A) (A) (A) =
(A) (&) (A) (A) (A) (&) (m)| AlPhavirt.eigenvalues ~oyox [ =
(8) (&) (A) (A) (A) (A) (A) vrmyvomrvomyvemr—veer
(A) (A) (A) (A) (A) (A) (A) (A) (A) (A) (A) (A)
(A) (A) (&) (A) (&) (A) (A) (A) (A) (A) (A) (A)
(A) (A) (A) (A) (A) (A) (A) (A) (A) (A) (A) (A)
(A) (A) (&) (A) (&) (&) (A) (A) (A) (A) (A) (A)
The electronic state is 1-A.

Alpha occ. eigenvalues -- -19.19488 -14.44424 -10.34289 -10.28518 -10.25623
Alpha occ. eigenvalues -- -10.25314 -10.24090 -10.23875 -10.23427 -10.23071
Alpha occ. eigenvalues -- -10.22737 -1.07427 -0.96456 -0.86886 -0.81438
Alpha occ. eigenvalues -- -0.76660 -0.76039 -0.67338 -0.63518 -0.61060
Alpha occ. eigenvalues --  -0.57806 -0.54809 -0.52642 -0.50086 -0.46035
Alpha occ. eigenvalues -- -0.45369 -0.44629 -0.44199 -0.43636 -0.42103
Alpha occ. eigenvalues --  -0.39026 -0.38287 -0.36800 -0.35306 -0.31995
Alpha occ. eigenvalues -- -0.29188 -0.26747 -0.25828 -0.22556

Alpha virt. eigenvalues -- -0.04033 ©.00839 0.02353 0.07742 0.10568
Alpha virt. eigenvalues -- 0.10815  0.13408 0.15548 0.16576 0.17418
Alpha virt. eigenvalues -- 0.18308  0.19632 0.20727 0.22649  0.24789
Alpha virt. eigenvalues -- 0.27133  0.31455 0.32037 0.33280  0.34809
Alpha virt. eigenvalues -- 0.36211  0.37707 ©0.41063 0.49635 0.53284
Alpha virt. eigenvalues -- 0.53771  0.54031 0.54966 0.56130  0.58809
Alpha virt. eigenvalues -- 0.59213  0.59955 0.61213 0.61684  0.61772
Alpha virt. eigenvalues -- 0.63601 0.63852 0.64192 0.64793  0.65625
Alpha virt. eigenvalues -- 0.67915 0.69393 0.71511 0.72767  0.78635
Alpha virt. eigenvalues -- 0.81716 0.83291 0.83663 0.85601  0.86217
Alpha virt. eigenvalues -- 0.86372  0.87450 0.87919  0.88869  0.92347
Alpha virt. eigenvalues -- 0.92938  0.94013 ©0.96438 0.97888  1.00455
Alpha virt. eigenvalues -- 1.03785 1.06166 1.06719 1.09430  1.12257
Alpha virt. eigenvalues -- 1.14950 1.16919 1.17916 1.21600 1.25184
Alpha virt. eigenvalues -- 1.27129  1.28664 1.33393  1.34969  1.40256
Alpha virt. eigenvalues -- 1.42323 1.44524 1.44929 1.47850  1.48449
Alpha virt. eigenvalues -- 1.56236 1.52113  1.52463 1.56287  1.59276 -

Note this energy and repeat the same calculations for the other two molecules. Is there a relationship
between the experimentally measured GSH reactivity and the energy of the LUMO? Why?

o Complete the table from page 7 with your calculated values and explain how the

calculated charges and orbital energies relate to the experimentally measured
reactivities.

Unfortunately, the free version of WebMO does not allow to display orbitals, therefore we use UCSF
Chimera for this task.
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Optional Task: Displaying and comparing molecular orbitals

Among the files provided for this exercise, there are three Gaussian09 formatted checkpoint files
(*.fchk). The geometries in these files should correspond closely to the PM7-optimized geometries
that you generated. These as well as the provided *.cube files were generated with the Gaussian09
utilities formcheck and cubegen.

Open the molecular structure from the ward31_opt.fchk file and display the molecule in the way you
prefer. Then open the files containing the highest occupied molecular orbital (HOMO) and the lowest
unoccupied molecular orbital (LUMO), ward31_opt_homo.cube and ward31_opt lumo.cube. By
default, Chimera recognizes them as volume files and displays a positive and a negative isosurface
for each orbital.

oS

| File Select Actions Presets Volume Tools Fayorites Aliases Help

J 0

File Features Data Tools

ward31_opt_homo.cube #1 1287454 step 1] ® =l

ward31_opt_lumo.cube #2 1287454 step 1| @ =l

. ..‘...‘umﬂjw
Range -0.248 Level [0.039 color M|
surface me: solid

nd: [windowsize 800 400 |
Displayed models: V0 W1 2 Al

Center | orient | close | Welp | | ]

By clicking on the eye in the Volume Viewer window on the right side of each orbital, you can
display/hide each orbital. By sliding the color bars in the histograms, you can change the isosurface
values and by clicking on the “Color” button you can change the color of each lobe.

o}

How many nodal surfaces (surfaces with zero probability) do you see in the HOMO and
in the LUMO? Which orbital has more nodal surfaces? In order to answer, set the
isosurface values to very low numbers, for example to %0.001.

Now display only the LUMO and set its isosurface values to -0.08 and 0.08. On which
atoms does it have important contributions in each of the 3 molecules?
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X
0]_[A]S] Name
o 5T optFehk
31 _opt_homo.cubx

ot lumo.cub

“ favorites " all

A -
Contiore | closs | el
_Confgurs. | _close | weto [, | ||
A
Fle Featwes Dota Tools
Ward31_opt_homo.cube #1 1287454 step 1| © =
Ward31_opt_lumocube #2 1287454 step 1| © =

e

Range 02480245 Leve [008” color M|
Sl sutace C mesh € sl

conter | _orent | _close | ety | |

. Eile Select Actions Presets Volume Tools Fayorites Alisses

¢ windowsize 800 400 v
Displayed models: ¥0 | 1 W2 Al

Save and close this Chimera session, then open the files ward24 _opt.fchk, ward24_opt_homo.cube
and ward24 _opt lumo.cube. Display only the LUMO and chose isosurface values of -0.08 and 0.08
as done for compound ward31. What is the difference? What is the relation to the reactivity of the

two compounds?

{ I
T o

lect

Actions presets Volume Tools Fayorites Aliases Help

View
Dock
v
Configure... Close Help ParModsl
oo | clom | e ;)| S
KXo vomevewsr v ~ Q)| ([
File Features Data Tools yar
Ward24_opt_homo.cube #1 1177856 step 1] © =l
.“....n&um...._ e
ward24_opt_lumocube #2 1177856 step 1| © =l e
Rercer
by
Autbue
e w1 ||
e
Ronge 02680265 Lovl [008 ~ calor Il v
stle © surface  mesh  solid Command: reprbs. L]
Displayed models: 0 [ 1 W2 Al

Center | orient | close | Help | ,

Do the same visualization for the third compound (ward20).

o What is the difference in the LUMOs between the three compounds? Can you relate this
fo their reactivity?
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