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Pharmacophore Constraints in GOLD

Constraints are used to include in a docking experiment any known (a priori)
information about the protein-ligand system. Constraint-driven docking has also
been shown to improve the results of a docking calculation when docking a non-
native ligand into a protein.

GOLD includes several types of constraints that can be applied to a protein,
protein ensemble or to a protein-ligand system (see Setting Constraints in the
GOLD User Guide). The latest constraint implemented in GOLD and developed

with Astex Therapeutics Ltd. is the pharmacophore constraint. A pharmacophore
constraint rewards docking poses when specific regions of the binding site are
occupied by specific types of ligand atoms (for example, H-bond donor or
acceptor, ring centre).

When using pharmacophore constraints GOLD will be biased towards finding
solutions in which the specified constraint is satisfied. However, such a solution
is not guaranteed, i.e. it is not possible to force a constraint to be satisfied in the
final solution.

In this tutorial we will learn how to set and to use pharmacophore constraints to
reproduce the binding mode of a ligand in a small secondary pocket in the protein
binding site.

The files to perform this workshop are provided in this folder.



https://www.ccdc.cam.ac.uk/support-and-resources/ccdcresources/GOLD_User_Guide.pdf
https://downloads.ccdc.cam.ac.uk/tutorials/gold/GOLD_Pharmacophore_Constraint_CDK2.zip

Case Study

Introduction

Cyclin-dependent kinase 2 (CDK2) is an important protein kinase required for
promoting the cell division cycle and for successful progression through S and G2
phases. This role in the cell cycle progression has led to an active search of small
molecule compounds inhibiting this enzyme as potential anticancer drugs.

Many studies have been published that describe various CDK inhibitors which
mimic the ATP by targeting the hinge region and the hydrophobic adenine region
of the CDK2 binding site. They bind by hydrophobic interactions and by forming
hydrogen bonds with the kinase, especially with the backbone of Glu81 and
Leu83 in the structure of the apoenzyme (Figure 1).

Many structures of CDK2 in complex with different types of inhibitors have been
deposited in the Protein Data Bank (PDB). Among them, of particular interest are
the oxindole-based, imidazo[1,2-a]lpyridines and imidazo[1,2-b]pyridazines
derivates.

These compounds, in addition to the common features of a CDK2 inhibitor,
exploit a particular non-conserved region in the active site that provides
selectivity for CDK2 over the other kinases and other members of CDK family. The
selectivity is provided by the presence of sulfonyl or sulphonamide group that
positions to interact with Asp86 or Lys89 respectively on the top edge of the
binding site adjacent to a phenyl ring (Phe82) that packs into a small secondary
hydrophobic pocket above the hinge region.

In this workshop we are going to use GOLD to reproduce the binding site of one
of these CDK2 selective ligand, LS3 (3-{[(2,2-dioxido-1,3-dihydro-2-benzothien-5-
YL)amino]methylene}-5-(1,3-oxazol-5-YL)-1,3-dihydro-2H-Indol-2-one) in the
CDK2 binding site. We will make use of pharmacophore constraints to optimise
the docking poses of LS3.

Figurel. CDK2 in complex with a fragment-like molecule. Hydrogen bond interactions are
shown as dashed yellow lines.

Figurel. CDK2 in complex with a LS3. Hydrogen bond interactions are shown as dashed yellow
lines.



Provided input files:

1KE7 protein.mol2, CDK2 protein coordinates derived from the
crystallographic structure of CDK2 in complex with LS3 inhibitor. The protein
structure has already been set up in accordance with the guidelines for the
preparation of protein input files (see Setting Up the Protein(s)). The original

PDB file 1ke7.pdb has also been provided should you wish to set up the protein
for yourself.

LS3 ideal.sdf, LS3 inhibitor coordinates that will be used for the docking.
LS3 idea.sdf represents the idealised version of LS3, downloaded from the
PDB, which bears no resemblance to the docked conformation. The ligand has
been set up in accordance with the guidelines for the preparation of input files
(see Setting Up the Protein(s) and Setting Up Ligands).

reference_LS3.mol2, this represents the coordinates of LS3 in complex with
CDK2. We will use this structure as reference to calculate the RMSD of the
docked solution compare d to the reference binding mode.

The example used here mimics the situation where a researcher has a crystal

structure of a protein and want to explore the binding site and/or secondary

pockets of the binding site by rewording ligand structures that interact with such

pockets.


https://www.ccdc.cam.ac.uk/support-and-resources/ccdcresources/GOLD_User_Guide.pdf#page=15
https://www.ccdc.cam.ac.uk/support-and-resources/ccdcresources/GOLD_User_Guide.pdf#page=15
https://www.ccdc.cam.ac.uk/support-and-resources/ccdcresources/GOLD_User_Guide.pdf#page=50

Docking with GOLD without constraints

1.

Open Hermes and click on File and select Open... from the pull-down menu
to load 1KE7_protein.mol2. The loaded structure will be displayed in Hermes
3D view and listed in Molecule Explorer window in the left-hand panel.

Click on GOLD from the top-menu bar and select Wizard....

In the GOLD Setup window, select 1KE7 as protein to use by activating the

tick-box adjacent to 1KE7. This will add a tab corresponding to this protein
to the right of the Global Options tab, labelled with the name taken from the

protein file. Click Next.

The protein is already set-up for docking (e.g. hydrogen atoms were added,

water molecules removed, the ligand removed from the binding site and the

protonation of key residues in the binding site checked); click Next to move

to the next step of the Wizard to define the binding site.

Wizard step 1: Select one or more proteins
Either choase a protein already loaded in the visualiser o load a new fle.

Global Options | 1KE7

fizerd steps: Select proteins to use: Load Protein | |5 Protel
1. Select a protein elect proteins to use: oad Protein | |Superimpose Proteins...
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3. Define the binding site TKET
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7. GA search options
8. Finish
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Defining the Binding Site

5.

In the GOLD Setup window, in the Define the binding site step, select the
Point - select atoms to define a centroid or edit XYZ radio button. We will use
a set of coordinates to define the binding site.

Enter -8.79212, 50.4067 and 13.7064 in the corresponding X,Y,Z text-boxes,
then click on the View button to visualise those atoms included in the
binding site definition. Carbon atoms outside of the binding site will turn
purple. Switch off the display of H-atoms using the Show hydrogens tick box
in the Hermes toolbar.

Leave the default binding site radius of 10 A around this point. This radius
should be large enough to contain all possible binding modes of the LS3
ligand.

A cavity detection algorithm, LIGSITE, is used to restrict the region of interest
to concave, solvent-accessible surfaces. Ensure that cavity detection is
enabled by activating the Detect cavity - restrict atom selection to solvent-
accessible surface tick-box. Click Next to continue setting up the calculation.

At this point you are given the option to load a configuration file template.
These templates can be used to load recommended settings for a number of
different types of docking protocols (see GOLD User Guide). In this example,

we will specify all docking settings manually.

Click Next to proceed to the Select ligands step in the GOLD wizard.

' GOLD Setup

Wizard step 3: Define the binding site

The binding site can be defined by several different ways: an atom, a point or a reference ligand. Atoms can be selected in the visualiser

Global Options 1KE7

Wizard steps:

1. Selecta protein

2. Protein setup

3. Define the binding site
4, Configuration template

5. Select ligands

6. Choose a fitness function
7. GA search options

8. Finish

Help A?

(O Atom - select an atom in the visualiser or enter an atom index
View

(@) Point - select atoms to define a centroid or edit XYZ
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[ Generate a cavity atoms file from the selection Refine Selection
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Shk EHCEI Yerd

Add Definition as a Selection



https://www.ccdc.cam.ac.uk/support-and-resources/ccdcresources/GOLD_User_Guide.pdf

7 W GOLD Setup =

Wizard step 5: Select ligands
Choese one or mere ligands to be docked into the protein by diding the "Add' button.

Selecting Ligand for Docking

Global Options ~ 1KE7
To proceed with the GOLD setup, we need to specify the ligand that we want to 10 wadseos: UgmdFle | GARuns | Fistligand | LastLignnd
dock into the protein. Lo e ste 1[5t essar 10 1 st

4, Configuration template
5. Select ligands
6. Choose & fitness function

The idealised version of the ligand LS3 (with no resemblance to the binding 76 esccptrs
conformation) is available in the tutorial folder (LS3 ideal.sdf). As with the o
protein file, the ligand has been set up in accordance with the guidelines for the
preparation of input file.

10. Specify the LS3 ideal.sdf ligand by clicking Add at the bottom of the GOLD
Setup window. The LS3 ideal.sdf is now listed under Ligand File.

You also have the option to supply the file containing the reference ligand (i.e.
the ligand in the conformation it adopts in its native binding site), which will be
used to perform an automated RMSD calculation with respect to the reference S > [ aa
ligand conformation. For each GOLD solution, the resultant RMSD value will be

Delet=

Reference igand: |D:\GOLD_Pharmacophare_Constraint_CDK2yeference 153.mol2 | [,

written out to the files containing the fitness function ranking, i.e. the ligand rank

file (.rnk) and bestranking.Ist file. ho | B2 <Bad‘[ R aa"m'w‘ﬁ'd
11. To specify the ligand reference file either enter the path and the filename of
the file in the Reference ligand box, or click on the ... button and use the file e 20,8, O A I, ke
selection window to choose the reference LS3.mol2 file provided in the o oo 127
tutorial folder. This is the native conformation of LS3 in complex with the P e
. . . . L e ngete ring Function: CHEMPLP -
CDK2 protein. Click Next to proceed to Choose a fitness function. st arote -
6. Choose a fitness function
7. GA search options
12. In the Choose a fitness function, click on More >> button. Ensure that the o e <

[JRrescore

default CHEMPLP scoring function is set. In addition, untick the Allow early
termination tick-box, so that the 10 GA runs will lead to 10 docking poses.
Click Next to proceed to GA search options.

Scoring Function: |CHEMPLP

Parameter file DEFAULT

Rescore Options

[ Alow early termination Early Termination Options:
[ Generate diverse solutions Diverse Selution Options.
Use the internal ligand energy offset

[ Read hydrophobic fitting points  Fie: fit_nts.mol2 view

GOLD parameter fie: |DEFALLT Edit

Help n? <Back Next > Cancel Wizard




13. In GA search options, the user has access to a number of parameters that
control the precise operation of the genetic algorithm. Click on the
More button. Ensure that automatic GA settings are enabled (i.e. the
Automatic radio button is selected) and that Search efficiency is set to 100%.
This will make GOLD automatically calculate an optimal number of

X' GOLD Setup

Wizard step 7: Genetic Algorithm search options

The time taken to perform a docking is a balance between speed and accuracy - the slower the docking the more accurate it will be.

Global Options 1KE7

Wizard steps:

1. Select a protein

2. Protein setup

3. Define the binding site
4, Configuration template
5. Select ligands

®) Slow {most accurate)

O Medium
() Fast (least accurate)

6. Choose a fitness function

operations for a given ligand, thereby making the most efficient use of the
7. GA search oplions
search time. & Frish

The criteria used by GOLD to determine the optimal GA parameter settings for a
given ligand include: the number of rotatable bonds in the ligand, ligand flexibility
(i.e. number of flexible ring corners, flippable nitrogens, etc.), the volume of the
protein binding site, and the number of water molecules considered during
docking. Details of the exact settings used will be given in the ligand log
file gold_ligand_m1.log.

¥ GOLD Setup = X

Wizard step 7: Genetic Algorithm search options ‘

The time taken to perform a docking is a balance between speed and accuracy - the slower the docking the more accurate it will be.

Global Options 1KE7

Wizard steps:

<
1. Select a protein ® automatic - Less

2. Protein setup O preset
3. Define the binding site

4, Configuration template
5. Select ligands

6. Choose a fitness function

15. Before proceeding to run GOLD, in the Wizard step 8: Finish basic GOLD o g rch options
configuration, click on Advanced. This will give the access to more advanced

O User defined

14. Click Next to proceed to the Finish window.

options for docking available outside the main Wizard.

¥ GOLD Setup = X

Wizard step 8: Finish basic GOLD configuration ‘

You can either start the docking now or move on to the more advanced configuration options

Search efficency: I 100 | %

Global Options  1KE7 [ min ops 10000 [] Max ops 125000
Wizard steps:
1. Select a protein 14 Library Screening  Virtual Screening Ensemble Default Very Flexible
2, Protein setup
3. Define the binding site

4, Configuration template
. Select ligands

6. Choose a fitness function
7. GA search options

8. Finish

Badc ; Mext > Cancel Wizard

15 e | NP

Run GOLD

Help A? < Back Next > Advanced




16. Select Output Options under Global Options. In the tab labelled File Format
Options, activate the Mol2 radio button adjacent to Output file format. This
means the docking solutions will be written out in MOL2 format.

17. Click the ... button next to Output directory and either browse to or create a
directory (e.g. no_constraints) where you have write permissions; this is
where the GOLD output files will be written.

18. Click on Ligand Flexibility under Global Options and activate:

e Flip pyramidal N check-box to allow pyramidal (i.e. non-planar
sp?) nitrogen atoms of the ligand to invert during docking;

e Flip amide bonds check-box to allow amides, thioamides, ureas,
and thioureas in the ligand to flip between cis and trans
conformations during docking;

e flip ring corners check-box to allow GOLD to perform a limited
conformational search of cyclic systems by allowing free corners
of the rings in the ligand to flip above and below the plane of
their neighbouring atoms.

19. We have now finished setting up our docking, so click on the Run GOLD
button at the bottom of the GOLD interface. You will be presented with a
Finish GOLD Configuration window containing Save Files options.

16

X GOLD Setup

Conf file: [ Load Save
Global Options ~ 1KE7
Wizard File FormatOptions  InformationinFile  Selecting Solutions
Templates
Proteins Output file format: (O Same as input ) 5D file| @ Mol2
Define Binding Site
Select Ligands Output directory: |D:\GOLD_Pharmacophore_Constraint_CDK2\no_constraints | El <1 17
Configure Waters [ create output sub-directories for each ligand
Ligand Flexibility
Fitness & Search Options
e P Save ligand rank {.mk) files
Qutput Options Save ligand log files
orTstrE Save initialised ligand files
Atom Typing
Parallel GOLD [ save solutions to one file:
[] Use alternative bestranking.lst filename:
[ create links for different binding medes (based on RMSD dustering)
Distance between dusters: (0.75 | &
Help A? Run GOLD | Run GOLD In The Background Finish Cancel
X GOLD Setup = X
Conffile: | [ [ Load Save ‘
Global Options  1KE7.
Wizard
Templates Fiip pyramidal N Fip amide bonds
Proteins [ Detect nternal H bonds |
2alfmeLEmd:g Site i —
elect Ligands Explore ring conformations 18
GRTTgUTE Warers
Ligand Flexibility fiip ring corners [ Match template conformations
ns
7 Flip all planar RAR1R2
GA Settings & anar

Output Options
Constraints
Atom Typing
Parallel GOLD

RingNHR @ fip () rotate () fix

RingNR1R2 @) fip (O rotate () fix

Flip protonated carbaxylic acids

{0=0)-0H @ fip O rotate

Help r2?

Use Torsion Angle Distributions

File: ‘DEFAULT

Postprocess Rotatable Bonds

File: ‘DEFA\JLT
[ Fix Ligand Rotatable Bonds
fixal () fixallbut terminal () fix specific | Specify Bonds
Run GOLD Run GOLD In The Background Finish Cancel




20.

21.

22.

23.

10

Ensure the GOLD conf file box is ticked in the Save Files section of the Finish
GOLD Configuration window, and type in the filename box to rename the
conf file as no_constraints.conf.

No edits were made to the protein therefore you can leave the Protein(s)
check-box unticked. Click Save to start the docking run.

As the job progresses output will be displayed in several tabs in the Run
GOLD window. Note that the docking calculation will take a few minutes to
complete.

Once the job is complete, load the docking results into Hermes by clicking on
the View Solutions button in the Run GOLD window.

Analysing Docking Results

1.

Return to the Hermes 3D view and look at the Docking Solutions tab in the
Molecule Explorer. Use the Up and Down arrows on your keyboard to change
between docking solutions.

Click on File > Open... to load the structure of LS3 in its native conformation
within its native CDK2 protein (reference_LS3.mol2). We will use it to
evaluate if GOLD was able to reproduce the binding mode of LS3 in complex
with CDK2.

In the Docking Solutions tab, you will notice that the docking solutions are
given in their docked order with their corresponding fitness score listed
under the column headed PLP.Fitness. Order the solutions based on the
fitness score by clicking on this PLP.Fitness header to list the highest scoring
pose at the top of the list.

Please note: Due to the non-deterministic nature of GOLD, your results may vary

from those described in this tutorial. In addition, the precise values of scoring

functions terms in your docking will differ from the ones illustrated here.

20 \C¥| Finish GOLD Configuration
1KE7_protein.mol2
[ Pratein(s)
21
Cavity atoms cavity.atoms
=]

Cancel

Molecule Explorer

Docking Solutions Display

Customise. .. Saort...

Group by: | Mo grouping

Maovable Descriptors

Clear

-

Dacking Solutic PLP.Fitn\ess PLP.Chemscore.C P
iLS3 solm:6 62,0858 1.0000
L53 zoln:d 61.2765 1.0000
L53 zoln:10 60.3612 0.9334
L53 =soln:5 60.3303 0.9978
L53 soln:9 60.3233 0.5715
L53 soln:3 5399927 0.9751
L53 soln:7 50,3567 1.7475
L53 soln:2 58,1249 1.530
L53 soln:1 57.2403 141289
L53 zoln:8 56.3925 1.5236
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4. We have obtained 10 docking solutions, as expected because we deactivated
the Allow early termination mode.

5. You will see that none of the solutions found by GOLD perfectly reproduces
the binding mode of LS3. Comparing the reference crystallographic structure
of LS3 (with pink carbon atoms) and the best ranked docking pose (with
green carbon atoms) you will see that GOLD fails to reproduce the
orientation of the thiophene portion of the benzothiophene 2,2-dioxide
moiety.

6. Use the scroll-bar in the Docking Solutions tab to have access to
“Reference.RMSD” column. The best ranked docking solution shows an
RMSD of 2.48 A to the crystallographic pose of LS3.

GOLD tries to place the sulfonyl group toward the surface of the CDK2 binding
site, whereas in the crystallographic binding pose of LS3, the sulfonyl moiety of
the benzothiophene ring is positioned such that it interacts with Asp86 on the top
edge of the binding site adjacent to a phenyl ring (Phe82) that packs into a small
secondary hydrophobic pocket above the hinge region (See Figure 3).

In the next part of this tutorial we will make use of a pharmacophore constraint
to try and reproduce the binding mode of LS3 in complex with CDK2. The
pharmacophore constraint will bias GOLD towards rewarding docking solutions
with the benzothiophene ring of LS3 located in the secondary hydrophobic
pocket.

Molecule Explorer

Docking Solutions Display Mavable Descriptors

Customise.... Sort... Clear

Group by: | Mo grouping v

PLP.part.nonpola PLP.part.repulslvl Reference.RMSD |

-48.7017 1.3015 24842
-47.9781 1.3987 1.2884
-50.2045 1.6972 2.5512
-49.1650 23513 25732
-51.0079 24341 24933
-50.6727 24248 13017
-45.9322 1.5393 T.3244
-45.6046 1.3160 6.7032
-43.7923 0.8395 6.6638
-42,0787 0.5130 71062

»
s » >

Find identifier: l:l Find Next

[ show only cavity and ligand

Figure 3. LS3 ligand in its binding pose. Hydrogen bond interactions are shown in green. The
residues involved in the secondary hydrophobic pocket (Aps86, Lys89 and Phe82) are displayed
as capped sticks.
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Docking with Pharmacophore Constraints

Pharmacophore constraints in GOLD reward occupation of specific regions of the
binding site by specific types of ligand atoms. A contribution (determined
according to a user-specified weight) is added to the score for each specified
pharmacophore constraint if the distance between the pharmacophore point and
an atom of the same type in the ligand is less than the specified radius of the
sphere. If a pharmacophore constraint point is not matched in the ligand, it will
not be used during scoring.

Setting Pharmacophore Constraints

1. If you still have your docking results loaded, click on File > Close All Files to
clear the Hermes 3D view.

2.  From Hermes top-level menu click on GOLD > Setup and Run a Docking >
Load Existing to load the previous no_constraints.conf configuration file.

3. Click on the “>” symbol next to Constraints in the list of Global Options to
open a list of available constraints.

4. Select Pharmacophore from the Constraints list to set the requirement for
the pharmacophore constraints.

Five types of pharmacophore points can be defined: H-bond acceptor, H-bond

donor, H-bond donor or acceptor, Aromatic ring centre and Ring centre. For each

pharmacophore point specified, a sphere is placed at an explicitly-defined

position within the binding site. For this tutorial, we are going to define an H-

bond acceptor pharmacophore constraint.

5. Select H-bond acceptor from the list of available pharmacophore type. Then
Click on Define Pharmacophore Point. An Edit Sphere pop-up window will
allow to generate the pharmacophore sphere based on:

e (Centroid of protein subset
e (Centroid of atoms selected in 3D viewer
e x,y,zcoordinates

X GOLD Setup. = X

Conf file: [D:\GOLD_Pharmacophore_Constraint_CDK2ina_constraints.canf || Load Save ‘
Giobal Options €7
Wizard
Templates
Proteins
Define Binding Site
Select Ligands
Configure Waters
Ligand Flexibility
Fitness & Search Options | TThe following constraints are avallable for definition here:
GA Settings
*Region -reward occupation of specific regions of the binding site
oo *Similrity - bizs nd tonards a given solution
> ¥ Constrints Caffold ~place eXatty 3 fragment ataspecified position in the binding site H
« Pharmacophore - match atoms or fing cer\T&s in the binding sit= v Constraints
Scaffeld Similari
Region » ty
Pharmacophore Scaffold
Atom Typing )
Parallel GOLD Reaion
Pharmacophore
[] Never dack & ligand when a constraint is physically impossible
Type Details
Add Delete Clear
Help a? RunGOLD | |Run GOLD In The Background Finish Cancel

¥ GOLD Setup = X

Conffle: [D:\GOLD_Pharmacophore_Constraint_CDK2\no_constraints.conf |

Load

save ‘

Global Options ~ 1KE7

Wizard

Templates
Proteins g

Define Binding Site
Select Ligands
Configure Waters
Ligand Flexibility
Fitness & Search Options
GA Settings
Qutput Options

¥ Constraints

Similarity

Scaffold

Region

Pharmacophere
Atom Typing
Parallel GOLD

Help K2

Pharmacophore
@ H-bond acceptor
O H-band doner or acceptor

O Aromatic ring centre

) H-bond donor

O Ring centre

Coordnates [0.0000

| [0.0000

| [0.0000

Define Pharmacaphore Paint,
Function Shape

O Gaussian

Phamscophere Vieght U

Reset

[ Never dock & ligand when a constraint is physically impossible

Type Details

Add

Run GOLD

Delete

Run GOLD In The Background

Clear

Finish

Cancel

¥ Edit Sphere

Create or Edit Sphere

Name Radius 0.7

Position Sphere at
Centroid of protein subset
Add subset

() Centroid of atoms selected in 3D viewer

@ coordinates x |n.n |y ‘D‘D |z |D.D |

Centraid visible




10.

11.

12.

13.
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Click on Add Subset to position the pharmacophore sphere based on a
Centroid of protein subset. This will open a Select atoms in 1KE7 pop-up
window.

From the Molecule Explorer window click on “>” adjacent to 1KE7, then on
the “>” adjacent to Chains and then “>” adjacent to A to access all residues
in the protein. Using CTRL+left click of the mouse select ASP86 and LYS89 in
the list of residues. Right-click in the Molecule Explorer window and click
Select from the right-click menu.

The atoms of the selected residues will be loaded in the Select atoms in 1KET
pop-up window. Change the Protein subset name from the default Selection
1toe.g. ASP86_LYS89 then click Save and then Close.

The H-bond acceptor pharmacophore sphere will be placed based on the
ASP86_LYS89 protein subset. Write Acceptor in the Name text-box and
increase the radius of the pharmacophore sphere to 3 A in the Radius text-
box of the Edit Sphere window. This means that a contribution for the
fulfilment of this pharmacophore constraint is added to the score if the
distance between the pharmacophore point and an H-bond acceptor atom
in the ligand is less than the specified 3 A radius of the sphere. Then click
Done.

This will update the Pharmacophore window with the coordinates of the H-
bond acceptor pharmacophore point just defined.

The pharmacophore weight must also be specified. This is the value that will
be added to the fitness score for matched ligand atoms satisfying the
constraint. Leave the Pharmacophore Weight to the default value of 10.

Ensure the Function Shape is set to Block.

From here, click Add to create the pharmacophore constraint. An acceptor
pharmacophore constraint will then be added to the list of constraints.

X'¥ Edit Sphere

Create or Edit Sphere

Name Radus  [0.7 |

Position Sphere at

Centroid of protein subset

> Add subset

() Centroid of atoms selected in 3D viewer

@) coordinates x ‘D‘D |y ‘D‘D |z |D.D

Centroid visible

X' Select atoms in 1KE7

Protein subset naf, ASP85_LYSBI

Choose atoms...

(® By atom type....
(O By element type....
(O By property....

H -
Anyatom T
Hydrophobic atoms -

(O By residue ... Specify Individual.... ALA -

Or pick protein atoms in the visualizer

(O Residues that are within

(O Atoms that are within

Exisiting subset...

Only indude atoms that are visible

Atoms currently selected

CCAOCGOD2CENODICCGNCANZCDCEOQCE

¥ Edit Sphere

Create or Edit Sphere

[ Name |Accapmr Radius 3 | ‘ ]
Position Sphere at
(®) Centroid of protein subset ASPBS_LYSED b
Add subset

() Centroid of atoms selected in 30 viewer

O coordinates x [-7.17575 | y [45.1085 | z [4.28812 |

- Cancel

Centroid visible

Add

Remove

Intersect

Reset
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& GOLD Setup

Molecule Explorer & X 1KE7
7 Display ~ Movable Descriptors

5 5% 8 %

U 3 3 E &
PHE&2

Styles
Lys8s Colours
Lvss9 Labels
PHESO
METS1 IsoStar Intermolecular Contact Database...
ASP92
ALAG3 Select
SER4 Select Only
ALATS Deselect
LEUSE
THRE? Auto Select
GLvs8
L9 Center 3D view
PROTDD Center & Zoom 3D view
LEU101
<

Conf fil: [D:\G0LD_Pharmacaphore_Constraint_CDK2\no_constraints. conf Load Save

Global Options ~ 1KE7

Wizard
Templates
Proteins

Define Binding Site
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Now we are going to set a Ring centre pharmacophore constraint. To do so,
first click Reset, then select Ring centre from the list of available
pharmacophore types. Then click on Define Pharmacophore Point.

This time select the coordinates check-box and type -10.5647, 45.3358 and
7.6280 in the xyz text-boxes to define the coordinates of the pharmacophore
ring centre. Name the pharmacophore point Ring centre and define the
pharmacophore radius to 1.54. Then click Done.

Leave the pharmacophore weight and function shape as the defaults and
click Add to create the Ring centre pharmacophore constraint.

Select Output Options from the GOLD Setup window. Click the ... button next
to Output directory and either browse to or create an appropriate directory,
e.g. pharmacophore_constraints to which you have write permissions; this
is where the GOLD output files will be written.

We have now finished setting up our docking, so click on the Run GOLD
button at the bottom of the GOLD interface. You will be presented with a
Finish GOLD Configuration window containing Save Files options.

Ensure the GOLD conf file box is ticked in the Save Files section of Finish
GOLD Configuration window and type in the filename box to rename the
conf file as pharmacophore_constraints.conf. No edits were made to the
protein therefore you can leave the Protein(s) check-box unticked. Click
Save to run GOLD.

Once the GOLD job is complete, load the results into Hermes using the View
Solutions button.

\(r Edit Sphere

Create or Edit Sphere

-
[ Name |R\ng_:enhe ||Rad|us | 1.5 | ]
A

Paosition Sphere at
(O Centroid of protein subset | AsPaG_L Y589 4

Add subset

Centroid of atoms selected in 3D viewer

® coordinates x [-10.5647 | y [45.3358 |z [7.6280 |

»
| Done

Cancel

\¥ Finish GOLD Configuration

Directory: |D:‘\GOLD_Pharmacophore_cansh'alnt_CDKz |

[ GOLD conf file |pharmacuphure_cunsirainislcUnf

1KE7_protein.mol2
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Analysing Docking Results with Pharmacophore Constraints

1.

Return to the Hermes 3D view and look at the Docking Solutions tab in
Molecule Explorer. Use the Up and Down arrows on your keyboard to change
between the 10 docking solutions.

Click on File > Open... to load the structure of LS3 in its native conformation
within its native CDK2 protein (reference_LS3.mol2). We will use it to
evaluate if GOLD was able to reproduce the binding mode of LS3 in complex
with CDK2.

In the Docking Solutions tab, order the solutions based on the fitness score
by clicking on this PLP.Fitness header to list the highest scoring pose at the
top of the list.

Please note: Due to the non-deterministic nature of GOLD your results may vary

from those described in this tutorial. In addition, the precise values of scoring

functions terms in your docking will differ from the ones illustrated here.

4.

You will notice that the fitness score of the best ranked docking pose (i.e.
73.86 in our results) is higher than the fitness score of the best ranked
docking pose without pharmacophore constraints (e.g. 62.09 in the previous
run).

Click on the best ranked docking pose to load it in the Hermes 3D view. This
time, GOLD is able to reproduce the binding mode of LS3 by placing the
benzothiophene 2,2-dioxide moiety within the pharmacophore spheres
used to define the secondary hydrophobic pocket of CDK2.

Use the scroll-bar in the Docking Solutions tab to display the
“Reference.RMSD” column. The best ranked docking solution shows an
RMSD of 0.85 A against the crystallographic pose of LS3. This RMSD is
considerably lower than the previous docking run performed without
pharmacophore constraints (2.48 A).

Malecule Explorer g X
Docking Solutions Display Movable Descriptors
Customise. .. Sort... Clear
Group by: | Mo grouping ¢ 7 3
Docking Selutio PLP.Fitness PLP.Chemscore.C P
iL53 saln:2 73.8358 0.2090
LS3 soln:6 71,6801 1.0000
LS3 soln:10 71.3571 0.9947
LS3 soln:53 71,1641 0.0151
LS3 soln:4 70,6120 1.0734
LS3 soln:7 68,7660 0.6524
LS3 soln:3 67.4649 0.6241
LS3 soln:8 66.7550 0.0000
LS3 soln:3 58.0650 0.0000
LS3 soln:1 58.0364 1.0000
< > P
) =
N L N
r—’/\ T % P\ Sqn
/N Zh ¢
\Lvssg (A)?j& =7 & N
/ °a
7%, ASP86/(A)
7 ”
o Molecule Explorer g X
- Docking Solutions Lisplay Movable Descriptors
<
6 Customise... Sort... Clear
Group by: |Mo grouping hd
> PLP.part.nenpola PLP.partrepulsive Reference.RMSD
-60.7894 3.1448 0.8463
-47.5984 0.7129 1.2691
-47.3833 1.1370 1.2526
-50.9798 1.2983 0.9237
-49.4967 1.3646 1.1509
-50.1310 24877 1.3730
-50.1701 4.8210 1.2217
-46.5872 1.1562 1.4370
-49.2727 0.7722 8.4362
-39.2499 1.8922 5.2553
< >
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Go in your specified output folder (e.g. pharmacophore_constraints) and
inspect the gold_LS3_ideal_m1.log file (using any text editor) to see if GOLD
has rewarded the best ranked docking pose.

This file gives the total fitness score and a breakdown of the fitness into its

constituent energy terms for each docking run performed on the ligand. A

constraint scoring term DE(con) is listed for each docking. If a solution predicted

by GOLD satisfies the two pharmacophore constraints, then the user-defined
pharmacophore weight (here, value of 10) for each pharmacophore constraint
(see step 11 of Setting Pharmacophore Constraints) is added to the fitness score.

8.

The gold_soln_LS3_ideal_m1_1.mol2, corresponding to the best ranked
docking pose in our case (you may have different results), satisfies only one
pharmacophore constraint. Therefore, a DE(con) contribution of 10 is added
to reward this solution.

An alternative way to access the contribution of these constraints to the
fitness score of each docking solution is to navigate through the Docking
Solutions tab in the Molecule Explorer window. You can use the scroll-bar to
access the PLP.Constraint column that shows the contribution of the
constraint(s) to the fitness score. The best ranked docking pose satisfies both
pharmacophore constraints (with a constraint contribution of 20) whilst
most of the lower ranked docking poses do not satisfy both constraints (with
a constraint contribution of 10, in our case).

Ligand is stored in gold soln L53_ideal ml 2.mol2

——— CHEMPLP breakdown of terms

CHEMPLP = - ( 1.0000%35(PLP) + -3.0000*S(hhgnd) + —€.0000*S (metal) + —-3.0000%5 (ghg) )

Score = CHEMPLP - 1.0000%DE (clash) - 2.0000*DE(tors) + DE (con)

Internal ensrgy term has been corrected with the best internal energy encountered.

7

Score 5 {PLFP) 5 (hhond)
T3.86 -45.67 2.95

S{gha) S(metal) DE (clash) CE (tors)
0.21 0.00 0.00 2.52

Constraint score is

Fharmacophoss point constraint:

Constraint value: -10.000000
FPharmacophore point constraint:

%straint value: -10.000000

20.000

DE (con)
20.00

Molecule Explorer
Docking Solutions Display

Customise... Sort...

Group by: |No grouping

Movable Descriptors

Clear

-

oredt PLP.Chemscore.h PLP.Constraint PLP.PLP

7373 0.0000 20,0000 -45,
7342 0.0000 10,0000 -54,
7342 0.0000 10,0000 -54,
737 0.0000 10,0000 -55.
737 0.0000 10,0000 -33.
7542 0.0000 10,0000 -52.
7542 0.0000 10.0000 -50.
7542 0.0000 10.0000 =53,
7573 0.0000 10.0000 -48,
7573 0.0000 10.0000 -42,
< >
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Conclusions

A docking calculation with GOLD can be guided by the inclusion of
pharmacophore type constraints in an active site. This is particularly useful
if information about how a ligand binds to a protein is already available and
in other special cases where docking should be biased around an important
area of the binding site.

The inclusion of pharmacophore constraints in the docking calculation of LS3
in CDK2 significantly improved the docking results, with the RMSD obtained
between the best ranking docking pose and the crystallographic pose of the
ligand being much lower when implementing these pharmacophore
constraints.



