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I Introduction of facility and team

A Laboratory
~800 n% lab space Bl
One BSR cell culture room (~60

A Team

6 PhDs, 40 masters with rich experience
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Echo655

Bio-Plex200

MSDSQ120
MD-SpectraMaxD5
ISpotCLRO7
PEENVision
BDLSRFortessa20

| —‘|J-1//\
Bio-Plex200 Wf
4 ) -
‘ ,\

) Multidrop®Combi
]
o —— /

NanoStrlng

\

]

\SonfocalTCS S

NanoStringhCounter - '
Biacore8K OncoWuXi Newsletter \icorOdysse;Cl;/ 2

o To Io Do Do To Do Io Do >




Part 1: BilooheniistyyARlatienm

OncoWuXi Newsletter




Biochemistry Platform
Availableassays

A KinaseAssay
A ADRGIoKinase assay
A The HTRF® KinEASEassay
A Kinase list of OIU
A KRASG12C/RAF1 binding assay
A KRASG12C/SOS1 binding assay
A Cellular Thermal shift assay
A Assay Principle
A Workflow and case study
A Nucleotide exchange assay
A Assayprinciple

A Representative data
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Echo655

PE Envision 2104

ANALYTIKIJENA QTOWER 6~384 wells

Abs, FLL.um TRF, FP, FRET
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ADRGIoKinase assay

Workflow and representative data

ATP
llncubaﬁon

+ sample
S aeest
Kinase ® A A
reaction ATP + ADP
+ ADP-Glo™ | | ATP Depletion Step

Reagent

+ Kinase Detection

Reagent
-

ADP Detection Step

AAA

ADP
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Staurosporine Titration
© 3ng BTK, 50uM ATP

125+
0.2ug/pl Poly E Y4, 120 min
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On -
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Staurosporinedose response was created using 3ng of BTK to determil
the potencyof the inhibitor (IC50).

https://www.promega.com.cn



HTRKINEASHK assay Db Ak
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Principle andvork flow

A HTRF®INEASHK is a generic method for measuring Tyrosine kinase activities using one sufrstraieniversal
detection system ® P

_ TK Substrate-biotin
A Enzymaticstep:

Duringthis step, the kinasewill phosphorylatethe substrate TheTK l, Kinase + ATP
Substratebiotin is incubatedwith the kinase ATPis addedto start

the enzymatiaeaction 2 .

A Detectionstep:
Thedetectionreagentswill catchthe phosphorylatedsubstrate The **

resultingTRFREBignalis proportionalto the phosphorylationevel gy Streptavidin-XL665
™

TK antibody-Eu*-Cryptate
‘ EDTA

The TKkAntibody labeledwith Ew*-Cryptateand streptavidin X1665
are mixed in a singleaddition with EDTA(usedto stop the kinase -~

activity).
W,

TK anhbadyEuE‘*Cryptatemt- I
? ’

Streptavidin-XL665

https://www.cisbio.cn/
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Kinase assay - LA
Kinase list of OlU

Full Length (aa.)
BTK Full length insect cells Hsumo_ 659 _

BTK (C481S) Full length insect cells Hsumo_ 659 QC

hSTING 149343 E.coli DCL8Hsumo. 379 ~ Ready

658-end with N : o
=] terminal GSTag insect cells GST3C_ 1114 Optimizing

ti?riienneﬁl ggr:][al\i] insect cells GST3C_ 1114 Optimizing
129%end insect cells Hsumo_ 484 QC
137-end insect cells Hsumo_ 499 Cultivation
Full length insect cells Hsumo_ 638 Cultivation
70-end insect cells Hsumo_ 481 Optimizing
Full length insect cells Hsumo_ 735 QC
Full length insect cells Hsumo_ 740 QC
Fulllength insect cells Hsumo_ 740 QC
Fulllength insect cells Hsumo_ 733 Optimizing
Fulllength insect cells Hsumo_ 745 QC
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Kinase assay - LA
Kinase list of OlU

671 QC

RIPK1 1-327 insect cells Hsumo_
RIPK2 1-299 insect cells Hsumo_ 540 QC
PAK4 300591 E.coli Hsumo_ 591
KRAS 1-169 E.coli DAJ2, HT_ 188
KRASG12C 1-169 E.coli DAJS5, HT _ 188
KRASG12V 1-169 E.coli DAJ3, HT_ 188

KRASG12D 1-169 E.coli DAJ33, HT_ 188

SOS1 564-1049 E.coli HTflag 1333 Gene synthesis
BRAF 448723 insect cells GST3C_ 766 Gene synthesis

CDC37 1-378 insect cells - 378 Gene synthesis
cRAF1 2-303 E.coli GST3C_ 648 Gene synthesis
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KRAS G12C/RAF1 HEREay 2 hi

Principle and workflow

Anti-tagl ADD READ
e

XL665 reagent > - < % | wfr
| ¥ > ¥ fgblncubate 15 mim&-’/(\’ + S A Incubate 2 H
o S #

at room ,/ A //(\ at room
Jv temperature ‘ temperature

— . -

Anti-tag2 «
Tbhcryptates 2> Compound . :
4> GTP bound tagl KRAS 10> pre-mixed antitagl XL664
4> tag2 RAF1 and anti-tag2 TbCryptate Antibody
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I Representativedata of KRAS G12C/RAF1 HTRF assay

HTRF Ratio

GTP-KRAS G12C/RAF1 Binding
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Compound IC (>M)
AMG510 0.272
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KRAS G12C/SOS1 HERSay 2 hi

Principle and workflow

Anti-tagl ADD READ

XL665 reagent ™ ™ - "\
- /(\ \\’/(\ Incubate 2 H{GTP) or

/ 1 at room (\ \ at room
- temperature

temperature

>ﬂ ......" T
S 3

e

o = -

'.\-_' x -
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SOS1

Anti-tag2
Tbhcryptates 2> Compound . :
4> GTP bound tagl KRAS 10> pre-mixed antitagl XL664
4> tag2 SOS1 and anti-tag2 ThCryptate Antibody
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I Representativedata of KRAS G12C/SOS1 HTRF assay
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BAY-293 |Cs = 20 nM
ARS5-1620 ICgy= 5 UM

BI-2852 ICsp= 520 nM
AMG-510 IC ;= 500 nM

MRTX-1257 ICs5= 190 pM

OncoWuXi Newsletter

PerkinElmer KRAS12C/SOS1 binding kit

12



Ui %
19-) m ln%ﬂel:

I CellularThermal ShiftAssay

A The Cellular Thermal Shift Assay (CETSA) has revolutionizedseelitarget g 100———s tLigand
N
engagement studies asatlows bindingo be examined in cells using s 4 @
- E Folded protein -
unmodified compounds o 50— Stabilization
£
A The assay is based on the premise tigaon heating a protein will unfold and é
. . Q
) aggregate at a given temperature, describedias gé i Aggregated protein N
A Heatinduced aggregationan be altered by a small molecule binding to the T T T T T T T
protein, causing a shift ifim. Temperature
Only protein Protein + ligand

)
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KRASelated cellular thermal shift assay o R
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Workflow and case study
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