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Overview Methods Results

Purpose: Titration Experiments: RNase Cel6A D117Acd

To demonstrate the capability of an automated chip-based The RNase protein was kept at 10 and 4 uM in 10 mM NH,HAc for titration :
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nanoESI/MS system. Using the NanoMate system, 3 uL of each liquid sample were aspirated m/z Mass m/z Mass
from a 96-well plate with a separate conductive pipette tip. Each sample
Results: o was infused through an ESI Chip nozzle at a flow rate of 100 nL/min at an
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noncovalent protein-ligand interactions were developed. Mass Spectrometry: 25
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for each sample were acquired for 2 minutes in the mass range between x 3 x 3 3 1.5 -
1000-3500 Da with a scan rate of 1 scan per 2 seconds. All data were = 9 = ; 0.2 ; 1.
processed using the MassLynx software. - - = 014 =
. Data Analysis: 1 ' 0.5 7
Introduction 0 | | 0 | | | 0 |
Determination of Dissociation Constants (Kd) 0 2 L 4[RL] 6 8 (L] - [RL] 5 0 10 L Z[C;L] 30 40 0 10 20 30
I o . . - iI- [Li] - [RL]
Investigations of noncovalent protein-ligand interactions by Titration Experiments Competitive Binding Experiments
electrospray ionization mass spectrometry (ESI/MS) are of great - equal molar mixture of R, L1, and L2
interest because of their relevance to molecular recognition and to RIXIL RIx (L] - RU) Summary of Binding Assay for RNase and Cytidine Nucleotide Ligands Using Automated NanoESI/MS Summary of Binding Assay for Cel6A cd and Its Oligosaccharide Ligands
combinatory ligand library searching. The advantages of the ESI/MS Kd = = Kdrwi= [RIx ([RT+[RL2]) / [RL4]
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automated nanoelectrospray system has been developed recently - ibbon Disgram of Bovine Riase Structure Structures of Ligands Used in RNase
the NanoMate™ 100 and ESI Chip_ This system offers a simple, one- (1ROB.pdb) complex with cytidine 2"-monophosphate (2’ -CMP) Noncovalent Interaction Studies *The Kd of RNase 2" ~CMP is 1.6 + 0.4 as determined by Circular Dichromism™and is 1.0 + 0.8 as determined *The Kd of Cel6A cd is 68.0 + 6.6 as determined by displacement titration with 4-methylumbelliferyl R-cellobioside
time spray optimization for 100 samples and is more user-friendly qr'_ by Isothermal Titration Calorimetry . as an indicator ligand using a spectrofluorimeter®, while the Kd of Cel6A D117A to G3 is the same as that of
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Structures of Ligands Used in automated nanoESI/MS analysis was in agreement with data obtained using
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* The fully-automated nanoESI/MS platform used in this study is a proven valuable Acknowledgments:
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Nozzle-side View Sgom o ﬁ?"m on « The automated nanoESI/MS platform offers a great potential for rapid screening of
NanoMate 100 ) compound libraries in drug discovery programs.
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