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STATEMENT OF WORK #7 

This Statement of Work is incorporated into the Master Services Agreement (for the purposes of 
this Statement of Work, the “Agreement”) dated August 17, 2022, by and between Nested 
Therapeutics, INC. (Company) and Institute of Microbiology of the Czech Academy of Sciences 
(IMIC-Contractor).  This Statement of Work describes Services and Deliverables to be performed 
and provided by Contractor pursuant to the Agreement. All terms and conditions of the Agreement 
will apply to this Statement of Work. In the event of any conflict between this Statement of Work and the 
terms of the Agreement, the terms of the Agreement will control.  All capitalized terms used and not 
expressly defined in this Statement of Work will have the meanings given to them in the 
Agreement. 
 
1. Services and Deliverables. 
 
The purpose of this SOW is to perform an immunoprecipitation of protein associated with human 
Mitogen-activated protein kinases (also abbreviated as MAP2K or MEK) in colorectal carcinoma 
cells (HCT-116).  
 

a) Testing the efficiency of PhoX-tBut for intracellular cross-linking of MAP2K1 upon 
HCT116 cell treatment with NTX-341 and NTX-571 and associated proteins using a 
mixture of two different antibodies (Cell Signaling – mAb MEK1 and Atlas Antibodies – 
polyclonal anti-MAP2K1). Immunoprecipitation of MAP2K in the presence and absence 
of cross-linking reagent (tert-butyl disuccinimidyl phenyl phosphonate – tBu-PhoX). 
Analysis of entire imunnoprecipitates and after enrichment of cross-linked peptide on 
TiO2 beads or IMAC. 
Subtraction of proteins binding to nonspecific antibody (rabbit isotype control). 
Quantification of immunoprecipitated proteins and defining the significant protein 
identifications for control and NTX-341 or NTX-571 treated samples. Identification of 
cross-linked peptides. Selection of bioinformatics solution for identification of cross-
linking reaction product (adjustment of parameters for raw data conversion to text file, 
testing different search engines and scoring parameters).  

b) Adopting of SCX chromatography for enrichment of cross-linked peptides and selection 
of ideal bi-functional probe. Cross-linking of bovine serum albumin using DSS 
(Disuccinimidyl suberate) and DSSO (Bis-(propionic acid NHS ester)-sulfoxide), tryptic 
digestion and mass spectrometry analysis of crude mixture and SCX fractions, 
comparison of different search engines to maximize the number of identified cross-linked 
products. 

c) Identification of proteins associated with MAP2K upon HCT116 cell treatment with 
NTX-341. Immunoprecipitation of MAP2K (Cell Signaling – mAb MEK1) in the 
presence and absence of cross-linking reagent (Disuccinimidyl suberate - DSS). 
Enrichment of cross-linked peptide using SCX chromatography. Mass spectrometry 
analysis of crude imunnoprecipitate and SCX fractions. Quantification of 
immunoprecipitated proteins and defining the significant protein identifications for 
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control and NTX-341 treated samples. Optimizing the different search engines and search 
parameters to maximize the number of identified cross-linked products. 

 
2. Fees.  In full consideration for Contractor’s timely and satisfactory performance of the 
Services and providing of the Deliverables, Contractor will be compensated as follows: 
 
The IMIC will declare the costs associated with the experiments, instrument time and personnel 
costs. Cost estimation is attached to this SOW and was created during detailed discussion of the 
requested experiments between both parties. The total sum for the work shall not exceed 800 
000,00 CZK. Upon completion of the work, IMIC will provide research reports including data 
interpretation as well as the associated data and the final cost calculated based on the real 
expenses associated with the requested experiments. Reception of the results will be confirmed 
by the Company via a signed proof of data delivery containing the final sum. This will be 
considered as a basis for invoicing by the Contractor.  
 
NESTED THERAPEUTICS, INC. 

 
 

Signed:   
 
Name:  Klaus Hoeflich, Ph.D. 
 
Title:  Chief Scientific Officer 
           Nested Therapeutics, INC. 
 
 
 
Dated:   

INSTITUTE OF MICROBIOLOGY OF THE CZECH 
ACADEMY OF SCIENCES, V.V.I. 

 

Signed:   

Name: Ing. Jiří Hašek, CSc 
 
Title: director 
          Institute of Microbiology of the Czech  
          Academy of Sciences, v.v.i. 
 
 
Dated:   
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