Matrix-assisted laser desorption ionization-time of flight mass spectrometry (MALDI-TOF-MS)

DCTB
For the MALDI-MS sample preparation, a minute amount of sample was dissolved in 30 µL chloroform. 5 µL of this solution was mixed with 15µL of a solution of 30 mg/mL trans-2-[3-(4-tert-butylphenyl)-2-methyl‑2-propenylidene]malononitrile (DCTB) in chloroform and 5 µL of a solution of 100 mg/mL sodium iodide dissolved in acetone. A suitable PMMA standard was prepared in the same way using a PMMA solution (10 mg/mL in chloroform) and mixing it with DCTB and sodium iodide. 0.5 μL of each of the prepared mixtures was spotted on a polished steel target.
DHB
For the MALDI-MS sample preparation, a minute amount of sample was dissolved in 30 µL methanol. 2 µL of this solution was mixed with 2µL of a solution of 30 mg/mL 2,5-dihydroxy benzoic acid (DHB) in methanol. 0.5 μL of this mixture was spotted on a polished steel target.



rapifleX
MALDI-TOF-MS experiments were performed with an rapifleX® TOF/TOF mass spectrometer (Bruker Daltonics GmbH, Bremen, Germany). 
RP_800-5000_Da
FlexControl (Bruker Daltonics, Version 4.0) was used to optimize and record mass spectra using the following parameters: positive ion polarity, reflective mode, mass scan range (m/z 800–4500), digitizer (5 GHz), detector voltage (2056 V), spatial resolution at 100 µm, 50 shots per pixel, and 10 kHz laser frequency. Matrix suppression was set to deflection for any m/z < 640 and PIE delay was 170 ns. The ion source 1 was set to 20.00 kV, the lens voltage to 12.00 kV and the reflector voltages 1, 2, and 3 to 20.860 kV, 1.085 kV, and 8.650 kV, respectively. The instrument was calibrated prior to each measurement with an external PMMA standard in the required mass range. MS data were processed using the software Flex Analysis 4.0 from Bruker Daltonics. 
RP_100-1600_Da
FlexControl (Bruker Daltonics, Version 4.0) was used to optimize and record mass spectra using the following parameters: positive ion polarity, reflective mode, mass scan range (m/z 100–1600), digitizer (5 GHz), detector voltage (2056 V), spatial resolution at 100 µm, 50 shots per pixel, and 10 kHz laser frequency. Matrix suppression was set to deflection for any m/z < 80 and PIE delay was 100 ns. The ion source 1 was set to 20.00 kV, the lens voltage to 11.3. kV and the reflector voltages 1, 2, and 3 to 20.860 kV, 1.085 kV, and 8.650 kV, respectively. The instrument was calibrated prior to each measurement with an external PMMA standard in the required mass range. MS data were processed using the software Flex Analysis 4.0 from Bruker Daltonics. 
RP_2k-10k_Da
FlexControl (Bruker Daltonics, Version 4.0) was used to optimize and record mass spectra using the following parameters: positive ion polarity, reflective mode, mass scan range (m/z 2000–10000), digitizer (5 GHz), detector voltage (2056 V), spatial resolution at 100 µm, 50 shots per pixel, and 10 kHz laser frequency. Matrix suppression was set to deflection for any m/z < 1600 and PIE delay was 170 ns. The ion source 1 was set to 20.00 kV, the lens voltage to 12.00 kV and the reflector voltages 1, 2, and 3 to 20.850 kV, 1.085 kV, and 8.650 kV, respectively. The instrument was calibrated prior to each measurement with an external PMMA standard in the required mass range. MS data were processed using the software Flex Analysis 4.0 from Bruker Daltonics. 

LP_5-20_kDa
FlexControl (Bruker Daltonics, Version 4.0) was used to optimize and record mass spectra using the following parameters: positive ion polarity, linear mode, mass scan range (m/z 4997–20008), digitizer (1.25 GHz), detector voltage (394 V), spatial resolution at 100 µm, 50 shots per pixel, and 10 kHz laser frequency. Matrix suppression was set to deflection for any m/z < 4000 and PIE delay was 250 ns. The ion source 1 was set to 20.00 kV and the lens voltage to 9.00 kV. The instrument was calibrated prior to each measurement with an external PMMA standard in the required mass range. MS data were processed using the software Flex Analysis 4.0 from Bruker Daltonics. 


