
 

1. Sample description 
 

 

1.1. SIR2RP1 protein 

        10         20         30         40         50         60  

MARGSHHHHH HLEMTASPRA PHQEHVLGEP TLEGLAHYIR EKNVRRILVL VGAGASVAAG  

 

        70         80         90        100        110        120  

IPDFRSPDTG IYANLGKYNL EDPTDAFSLT LLREKPEIFY SIARELNLWP GHFQPTAVHH  

 

       130        140        150        160        170        180  

FIRLLQDEGR LLRCCTQNID GLEKAAGVSP ELLVEAHGSF AAAACIECHT PFSIEQNYLE  

 

       190        200        210        220        230        240  

AMSGTVSRCS TCGGIVKPNV VFFGENLPDA FFDALHHDAP IAELVIIIGT SMQVHPFALL  

 

       250        260        270        280        290        300  

PCVVPKSVPR VVMNRERVGG LLFRFPDDPL NTVHEDAVAK EGRSSSSQSR SPSASPRREE  

 

       310        320        330        340        350        360  

GGTEDSPSSP NEEVEEASTS SSSDGYGQYG DYHAHPDVCR DVLFRGDCQE NVVTLAEYLG  

 

       370        380  

LSEALAKRMR LSDAAPATAQ RAPNET 

 

Molecular weight = 42112.13  

Residues = 386  

Isoelectric Point = 5.7 

Extinction Coefficient = 17210 

 

2. Experimental section 

2.1. LC-UV/MS 

HPLC system: Alliance 2695 (Waters) 

UV detector: PDA 2996 (Waters) 

Column XBRIDGE BEH300 C4 3.5µm (2.150mm) 

Column temperature 50°C 

Flow rate 0.2 ml/min 

Gradient 5% to 90% B in 30 min 

Mobile phase A 0.05% TFA/0.1% FA/Water 

Mobile phase B 0.045% TFA/0.1% FA/70% ACN/30% iPrOH 

Diode Array Detection 200-400 nm 

HPLC system was coupled to ESI-TOF mass spectrometer (LCT, Waters) equipped with the Triversa 

Nanomate (Advion) microfluidic nano-ESI device. Mass spectrometer was operated in the positive 

ion mode in the mass range m/z 500-5000. 

  



 

 

2.2. Peptide assignment 

BioLynx was used to assign the protein cleavage products detected by LC-UV/MS. Search criteria 

included trypsin digestion specificity, mass tolerance was set at 0.6 Da for peptides smaller than 10kDa, 

and at 1 Da for large protein products (> 20kDa). 

 

3. Results  

LC-UV analysis of SIR2RP1 submitted to limited trypsin digestion provided LC profile depicted in 

figure 1. Two very low intensity peaks (①) eluted first from the BEH column (8.99 and 9.53 min). 

Two major peaks, ② and ③, eluted at 14.84 min and 20.29 min, respectively. 

 

 
Figure 1 : LC elution profile of SIR2RP1 sample following limited trypsin proteolysis.   

 

MS analysis revealed a number of species eluting in the UV-detected peaks: 

 

UV peaks MS detected species ESI mass spectrum 

① A : 4619.08 Da 

 

 

  



 

UV peaks MS detected species ESI mass spectrum 

② 

A : 7710.43 Da 

B : 7999.25 Da 

C : 9081.40 Da 

D : 9593.98 Da 

 

 

③ 
A : 28580.42 Da 

B : 28921.53 Da 

 

 

 

 

Peptide assignment was performed as described in the experimental section unless specified otherwise in the 

table below. 
 

Peak ① 

Species “A”  : 4619.08 Da 

 

 

 

 
 

Peak ② 

Species “A”  : 7710.43 Da 

First peptide mass search with done with a 

mass tolerance of 0.6 Da and trypsin specificity 

provided no results. Mass tolerance was then 

increased to 2 Da while keeping trypsin 

digestion specificity. With these search criteria, 

a single peptide hit was found but would 

assume one disulfide bridge to explain the 

unusually large mass error (1.71 Da). 
 

 

 

 

Species “B”  : 7999.25  Da 

 

 

 

 



 

 
 

Peak ② 

Species “C”  : 9081.40 Da 

 

 

 

 

Species “D”  : 9593.98 Da 

 

 

 

 
 

Peak ③ 

Species “A”  : 28580.43 Da 

 

 

 

 

Species “B”  : 28921.53  Da 

 

 

 

 

 


