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Objective 

 

To determine the thermal stability of Rebaudioside M 95% and Rebaudioside M 

50% produced by PureCircle.   

 

Samples 

 

 Two samples representing commercial lots of Rebaudioside M 95% labelled as 

PT130814 and Rebaudioside M 50% labeled as PT240714. 

 

Standards 

 

1. Rebaudioside A standard (USP Rockville, MD USA, Lot#F0I077), or equivalent; 

2. Stevioside standard (USP Rockville, MD USA, Lot#F0I080), or equivalent; 

3. Rebaudioside B standard (Chromadex Inc. Irvine, CA USA, Lot# 00018227-101), 

or equivalent; 

4. Rebaudioside C standard (Chromadex Inc. Irvine, CA USA, Lot# 00018228-

3962), or equivalent; 

5. Rebaudioside D standard (Chromadex Inc. Irvine, CA USA, Lot# 00018229-

4104), or equivalent; 

6. Rebaudioside F standard (Chromadex Inc. Irvine, CA USA,  Lot# 00018305-

103), or equivalent; 

7. Steviolbioside standard (Chromadex Inc. Irvine, CA USA,  Lot# 00019349-

2871-16), or equivalent; 

8. Dulcoside A standard (Chromadex Inc. Irvine, CA USA,  Lot# 00004949-002), 

or equivalent; 

9. Rubusoside standard (PureCircle Sdn. Bhd., Malaysia, Lot# 270308), or 

equivalent;  
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10. Rebaudioside M standard (Chromadex Inc. Irvine, CA USA,  Lot# 00018234-

133), or equivalent. 

 

Solvents and Reagents 

 

- Acetonitrile (ACN), HPLC grade (JT Baker
®
); 

- Water, HPLC grade (JT Baker®, USA); 

- Sodium dihydrogen phosphate monohydrate, NaH2PO4·H2O (Merck
®

); 

- Disodium hydrogen orthophosphate anhydrous, Na2HPO4 (Fischer Scientific
®
); 

- ortho-Phosphoric acid 85% (Systerm
®
); 

 

Apparatus 

 

1) Agilent
®

 1100 HPLC system equipped with quaternary pump (G1311A), auto 

sampler (G1313A), thermostated column compartment (G1316A), MWD UV 

Detector (G1365B) and ChemStation (Rev. A.10.02) software (Agilent 

Technologies, USA); 

2) Agilent
®

 Poroshell 120 SB-C18 analytical column; 4.6x150mm, 2.7μm, 120Å 

(PN 683975-902); 

3) Analytical balance, XS205, (Mettler Toledo, USA); 

4) Heidolph
®

 oil bath; 

5) Volumetric (class A) and laboratory glassware. 

 

Sample solution 

 

Each sample solution was prepared in 0.1M sodium phosphate buffer, pH 6.5. 
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Sample solution treatment 

 

 Sample solutions was incubated at 100
o
C for 10 minutes. 

 

Analysis 

 

 Analysis of solutions before and after incubation and calculations were performed 

as per JECFA2010 monograph method. 

The assay results are summarized in Table 1 and Table 2. 

 

Table 1 

Rebaudioside M 95% assay 

Sample ID 
Steviol Glyosides, mg/L TSG, 

mg/L Reb D Reb M Reb A Stev Reb F Reb C DulA Rub Reb B Sbio 

Initial 10.99 403.12 2.22 <1 <1 <1 <1 <1 1.10 <1 417.43 

100 C , 10 min 10.89 407.44 2.33 <1 <1 <1 <1 <1 0.95 <1 421.61 

 

 

Table 2 

Rebaudioside M 50% assay 

Sample ID 
Steviol Glyosides, mg/L TSG, 

mg/L Reb D Reb M Reb A Stev Reb F Reb C DulA Rub Reb B Sbio 

Initial 174.74 238.64 29.82 <1 <1 <1 <1 <1 1.27 <1 444.47 

100 C , 10 min 176.78 240.08 30.68 <1 <1 <1 <1 <1 1.37 <1 448.92 

Reb M, A, B, C, D, F – Rebaudioside M, A, B, C, D, F 

Stev – Stevioside 

DulA – Dulcoside A 

Rub – Rubusoside 

Sbio – Steviolbioside 

TSG – Total Steviol Glycosides content 

 

Reference 

 

1. Steviol glycosides, FAO JECFA monograph 10 (2010), p17-21. 
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APPENDIX A 

 

 

 

 

 

 

 

 

 

Sample Chromatograms 
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