Supplementary Table S3. Intracellular absolute concentrations (nmol g' CDW) in E.coli BL21 extracted at different temperatures for quantification using zic-HILIC MS/MS
method. The table indicates average values from technical replicates (n=5), standard deviation (SD), and relative standard deviation (RSD,%) for each metabolite. No peak
observed for 1-mNAM. Outliers were removed using Dixon’s Q tests with a 95% confidence level [31].

NAM NCA NR FAD NADH ADPR NAD* NMN NAMN NADPH NADP¢

Temperature
Preliminary studies

Average 8.4 11.7 146 485 174.1 2351  20.0 17.9 23.3 7.9

4°C SD 0.6 1.3 19 6.8 19.7 35.0 1.8 1.3 2.8 1.5
RSD 7.2 10.8 129 14.0 11.3 14.9 8.9 7.0 12.2 18.9

Average 186 156 82 59.0 1793 2747 211 18.1 27.1 8.7

20°C SD 111 108 1.9 3.9 3.6 18.7 1.6 1.3 4.0 0.8
RSD 599 69.0 229 6.6 2.0 6.8 7.6 7.4 14.6 9.2

Average 8.8 10.7 81 103.1 1474 - 326.7 8.9 21.3 26.7 10.0

60°C SD 0.7 08 1.3 8.7 7.1 24.0 0.3 1.8 29 1.0
RSD 7.9 77 161 84 4.8 7.4 3.1 8.7 10.7 10.3

Average 6.5 85 52 1091 1262 320.8 3.3 154 27.1 94

80°C SD 1.0 83 51 8.2 6.9 23.5 0.0 0.7 3.0 1.0

RSD 161 973 988 75 54 7.3 0.6 4.7 11.2 10.5




NAM NCA NR FAD NADH ADPR NAD* NMN NAMN NADPH NADP+
Temperature
Final study

Average 49 423 21.1 516 384.8 7.7 1269  30.6 23.9 30.4 1.8

20°C SD 1.5 6.7 27 124 244 0.1 325 8.0 3.1 4.5 0.5
RSD 315 158 127 241 6.3 1.3 25.6 26.3 13.0 14.8 25.2

Average 42 161 139 804 3757 7.9 150.7  15.0 35.6 33.0 2.3

40°C SD 1.3 41 50 112 391 0.1 27.1 2.5 59 8.3 0.5
RSD 322 252 357 14.0 10.4 1.5 18.0 16.4 16.6 25.1 20.8

Average 6.6 198 7.0 958 299.8 7.9 154.2 2.7 44.8 28.6 2.2

60°C SD 24 88 28 131 18.1 0.1 25.1 1.1 7.6 2.6 0.4
RSD 36.2 447 392 137 6.0 1.4 16.3 39.9 17.0 9.3 17.8

*: ADPR was not included in the preliminary study.



