Supplementary Table 1. Strains used in this study

Genotype Reference Figures
wild-type (BY4742) MATo his3A1 leu2A0 lys2A0 ura3A0 Brachmann et al., 1998 1BCD, 2AB, 4AB, 5AB
KB006 sdtl::KanMX Winzeler et al., 1999 4AB
KB007 isnl::KanMX Winzeler et al., 1999 4AB
KB067-1C MATa sdtl::KanMX, isnl::KanMX This study 4AB
KB034-1B Phm8::KanMX This study data not shown
KB048 Isn1-TAP (HIS3) Ref. 6
KBO055 MATo ISNI-TAP (HIS3) nptl::KanMX This study 6
PAB046 MATa pnpl::kanMX4 urhl::NAT Belenky et al., 2007 1B
PABO038 MATa nrkl::HIS3 pnpl::kanMX4 urhl::NAT Belenky et al., 2007 1BCD, 2AB, 5A
BY165-1D MATa, gnsIA::kanMX4 Bieganowski and Brenner, 2004 1D

Supplementary Table 2. NAD" metabolites in wild-type and NR/NAR non-salvaging
strain nrkl urhl pnpl (Fig. 2A)

Metabolite Nam NA NR NAR NMN NaMN NAD+ NaAD NADH NADP NADPH
wild-type 11.1+£09 <0.5 149 £4.1 17.6 £ 5.0 93.8+19.8 68.9 =123 630.7 = 121.0 55=1.1 197.5 £ 35.1 36.5+8.2 1303
urhl pnpl nrkl 59.1 %135 <0.5 121.8 = 10.7 733x9.1 36.2=11.8 35109 359.7 £ 60.2 <0.1 157.4 =445 36.0x5.4 35+0.5

Supplementary Table 3. Other nucleotides/nucleosides in wild-type and NAR/NR non-
salvaging strain nrkl urhl pnpl (Fig. 2B)

Metabolite Cyt Urd Ino CMP UMP IMP

wild-type 26+ 0.7 16474 88=14 41.6 =83 1158246 78+0.9
urhl pnpl nrkl 2404 321=+78 2448=+344 569=109 2634382 78=13

Supplementary Table 4. Multiple experiment effects of wild-type, phmS, isnl, sdtl, isnl
sdt] mutant strains

Experiment 1 Experiment 2 Experiment 3 Experiment 4
n=1 n=1 n=2 n=3

Intracellular Conc. (uM) Intracellular Conc. (uM) Intracellular Conc. (uM) Intracellular Conc. (uM)

NR NAR NR NAR NR NAR NR NAR
wild-type 137.1 33.7 48.4 92.2 96.1 237 149 =41 17.6 £5.0
phms8 712 26.4 - - - - - -
isnl 292 28.6 - - 20.5 20.1 6.0=1.1 78=1.1
sdtl 40.8 4.7 - - 28.6 33 4.0=x0.7 4705
isnl sdtl 2.1 0.1 <0.1 <0.02 1.4 0.1 3506 3105

Supplementary Table 5. NAD" metabolites in wild-type, isnl, sdtl and isnl sdtl (Fig.

Metabolite Nam NA NR NAR NMN NaMN NAD+ NaAD NADH NADP NADPH
wild-type 11.1+09 <0.5 14941 17.6 £5.0 93.8+19.8 68.9=123 630.7 £ 121.3 55=1.1 197.5 £35.1 36.5+8.2 13+03
isnl 33.5=4.1 <0.5 6.0=1.1 78=1.1 101.2 = 16.7 30.7+4.2 646.8 £ 82.6 <0.1 386.9 = 50.6 29358 4302
sdtl 47.6+3.5 <0.5 4007 47x05 76.2+10.2 19.3x25 7973 £82.7 <0.1 271.0 £ 30.0 392+47 73+1.0

sdtl isnl 30.1+43 <0.5 3506 31=x05 72470 26412 676.5+55.6 <0.1 4582 +31.4 38433 43=+09



Supplementary Table 6. Other nucleotides/nucleosides in wild-type, isnl, sdtl and isnl
sdtl (Fig. 4B)

Metabolite Cyt Urd Ino CMP UMP IMP

wild-type 2.6+0.7 16474 8.8=14 41.6 =83 115.8 £24.6 7.8+09

isnl 1.7+0.2 6.7x12 1.1+0.1 52.7+5.0 223.0+20.5 41.6=22

sdtl 1.8+0.2 6.1=1.1 87=1.1 573+43 200.3 £23.1 57+08

sdtl isnl 1.5+0.1 38+03 1.0=0.1 883119 238.0+256 427=x28



