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Supplementary Figure S1. Synthesis of methyl-ADP and *H-NMR data.
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Supplementary Figure S2. Synthesis of THF-ADP and 'H-NMR data.
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Supplementary Figure S3. Synthesis and separation of a-1"-0O-methyl-ADPR and [3-1"-O-methyl-ADPR and
chromatographic data.
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i) MeOH-Nay,HPO, (0.05 M, aq.) (1:2 vlv, 3mL), 60 °C

HPLC of crude mixture containing a-1"-O-methyl-ADPR, B-1"-O-methyl-ADPR and ADPR.

SAMPLE INFORMATION
Sample Name: JMS 1077 NMR Acquired By: Joanna
Sample Type: Unknown Date Acquired: 10/02/2015 1:25:55 PM
Vial: 10 Acqg. Method Set: RP18 LC
Injection #: 1 Date Processed: 07/09/2016 2:51:41 PM
Injection Volume:  10.00 ul Processing Method: Methyl Tiazo Riboside Phosphat
Run Time: 20.0 Minutes Channel Name: WvinCh1
Sample Set Name: JMS 1077 isocratic Proc. Chnl. Descr..  PDA 259.1 nm
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Separation of the desired products after semi-preparative HPLC:

2000 nm
=0 e | 24000 26000 28000 10000 20,00 4000 360,00 8000
24000 2000 28000 30000 3000 000 36000 W00 e e e e -
..... L LN Py P P s PP i o P 2599
258.9 443
2678
01z ! LE I
010 §
3
g a
[ o 'g
2 006 =1 !
Es 2 3
0 %’ o g
2 5
il ™ 2
[ < 3 — o — !
- T T Tt . ————————— —
100 200 300 A0 500 600 700 ato oo 1000 100 20 300 4100 500 600 700 800 900
Mirates: Miutes
FDA Result Table FDA Result Table
e a | a Puity (#1) | Purity#1) | Pusy | Match (#1) | Maich(#1) | Match #1) | PDAMaich Hame A | Avea | PUrtv01) | Pustyen) | Pusty | Maich 91} | Match(¥1) | Maichi#1) | POA Match
e Angle Threshold | Flag | Spect Mame | Angle Thre:shokd Flag i a Angle Theeshold | Flag | Spect Name | Angle Theesheid g
1| beta-1-OMe-ADPR | 4444 | 2381348 [ Mo Mo 1| Alpha-Me-ADPR | 5264 | 5183645 Mo o
2| Apha-e-ADFR | 5264 Mo Mo




Supplementary Figure S4. *H-NMR data for o-1”’-O-methyl-ADPR and 3-1”’-O-methyl-ADPR.
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JM51077 Methyl 1 alpha GF HPLC
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Supplementary Table S1. Possible templates for modelling ADPR into the TRPM2 Nudix domain binding site.

PDB Structure Species Protein Reference
1G9Q Escherichia coli ADPRase [1]
1MK1 Mycobacterium tuberculosis ADPRase [2]
1v8L Thermus thermophilus ADPRase [3]
2QJO Synechocystis sp. PCC6803 NMN [4]

adenyltransferase/ADPRase

3GZ8 Shewanella oneidensis Transcriptional Regulator [5]
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Supplementary Table S2. Primers used for QuikChange mutagenesis and sequencing of the coding sequence for
TRPM2

Mutagenesis primers

T1347V for TTCGGACCCAACCACGTGCTGTACCCCATGGTC
T1347V rev GACCATGGGGTACAGCACGTGGTTGGGTCCGAA
Y1349F for CCCAACCACACGCTGTTCCCCATGGTCACGCGG
Y1349F rev CCGCGTGACCATGGGGAACAGCGTGTGGTTGGG
L1381l for GTGGTGAAGCTCCCTATCTCCGAGCACTGGGCC
L1381l rev GGCCCAGTGCTCGGAGATAGGGAGCTTCACCAC
R1433M for TACATGGATGACCCGATGAACACGGACAATGCC
R1433M rev GGCATTGTCCGTGTTCATCGGGTCATCCATGTA
Y1485F for CGCATCCCACTCTTCGCGAACCACAAGACC

Y1485F rev GGTCTTGTGGTTCGCGAAGAGTGGGATGCG

Sequencing primers

CMVfor CGCAAATGGGCGGTAGGCGTG
TRPM2.5 GCTCATCACCATCGGAGTCGC
TRPM2.7 CACCTTGCTCTACCTGTACGA
TRPM2.9 CTCTGCCTGTTCGCCTACGTG
TRPM2.11 CTGCAGCTCTTCATCAAGAGG
TRPM2.13 CAGGCCGGGTTGCCCCTGAAC
TRPM2.15 GGGAGACACCCTGGAGCCAC



