(a) HSQC-TOCSY (b) HSQC-TOCSY

Ile 4
e | . Glycerol- 4 , " Glycine

Al Val - . . 3-phosphate ! ol {betaige &
. \ ‘\\\Q: - [ 145 (AN r 40
- L . B DHPS |
) DMSP Gl Acetate .‘. \h __ 20 e N 155 N | H " ‘“' !
Homarine Pro:! /(}/U‘. N ﬂ - 8@6 i.O - ¢ @ . ; Ph.o:p. orylcholine
N /o ey R 70
7 |;#‘; i Leu | __30 Guanosine E‘F E ) Wom —— DHPS
Arg aon 8 == \S\ AArg i : “”7 ‘;’i 'r 'r 'r ; ) "' 2
N Asp '. (DL_YS _— ’ “o ’ , " Glucose 80
'Lys B Glu ‘___.___—-——"_Le’iaf géi/yd’;j__ 40 E Glucose(a) : :
. 4 L ] ) .
oy o t__,__,_’---———"" pimetre L . . ;‘ 4 90
. :L‘ |L‘§ -—%—\i-\ﬂhano/amme; 50 . ) . | :: I
. \.\‘\‘{' = ¥ : G/ucose(a/ . . P & . 1 OO
Cho//'n‘e‘ loim | ! “-;m i — 60 B(1,3) glucan \‘ ‘ 1
B 3 T,
4 3 2 6 5 4 3
(c) HSQC-TOCSY & HSQC (d) HMBC & HSQC
Cé _ Cé ”
-..‘. ...... .... | ﬁ(’I,B)glucan - ] ﬂ L
P 70 CH,OH A I, 170
. o o L I L ] C4 L
L eC2 ¢
" 80 OH o e 4 C5 [ 80
C .. ......................................... o q.-
| - 90 : C3 i © 90
i 100 | E 100
C']‘ ........................................ UL} C1 Breernrrersersnnsnsn s @
S 4 5 4

Figure S2. Diatom endometabolome annotation methods. Representative peak(s) for
compounds indicated on HSQC-TOCSY spectra (a and b). Additional structural validation
(e.g., for polysaccharide 3-1,3-glucan) by HSQC-TOCSY (c) and HMBC experiments (d).
Peaks from HSQC experiments are overlaid and colored in red. A complete compound list
is provided in Table 1, and chemical shift information used for annotation is provided in
Table S1. 3-Hydroxybutyrate, 4-hydroxyphenylacetate, and uridine are not visible in a
and b due to relatively low intensities. AA, amino acid alpha carbon.
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