Electronic Supplementary Material (ESI) for Analyst.
This journal is © The Royal Society of Chemistry 2018

r-IJ =]
B

i
=

€

B

CHy

i DR

8.0e5

T.0e5 C
3231

S

B.0ef

.05

T

2 >

8.0e5

100 150 200 250 00 350 400 450 500 i) izt i)



BEZ.

CH,

\CH3 A

BIT.3

==
Bil=b
T0eb
[0y =]
Bieh
408 C
0eb

206

H
a0 N L L T 1 . J

Ht

100 150 20 20 350 400 450 200 250 &0

?5”.
@
;.\.l

6233

00 ] 200 250 200 350 400 450 500 BED 00
miz, D



855
8.5eb !
80e5

T.5eb

T.0e5 B34 2.

B8
CHj;
6i0eb
CHj;
5.5eh

H.0e5

4.5e5

4.0e5

3.5eh

fo

3.0e5

155
1.0e5

B0ed

L
:):) hl " L l_ L - - i, " L J
100 150 200 280 300 350 400 450 200 EED G600
mi, Oa

Figure 1S. Fragment spectra of studied compounds with the identification of daughter ions. Operation parameters of
MS/MS system: curtain gas (CUR) 30, collision gas (CAD) 7, ionspray voltage (I1S) 3500 V, temperature of drying gas
(TEM) 500°C, ion source gas 1 (GS1) 40, ion source 2 (GS2) 50, declustering potential (DP) 40 V, entrance potential
(EP) 10 V, collision energy (CE) 30 V, collision cell exit potential (CXP) 13 V. Notation: 1 - 25(0OH)D2, 2 - 3-epi-
25(0OH)D3, 3 - d6-25(0OH)D3, 4 - d6-24,25(0H)2D3, 5 - d3-25(0CH)D2.
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Figure 2S. The effect of substituting hydrogen atoms with deuterium atoms on the mass of a characteristic fragment
ion.
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Figure 3S. Chromatogram of 24,25(0OH)2Ds with assigned isomers. Conditions: Kinetex F5 (1.7 pm; 50 x 2.1 mm);
mobile phase: water (A) and acetonitrile (B) with 0.1% FA,; flow rate: 0.45 ml min-%; gradient elution program: 0 min. —
30%B, 5.5 min. — 50%B, 5.7 min. — 95%B, 6.6 min. — 95%B, 6.8 min. — 30%B, 8 min. — 30%B; column oven temperature:
40°C.
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Figure 4S. Different volumes of blood applied to the paper and the corresponding bias from the actual value (1). Various
possibilities of cutting discs (2). Notation: A - one in the center, one on the edge; B - two in the center; C - two on the
edges.



Table 1S. Results for between-day assay imprecision depending on the storage conditions.

25(0CH)D 24,25(0H),D3 3-epi-25(0OH)D3
room temperature, desiccator, sunlight
Average [ng ml] 58.7 6.29 2.60
SD 2.75 0.34 0.21
CV [%] 4.68 5.39 7.89
room temperature, desiccator, without sunlight
Average [ng ml] 57.42 6.28 2.58
SD 3.72 0.42 0.23
CV [%] 6.47 6.65 9.01
room temperature, without desiccator, sunlight
Average [ng ml] 56.28 6.13 2.43
SD 4.38 0.53 0.19
CV [%] 7.78 8.56 7.86
room temperature, without desiccator, without sunlight
Average [ng ml] 57.92 6.36 2.53
SD 2.87 0.28 0.19
CV [%] 4.95 4.43 7.40

4°C, desiccator

Average [ng ml] 61.25 6.56 2.63
SD 4.40 0.45 0.16
CV [%] 7.19 6.86 6.26

4°C, without desiccator

Average [ng mi?] 57.92 6.37 2.57
SD 2.49 0.32 0.21
CV [%] 4.30 4.97 8.13

-18°C, desiccator

Average [ng mi?] 61.42 6.59 2.74

SD 3.81 0.51 0.15

CV [%] 6.21 7.71 5.59




