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SUPLEMENTARY FIGURES

Section A — Establishing Peptide ID, Accurate Mass & Retention Time
(AMT)
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Figure S1: Extracted ion chromatograms showing retention times of HIF1-CAD peptides
on Waters platform.
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Figure S3: Annotated spectrum of hydroxylated HIF1-CAD peptide on Waters platform.
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Figure S5: Annotated spectrum of heavy-labelled hydroxylated Rabankyrin-5 Asn-316
peptide on Agilent platform.
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Figure S8: Annotated spectrum of heavy-labelled hydroxylated Rabankyrin-5 Asn-485
peptide on Agilent platform.

S-10



: | AAGAGNEAAALFLATNGAHVNHR!¢Y2

q o Charge: 4+ m/z: 560.53 RT: 19.24m

| AAGAGNEAAALFLATNGAHVN!o#IHR(*6-02)

4 Charge: 4+ m/z: 564.53 RT: 19.09m

1

|

|

1

|

1

1 | \

| AAGAGNEAAALFLATNGAHVN“59HR | \ : AAGAGNEAAALFLATNGAHVNHR
{ Charge: 4+ m/z: 563.03 RT: 19.09m /| Charge: 4+ m/z: 559.03 RT: 19.24m
q /]

1

|

b

1

|

82 183 184 185 186 187 188 189 19 fo1 ez 93 a4 95 196 197 198 199 20 201 202 203

Counts vs. Acquisition Time (min)

Figure S9: Extracted ion chromatograms showing retention times of Rabankyrin-5 Asn-
485 peptides on Agilent platform.

S-11



Max Intenzity: 1.459e+03

bz_1+

wl 1+

v
B+

s 1 89.04
N
o me
.
SO
L =1 545.40
E T 77444
H g 811.50
o a 1039 .56
A 10 1110.59
5] 11 1225 62
| 12 1228.71
N 13 1452 75
W 14 1551.82
R 15

Figure S10: Annotated spectrum of heavy-labelled Rabankyrin-5 Asn-649 peptide on

Agilent platform.

SALFLLEHQADINVR(+6.02)

Charge: 3, m/fz: 577 988

yll_2+

ylz_a+

yl3_a+
y7_1+

ye_1+
yi_1+

1 + I

yo_1+

B+ B++ o
4452 30.02
53.70 1644.92
_ 91.39 1573.88
140 .44 1460.50
_ 178,11 1313.73
323.20 215.80 1200.64
38772
456.25
555,20

62236

559,95 446,91
77644 517 .94 28021

S-12

-+ anad
15
14
13
1z
11
400.89 10
a
g
7
=}
31168 20813 5
25417
197 63 132.09 3
140 .61 a4.07 2

1
1700



Max Intenzity: Z.03e+03

SALFLLEHQADIN(+15.99)VR(+6.02)

Charge: 3, mJ/z: 583.321

+
™
—
=
)
¥
-
I
=
+
o
[
o+
o -
L
i +
E - - +
[2e] =
)
i i Lo
|J|I|||.|Illl JI|.||I||J..| il. |I T TP ST T ; - ; .
0 1700
b+ b+ bt++ o y+ Y+
=3 1 28.04 44 .62 3002 15 =3
A 2 20.04 a3.70 166091 _ 554.21 14 A
L 3 136.58 91.3a 158087 _ 13 L
F 4 21012 140,41 147679 _ 12 F
W 14 1867.21 744 _ 280.21 14061 o4.07 2 W

Figure S11: Annotated spectrum of heavy-labelled hydroxylated Rabankyrin-5 Asn-649

peptide on Agilent platform.

S-13



x10 5 HESI EIC(575.9770) Scan Frag=170.0V 24.d

SALFLLEHQADINVR"%
Charge: 3+ m/z: 577.98 RT: 20.76m

SALFLLEHQADIN®"®%9VR
Charge: 3+ m/z: 581.31 RT: 20.01m

SALFLLEHQADINVR

SALFLLEHQADIN®'>%9\VR*6:02 Charge: 3+ m/z: 575.98 RT: 20.76m

Charge: 3+ m/z: 583.32 RT: 20.01m

o= = R R R R I C I C I VI I I I R R I I VI VI VI VI VI R e R T = = - - - R

18 82 184 186 188 19 fo2 94 196 198 20 202 204 206 208 21 212 214 216 218 22 222 224 226 228 23

Counts vs. Acquisition Time (min)

Figure S12: Extracted ion chromatograms showing retention times of Rabankyrin-5 Asn-
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Figure S13: Annotated spectrum of Rabankyrin-5 Asn-797 peptide on Agilent platform.
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Figure S14: Annotated spectrum of hydroxylated Rabankyrin-5 Asn-797 peptide on
Agilent platform.
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Figure S15: Extracted ion chromatograms showing retention times of Rabankyrin-5 Asn-
797 peptides on Agilent platform.
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Figure S16: Annotated spectrum of HIF1-CAD peptide on Agilent platform.
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Annotated spectrum of hydroxylated HIF1-CAD peptide on Agilent



%10 5 +ESI EIC(1061.1700) Scan Frag=170.0V 41.d
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Figure S18: Extracted ion chromatograms showing retention times of HIF1-CAD
peptides on Agilent platform.
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Figure S19: Annotated spectrum of heavy-labelled NOTCH DANI peptide on Agilent
platform.
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Figure S20: Annotated spectrum of hydroxylated heavy-labelled NOTCH DANI peptide

on Agilent platform.
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Figure S21: Extracted ion chromatograms showing retention times of NOTCH DANI
peptides on Agilent platform.
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Figure S22: Annotated spectrum of HIF2-CAD peptide on Agilent platform.
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Figure S23: Annotated spectrum of hydroxylated HIF2-CAD peptide on Agilent

platform.
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Figure S24: Extracted ion chromatograms showing retention times of HIF2-CAD
peptides on Agilent platform.
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Section B — Experimental Results
Ohr 3hr
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Figure S25: Supplement to Figure 2B. Extracted ion chromatograms for the Rabankyrin-
5 Asn-485 AAGAGNEAAALFLATNGAHVNHR peptide in a SILAC chase experiment
over 36 h following the addition of “light” media and DMOG. Chromatograms show
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increasing proportion of the newly synthesised light peptide versus heavy labelled
peptide over time. Percentage hydroxylation of heavy peptide remains constant indicating
a lack of reversal of hydroxylation (see Figure 2B). Hydroxylation of newly synthesised
“light” peptide is suppressed by DMOG. Data from Agilent platform.
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18.29

Light (m/z 559.03)

Light Hydroxylated

Heavy (m/z 560.53)
(m/z 563.03)

T -

Heavy Hydroxylated
(m/z 564.53)

o o o o o o o o ol

Y64 166 168 17 172 174 176 178 18 182 184 186 188 19 192 194 196 198 20

Counts vs. Acquisition Time (min)

Figure S26: Rabankyrin-5 Asn-485 hydroxylation, light-chase control (-DMOG), 24 h.
Lack of DMOG treatment results in hydroxylation of newly synthesised light peptides.
Absence of light hydroxylation in Figure S25 confirms efficacy of DMOG treatment.

S-29



5 5
%10 ¢ |+ EIC{564.5300) Scan 31.d Ohr Control x10 @ |+ EIC{564.5300) Scan 35.d 48hr Control
8_
:.-‘_
B_
5_
4_
3_
2_
‘|_
D_
] 1 1 [ ] [ 1 ] ] ] 1 1
17 17.5 13 18.5 19 19.5 17 17.5 18 18.5 19 19.5
Counts ws. Acouisition Time [min) Counts ws. Acguisition Time (min)
x10 8 |+ EIC(5B45300) Sean 344 Ohr FIH SiRNA | x10 |+ EI0(5645300) Scan38d  48hr FIH siRNA
1.2 =
1.1+
14 0.9+
0.9+ 0.84
0.8+ 0.7+
0.74 054
0.6 0.6
e 0.4-
0.4+
034 0.3
0.2 0.2+
0.1+ 014
0 | 0
] 1 1 [ ] ] 1 ] ] ] 1 1
17 17.5 18 18.5 19 19.5 17 17.5 18 18.5 19 13.5
Counts ws. Acguisition Time [min) Counts ws, Acquisition Time (min)

Light (m,/z 559.03)

Heavy (m/z 560.52)
Light Hydroxylated (m/z 552.03)
Heavy Hyclroxylatecl {m/z %4 e ;u

Fig. S27: Supplement to Figure 5B. Ohr and 48hr time points in a SILAC chase
experiment following treatment with a control siRNA or siRNA specific to FIH.
Extracted 1ion chromatograms show the Rabankyrin-5 Asn-485 peptide
AAGAGNEAAALFLATNGAHVNHR. Knock-down of FIH by the specific siRNA
suppresses hydroxylation, as shown by the lack of hydroxylated peptide in the lower
chromatograms.
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