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Supplementary Figure 1. Relative Western Blot quantifications of Figure 1B and 1C.

Quantification of protein band intensities were performed for three independent experiments with ImageLab 5.1beta (Bio-
Rad). One representative quantification is shown here. Probes with a value of 1.0 served as reference for that specific protein.
For more information see Figure 1.
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Supplementary Figure 2. Relative Western Blot quantifications of Figure 3.
Quantification of protein band intensities was performed with ImagelLab 5.1beta (Bio-Rad). Probes with a value of 1.0 served
as reference for that specific protein. For more information see Figure 3.
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32 Quantification of protein band intensities was performed with ImageLab 5.1beta (Bio-Rad). Probes with a value of 1.0 served
33 as reference for that specific protein. For more information see Figure 4.

34
35



36

38
39
40

41
42

100ug/ml RI.2
control 1h 3h
C N M C N M C N M
- 0.02 0.02 1.0 0.01 0.01 0.54 0.03 _0.01 0.96
- -— @
1.0 115 0.21 2.83 145 023 0.76 1.65 0.35
. — — e —
37-
001 10 0.1 0.01 062 0.07 0.01 086 0.02
| — —
100 - ——
0.04 0.04 1.0 0.02 0.06 0.87 0.01 0.03 0.56
75 - -—
001 001 001 0.02 002 021 0.04 003 0.08
25 -
20 -
0.01 001 0.01 0.07 069 1.0 0.05 019 03
15 - - -—
37 042 10 0.09 053 084 027 031 126 005
P— —
2 0.03 0.04 10 0.03 _0.01 0.57 0.01 0.03  0.43
- | — S— -

Supplementary Figure 4. Relative Western Blot quantifications of Figure 5.
Quantification of protein band intensities were performed for three independent experiments with ImageLab 5.1beta (Bio-

Rad). One representative quantification is shown here. Probes with a value of 1.0 served as reference for that specific protein.
For more information see Figure 5.
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Supplementary Figure 5 A. TMRM-indicated mitochondrial membrane potential loss of MDA-MB-231 cells.
MDA-MB-231 cells were stained with 20 upM TMRM (MitoProbe™ TMRM Kit for Flow Cytometry, M20036, Invitrogen)
and 5mg/ml cell membrane stain (CellMask™ Deep Red Plasma membrane Stain, C10046, ThermoFisher). Loss of
mitochondrial membrane potential was indicated by a reduced TMRM signal. Membrane- and TMRM-stained cells are
shown in merge for single cells (top), population (middle) and for single channels (bottom). (A) Unstimulated MDA-MB-231
cells were used as negative control.
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Supplementary Figure 5 B. TMRM-indicated mitochondrial membrane potential loss of MDA-MB-231 cells.
MDA-MB-231 cells were stained with 20 pM TMRM (MitoProbe™ TMRM Kit for Flow Cytometry, M20036, Invitrogen)
and 5mg/ml cell membrane stain (CellMask™ Deep Red Plasma membrane Stain, C10046, ThermoFisher). Loss of
mitochondrial membrane potential was indicated by a reduced TMRM signal. Membrane- and TMRM-stained cells are

shown in merge for single cells (top), population (middle) and for single channels (bottom). (B) MDA-MB-231 cells were
prior stimulated for six hours with 300 pg/ml RL2.
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Supplementary Figure 5 C. TMRM-indicated mitochondrial membrane potential loss of MDA-MB-231 cells.
MDA-MB-231 cells were stained with 20 uyM TMRM (MitoProbe™ TMRM Kit for Flow Cytometry, M20036, Invitrogen)
and Smg/ml cell membrane stain (CellMask™ Deep Red Plasma membrane Stain, C10046, ThermoFisher). Loss of
mitochondrial membrane potential was indicated by a reduced TMRM signal. Membrane- and TMRM-stained cells are

shown in merge for single cells (top), population (middle) and for single channels (bottom). (C) MDA-MB-231 cells were
prior stimulated for 24 hours with 300 pg/ml RL2.
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Supplementary Figure 5 D. TMRM-indicated mitochondrial membrane potential loss of MDA-MB-231 cells.
MDA-MB-231 cells were stained with 20 pM TMRM (MitoProbe™ TMRM Kit for Flow Cytometry, M20036, Invitrogen)
and Smg/ml cell membrane stain (CellMask™ Deep Red Plasma membrane Stain, C10046, ThermoFisher). Loss of
mitochondrial membrane potential was indicated by a reduced TMRM signal. Membrane- and TMRM-stained cells are

shown in merge for single cells (top), population (middle) and for single channels (bottom). (D) MDA-MB-231 cells were
prior stimulated for 5 min with CCCP.
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Supplementary Figure 5 E. Quantification of mitochondrial membrane potential loss.

Three independent cell overview images for indicated stimulations were quantitatively analyzed for correlation of TMRM
and red membrane stain positive cells with cell image analysis software (CellProfiler, Stable 3.1.8). Induced correlation is
shown by Rank-Weighted Co-localization (RWC) factor.
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Supplementary Figure 6. Relative Western Blot quantifications of Figure 7.

Quantification of protein band intensities were performed for three independent experiments with ImageLab 5.1beta (Bio-
Rad). One representative quantification is shown here. Probes with a value of 1.0 served as reference for that specific protein.
For more information see Figure 7.
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Supplementary Table 1 - Absolute values of unique peptides and coverages of potential RL2-interacting proteins
identified by mass spectrometry. The analysis of potential RL2-interacting proteins in Figure 4B, are based on the absolute
values shown here. The abbreviations n, n, and n; indicate absolute values for every experimental replicate.

RL2-pulldown control
. unique unique
protein ID peptides coverage [%] peptides coverage [%]
Nt N2 N3 N N2 N3 | N N2 N3 N Nz N3
2AAA  P30153 |23 25 23 60 62 63| 4 7 2 12 18 13
ACTN1 P12814 | 37 34 38 75 75 76 |10 12 4 35 42 20
CASK P0O7498 | 88 8 84 60 59 59|21 7 - 57 45 -
CH60 P10809 | 58 58 45 71 77 72|28 34 10 64 67 27
CXAl P12074 | 2 - - 43 - - - - - - -
EFTU P49411 | 18 21 23 51 57 59| 9 23 6 27 60 20
GRP75 P38646 | 23 22 22 46 43 44 |15 19 4 37 37 15
HCD2 Q99714 | 9 5 7 62 41 54| 1 9 3 10 58 25
HNRPF P52597 | 20 21 18 62 60 62 |12 7 4 52 34 22
HNRPL P14866 | 20 14 17 60 47 54 | 6 4 3 29 17 17
MIF P14174 | 3 3 3 65 36 36| 1 8 2 8 70 43
MPPA Q10713 | 12 13 17 43 39 49 | - - - - - -
MYL6 P60660 | 11 12 8 84 84 58| 1 16 4 16 85 36
PPIA  P62937 | 11 12 11 67 67 67| 3 19 3 19 67 26
PTBP1 P26599 | 16 18 16 66 69 66 | 10 9 8 44 37 37
PYRL P27708 | 81 99 95 60 66 65|19 9 4 21 9 6
RLA1 P0O5386 | 2 3 3 67 8 8| 4 3 2 8 82 52
RLA2 P05387 | 5 6 4 84 84 8 | 6 7 - 8 8 -
RS3 P2339%6 | 14 7 13 64 28 63 |12 12 1 56 56 6
RT17 Q9Y2R5| 4 3 4 52 36 54| 1 - - 15 - -
SDHA P31040 | 18 17 22 48 43 52 10 5 - 26 18
™BB5 PO7437 | 7 7 10 92 92 92| 7 5 3 8 91 53
TIMBA 060220 | 4 4 4 68 67 64| - - - - - -
TIMBB Q9Y5J9 | 3 3 3 42 42 42| - - - - -
TOM70 094826 | 15 17 18 41 47 50| - - - - - -

12
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Supplementary Table 2 - Absolute values of unique peptides and coverages of all mitochondrial proteins identified by
mass spectrometry. Abbreviations ny, n, and nz indicate absolute values for every experimental replicate.

RL2-pulldown control
unique unique
ID peptides coverage [%] peptides coverage [%]
Ny Ny N3 Ny Ny N3 Ny n; N3 Ny ny N3
P00505 - - - - - - - 3 - - 12 -
QIUKU7 | - - 2 - - 5 - - - - - -
P49748 - - - - - - - - 1 - - 4
Q99798 | - 1 - - 2 - - - 2 - - 6
Q9Y305 | - 5 12 - 14 31| - 9 3 - 24 10
O14561 | 2 3 3 19 22 22| - 3 - - 24 -
Q9H6R3 | - - - - - - - 1 1 - 2 2
Q53H12 | 3 - 2 - - |7 - 27 - -
095831 | - 1 5 - 2 16| - - = - .
Q92667 | - 2 - - 4 - - - 1 - - 3
P30837 3 - 10 - - - 2 - - 5
P05091 | 2 - 3 4 - 8 - 3 1 - 13 3
075947 | - - - - - - 4 4 1 30 38 13
P56385 - - - - - - - 1 - - 14 -
P18859 - - - - - - 3 - - 44 - -
P25705 - 12 13 - 29 33|19 24 4 41 48 10
PO6576 | 11 11 8 37 39 31 | - - 6 B - 28
P30049 - - - - - - 2 - - 14 -
Q8N5M1 | - 6 7 25 49 | - - - - - .
P36542 | 1 - 2 4 - 8 | 4 - - 21 - -
P56134 - - - - - - - 2 1 - 26 14
P48047 - - - - - - - 7 1 - 46 8
014874 = = 3 - 13 - - - - - -
Q02338 | 1 1 2 3 3 10| - - 1 - - 8
043684 | - 6 - - 23 - - - - - - -
Q07021 5 6 27 41 | 4 - 1 22 - 10
Q6UB35 | 1 - 1 2 - 2 - - - - - -
P61604 - 2 1 - 19 12| - 6 - - 60 -
P10809 |58 - - 71 - - |28 34 10 64 67 27
075390 | - - - - - - - 5 - 18 -
O75153 | 27 14 - 29 16 - 4 - - 5 - -
QuUJso | 9 8 10 24 22 18| - - - - - -
P13073 | 3 4 4 20 26 26 | 4 2 - 26 14 -
P20674 4 7 6 41 47 47 2 - - 23 -
P10606 - 6 5 - 40 39| - - 3 - - 24
014548 | - 1 45 - 29 72| - - - - - -
P31327 = - = - - 1 - - - - - .
P12074 | 2 - - 43 - - - - - - - -
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