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Legend

Figure S1. Related to Figure 1

A) SW480 cells were treated with ferric ammonium citrate (FAC, uM),
cisplatin or PtCl, (ug/mL) at the indicated concentrations for 24 h. Ferritin
H (FH) protein expression was measured by Western blotting using
whole cell lysates. B actin was used as a protein loading control. B)
SW480 cells were treated with cisplatin, carboplatin (Carbo), or
transplatin (Trans) for 24 h. DMT1 mRNA expression was measured by
gPCR, normalized by GAPDH mRNA. Means = SD are shown (n = 3).
C) HelLa, MCF7, and K562 cells were treated with cisplatin, DFO, or FAC
at the indicated concentrations for 24 h (HeLa and K562) or 44 h (MCF7),
and ferritin H (FH), IRP1, IRP2, TfR1 and GAPDH protein levels were
measured by Western blotting using whole cell lysates. D) (top left)
SW480 cells were treated with FAC, cisplatin, or FAC (250 pM) plus
cisplatin (10 pg/ml) for 18 h. Expression of ferroportin (FPN1), FH and
GAPDH was measured by Western blotting using whole cell lysates.
K562 and SW480 (top right) or HeLa and MCF7 cells (bottom) were
treated with cisplatin (ug/ml), FAC (uM), or DFO (uM) at the indicated
concentrations for 24 h and expression of FPN1, FH, and GAPDH was
measured by Western blotting using whole cell lysates. Whole cell
lysates from HEK293 cells transfected with pCMV empty vector (-) and
pCMVferroportinl (FPN1) were loaded together as controls of FPN1
Western blotting.
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Legend

Figure S2. Related to Figure 1

Plasmid containing 5’-human ferritin H UTR with IRE [FH 5’ UTR IRE(+)]
or without IRE [FH 5'UTR IRE(-)] fused to firefly luciferase was
transfected into HepG2 cells. The day after transfection, cells were
treated with 0, 25, 100 uM FAC, 25 uM DFO, or 2, 5 ug/mL cisplatin for
12-17 h, and luciferase expression was measured. Means = SD are
shown (n = 3-6). *P <0.05, * P <0.01, *** P <0.001 vs. untreated cells.
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Figure S3. Related to Figure 2

Whole cell lysates prepared from untreated SW480, HeLa, MCF7, K562,
or HEK293 cells were used for IRP1, IRP2, and GAPDH Western blots
(left). HEK293 cells were treated with cisplatin at the indicated
concentrations for 24 h and whole cell lysates were subjected to Western
blots for ferritin H (FH), IRP1, IRP2 and GAPDH (right).
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Legend

Figure S4. Related to Figure 3

A) The image view of IRP2 sequence coverage. Highlighted amino acid
sequences are covered by LC-MS/MS analysis. Green, yellow, and red
highlights are high, medium, and low confidence ID’s, respectively. B)
The fragment mass spectrum for the peptide L#9°-p>18
(LSHGSVVIAAVISCTNNCNP). The table indicates the mass of the b and
y ions for the peptide. The colored numbers are the ions identified in the
fragment mass spectrum (top), b ions in red and y ions in blue. C) The
table shows the mass with a loss of water or ammonia of the b and y
ions for the peptide L499-P>518 (LSHGSVVIAAVISCTNNCNP). The colored
numbers are ions identified on the spectrum. D) Platination of Cys516
was manually confirmed by the calculation based on b,g-H,0%* or y,-
NHz2* ion. E) Mathematical representation of the addition of
Pt(NH,),(H,0) to Cys516. The ion series table shows the mass of b and
y ions for the peptide L#°-P518 (LSHGSVVIAAVISCTNNCNP). The
colored numbers are ions identified on the spectrum view. The red and
blue numbers are b and y ions, respectively.
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Legend

Figure S5. Related to Figure 4

A) Non-tagged full length human IRP2 wt and Cys to Ala mutants
(C512A, C516A, C512A/C516A) in pcDNA3.1 plasmids were transiently-
transfected into K562 cells and IRP2 was detected by Western blotting
with an IRP2 antibody (top). GAPDH was used as a loading control (WB).
These cell lysates were incubated with 20 pg/mL cisplatin and subjected
to pull down assay using biotin-FH IRE probe (bottom). IRP2 binding
ability to IRE was detected by Western blot with anti-IRP2 antibody (Pull
down). * indicates a non-specific band as we observed and verified in Fig.
2D. B) IRP2-transfected SW480 cells were treated with 250 uM FAC or
100 uM DFO for 21 h and Western blots were performed using IRP2 and
GAPDH antibodies (top). Control (siCtrl) or IRP2 siRNA (silRP2) was
transfected into SW480 cells (triplicate) and IRP2 protein was measured
by Western blotting. * indicates a non-specific band as we also observed
in Fig. 6F (bottom).
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Legend

Figure S6. Related to Figure 6

siControl (siCtrl) or IRP2 siRNA (silRP2) was transfected into SW480
cells for 48h, and caspase 3 activity was measured. Means = SD are

shown (n = 3).



Supplement Table 1, Related to STAR Methods

Primers for real time PCR

ferritin H Forward 5-ACTGATGAAGCTGCAGAACC-3'
Reverse 5'-GTCACCCAATTCTTTGATGG-3'

TfR1 Forward 5-ACCATTGTCATATACCCGGTTCA-3'
Reverse 5'-CAATAGCCCAAGTAGCCAATCAT-3'

DMT1 Forward 5-GTGTTCTACTTGGGTTGGCAATGT-3'
Reverse 5-TTGGCTATGTTCACACAGTAAACCAT-3'

GADDA45b Forward 5'-TACGAGTCGGCCAAGTTGATG-3'
Reverse 5'-GGATGAGCGTGAAGTGGATTT-3'

p21 Forward 5-TGTCCGTCAGAACCCATGC-3'
Reverse 5'-AAAGTCGAAGTTCCATCGCTC-3'

DUSP1 Forward 5-GCCTTGCTTACCTTATGAGGAC-3'
Reverse 5'-GGGAGAGATGATGCTTCGCC-3'

GAPDH Forward 5'-GAGTCAACGGATTTGGTCGT-3'
Reverse 5-TTGATTTTGGAGGGATCTCG-3'

B2M Forward 5-TGCTGTCTCCATGTTTGATGTATCT-3'
Reverse 5-TCTCTGCTCCCCACCTCTAAGT-3'




Supplement Table 2, Related to STAR Methods

siRNA sequences

IRP1 siRNA-1 Qiagen, custom order Sense 5-CCAUAAGACCUUUAUCUAUTT-3
Antisense 5-AUAGAUAAAGGUCUUAUGGTT-3’
IRP1 siRNA-2 Qiagen, custom order Sense 5-GGGCAAGAACGAUACACUAUU-3’
Antisense 5-UAGUGUAUCGUUCUUGCCCUU-3’
IRP2 siRNA Qiagen, custom order Sense 5-GGAAGAACAUGUUAUACUAUU-3’
Antisense 5-UAGUAUAACAUGUUCUUCCUU-3’
Control siRNA Qiagen, S103650318 Sense not available
Antisense not available




Supplement Table 3, Related to STAR Methods

Primers for QuikChange |l Site-Directed Mutagenesis

IRP2 C512A Forward 5'-GGTCATTGCTGCAGTTATCAGTGCTACCAATAATTGCAATCC-3'
Reverse 5'-GGATTGCAATTATTGGTAGCACTGATAACTGCAGCAATGACC-3'

IRP2 C516A Forward 5'-ACCAATAATGCCAATCCATCTGTCATGCTTGCTGCAGG-3'
Reverse 5'-CCTGCAGCAAGCATGACAGATGGATTGGCATTATTGGT-3'

IRP2 C578A/C581A Forward 5'-GAAATCGTTGGCTATGGAGCTTCAACTGCTGTGGGAAATACAGCACCC-3'
Reverse 5-GGGTGCTGTATTTCCCACAGCAGTTGAAGCTCCATAGCCAACGATTTC-3
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