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Fig. S1. Inactive rhomboid protein 2 (iRhom2) controls the stimulated shedding of heparin-binding (HB)-EGF and Kit ligand (KitL) 2, but not of TGFα in several
independently isolated cultures of primary mouse embryonic fibroblasts (mEFs). (A–C) Three separately isolated cultures of primary wild-type (WT) or
iRhom2−/− mEFs were transfected with the alkaline phosphatase (AP)-tagged ADAM17 (a disintegrin and metalloprotease 17) substrates HB-EGF (A), TGFα (B),
or KitL2 (C) and stimulated for 30 min with 25 ng/mL phorbol-12-myristate-13-acetate (PMA). *P ≤ 0.05; ±SEM (n = 3).
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Fig. S2. The constitutive shedding of ADAM17 substrates is not significantly affected by the lack of iRhom2. WT or iRhom2−/− mEFs were transfected with the
AP-tagged ADAM17 substrates epiregulin (A), Eph receptor B4 (EphB4) (B), Tie2 (C), amphiregulin (D), HB-EGF (E), KitL2 (F), CD62 ligand (CD62L) (G), in-
tercellular adhesion molecule (ICAM)-1 (H), or TGFα (I), and constitutive shedding from cells incubated in the presence or absence of the metalloprotease
inhibitor marimastat (MM) was measured after 4 h, as described in Materials and Methods (n = 3; ±SEM; n.s., not significantly affected).
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Fig. S3. iRhom2 controls the LPA and TNFα-stimulated shedding of some substrates of ADAM17 (amphiregulin, epiregulin, EphB4, and Tie2) but not of other
substrates of ADAM17 (CD62L, ICAM-1). WT or iRhom2−/− mEFs were transfected with the AP-tagged ADAM17 substrates amphiregulin (A), epiregulin (B),
EphB4 (C), Tie2 (D), CD62L (E), or ICAM-1 (F) and stimulated for 30 min with LPA (10 μM) or TNFα (10 ng/mL). Treatment with LPA or TNFα activated ADAM17-
mediated shedding, as evidenced by the significantly increased cleavage of all of the tested substrates in WT mEFs. Identical experiments were performed with
iRhom2−/− mEFs, in which stimulation for 30 min with LPA or TNFα did not increase the shedding of epiregulin, EphB4, Tie2, or amphiregulin but activated the
release of CD62L and ICAM-1. Shedding was determined as described in Materials and Methods. *P ≤ 0.05; ±SEM (n = 3).
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Fig. S4. Chimera between TGFα-AP and HB-EGF-AP. (A) Table of the amino acid sequences of the TGFα-AP/HB-EGF-AP chimera expression constructs used in this
study. Domain components for TGFα andHB-EGF are presented in blue and red, respectively. The transmembrane region is highlighted in yellow. Asterisks indicate
the modified insertion site of the AP tag. (B) Primer sequences used for overlap extension PCR to generate the chimera between TGFα-AP and HB-EGF-AP.
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Fig. S5. Membrane topology and sequence of iRhom2. (A) Diagram of the predicted membrane topology of iRhom2, with asterisks indicating potential N-
linked glycosylation sites in the extracellular loop of iRhom2. (B) Amino acid sequence of iRhom2 with the predicted N-terminal cytoplasmic domain high-
lighted in yellow, the predicted transmembrane domain highlighted in green, and the extracellular/luminal domains in orange, the potential N-linked gly-
cosylation sites in the extracellular loop of iRhom2 in red, and the small cytoplasmic loops between transmembrane domains in white. (C) Primer sequences
used for cytoplasmic domain-deletion mutant of iRhom2.
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