A B C

™M ™
x o
- 203040 MG132 (uM) - 2 5 10 MLN4924 (uM) S >':;:l °<.¢
[ == =] IB: ZNRF3 [=—=—=1 1B: 2NRF3 LT T
[ ===] 1B: p27 [ == B: p27 - + + + Flag-B-TRCP1
[====-] IB: Tubulin [======1 IB: Tubulin P FI [ =[B:HA
HeLa HeLa * M9 S ]IB: Flag
IB: HA
WCI_|IZ|
Neow oo [ ~===S|IB: Flag
s E ce e dd s 293T
> £ ¥ Flag-8-TRCP1 00666 O
L = o Flag-p- EEEEZ EE & RNA
+ + + HA-RNF43 ADFFFF FF -
[ = =|B:HA | | 1B:2NRF3
IP: Flag
[ e iB: Flag [ ————=—] 1B: p-catenin
IB: HA — — —| IB: B-TRCP1
-riag | = 1B: Tubulin
293T
HeLa
G 301
£
el = sh-GFP
shGFP shTRCP1 £ 2 2 ‘ o onTRCPH
00250512 0025051 2 HoursafterWnt3a &£
. 09
| ----” ———--.—| IB: B-catenin 2,
-
=== - ]IB:B-TRCP1 3 5_//
| -----”—--—-| IB: Tubulin 04
HelLa 0.0 0.5 1.0 15 2.0

Time after Wnt3a treatment (hr)

Figure S1. ZNRF3/RNF43 interacts with TRCP1
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Figure S2. CKIl, but not CKIl, promotes the degradation of ZNRI
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Figure S3. B-TRCP does not promote the degradation of

RNF43



A B Time after CHX(hr)

WT SSGmt  HA-ZNRF3-ARING . 2 4 6 8
+ + + + + + + + + + Flag-B-TRCP1 c - *
02468024 6 8 Hours after CHX(hr) € oul
- [ -] 1B HA g
Q v
P-- ||-.———| IB: Flag %’ 08 | )
R | 1B: Vinculin N
2> 12 r
U20S E WT +SSG mt
C &
-1.6 -
& O(i 0&\\
RN
- + + Wnt3a

[ = =] 1B: HA-ZNRF3
[ & % "] 1B: Frizzled-6
[~ = ~]IB:LRP6

El IB: B-catenin
[ =77 IB: Axin-2
[~~~ ]iB:cyclinD1
E IB: c-Myc
[==————"] IB: Tubulin

Figure S4. B-TRCP promotes the degradation of ZNRF3
in a degron dependent manner



SUPPLEMENTARY MATERIALS

Figure S1. ZNRF3/RNF43 interacts with TRCP1

(A-B) IB analysis of WCL derived from HelLa cells treated with MG132 or

MLN4924 different does for 12 h before harvesting.

(C-D) IB analysis of IP and WCL derived from HEK293T cells transfected with
indicated constructs and were treated with MG132 for 12 h before
harvesting.

(E) 1B analysis of WCL derived from HelLa cells infected with lentivirus
encoding control (sh-Scr) or multiple independent shRNAs against TRCP
(sh-TRCP). Infected cells were selected with 1 g/mL puromycin for 72 hr
to eliminate non-infected cells before harvesting.

(F-G) HelLa cells were lentivirally infected with shRNA against 3-TRCP1 and
selected with puromycin (1 ug/mL) for 5 days, and the resulting cells were
stimulated with wnt3a proteins for different time point and subjected to 1B
analysis (F). The relative (B-catenin protein levels were quantified with
tubulin and normalized with time=0 in G.

Figure S2. CKIl, but not CKIl, promotes the degradation of ZNRF3
(A) IB analysis of IP and WCL derived from HelLa cells transfected with
indicated constructs.

Figure S3. B-TRCP does not promote the degradation of RNF43

(A) A schematic illustration of the domain structures and putative
B-TRCP-degron motifs in RNF43, as well as the sequence alignment with
RNF43 from various species to illustrate the evolutionary conservation of
this domain. Where indicated, the canonical B-TRCP-degron motifs are
shown.

(B) IB analysis of IP and WCL derived from HelLa cells transfected with
indicated constructs.

Figure S4. B-TRCP promotes the degradation of ZNRF3 in a degron

dependent manner

(A-B) IB analysis of WCL derived from U20S cells transfected with indicated
constructs and treated with CHX (100 uM) for indicated time points (A), the
relative proteins levels were quantified and plotted in (B).

(C) HelLa cells lentivirally infected with shRNA against ZNRF3 were infected
with  ZNRF3-WT or SSG-mut ZNRF3 retrovirus, and selected with
hygromycin (200 pg/mL) for 5 days. The resulting cells were stimulated
with or without wnt3a and subjected for IB analysis.





