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Supplementary Data 1 
Supplementary Materials and Methods 2 
Reagents 3 
C57BL/6J and C57BL/6J-ApcMin/J mice were obtained from The Jackson Laboratory (Bar 4 
Harbor, ME), and CD-1 mice were from Charles River Laboratories (Hollister, CA).  All 5 
experiments using mice were approved by the Genentech Institutional Animal Care and Use 6 
Committee.   7 
Primary antibodies used for Western immunoblotting were:  anti-AXIN1 (C95H11), anti-AXIN2 8 
(76G6), anti-phospho-β-catenin (S33/S37/T41), anti-nonphospho-β-catenin (S33/S37/T41), anti-9 
NuMA (8967), anti-TRF1 (3529), anti-IRAP (6918), and anti-plakoglobin (2309S) from Cell 10 
Signaling Technology, anti-β-catenin (BD Transduction Laboratories, 610153), anti-11 
nonphospho-β-catenin (anti-active-β-catenin, Millipore, 05-665ABC), anti-TNKS1/2 (Santa 12 
Cruz Biotechnology, H-350), anti-RNF146 (1), anti-CPAP/CENPJ (PTGLab, 11517-1-AP), anti-13 
GAPDH (Millipore), anti-actin (Sigma, A2066), and anti-lamin B1 (Abcam, ab16048-100).  14 
Primary antibodies used for immunofluorescence were anti-β-catenin (BD Transduction 15 
Laboratories, 610153) and anti-Ki67 (ThermoScientific, RM-9106).  XAV939 compound was 16 
purchased from Tocris Bioscience.   17 
 18 
Cell-based assays 19 
Compounds were incubated on cells for 16 h (unless otherwise indicated) at a final DMSO 20 
concentration of 0.5%, and 0.5% DMSO incubation was used as a control  Recombinant mouse 21 
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Wnt3a (R&D Systems, 1324-WN) was incubated on cells at 0.1 μg/ml for 16 h.  The CellTiter-22 
Fluor cell viability assay (Promega) was performed on cells prior to initiating luciferase assays.  23 
Plasmid or siRNA transfection assays were read out after 48 h or 72 h, respectively.  β-catenin 24 
and APC ON-TARGETplus SMARTpool siRNAs were purchased from Dharmacon.  qPCR 25 
assays used the Applied Biosystems recommended TaqMan primers and probes for each gene.  26 
ΔΔCt values for qPCR RNA expression were normalized to average Ct values for GAPDH (or 27 
RPLP0) RNA in replicate samples, and then to average ΔCt values for negative control treatment 28 
samples.  Error bars in all graphs represent standard deviation for three independent biological 29 
replicates, unless otherwise specified in the figure legends.   30 
For colony formation assays, DLD-1, HCT-15, and COLO-320DM cells were seeded at 500 31 
cells/well in 2 ml of medium (RPMI-1640, 10% fetal bovine serum, 2 mmol/L glutamine).  32 
SW403 cells were seeded at 10,000 cells/well in 2 ml of medium (L-15 Medium, 10% fetal 33 
bovine serum, 2 mmol/L glutamine).  Each cell line in triplicate wells was treated with either 34 
0.06% DMSO or compound in 0.06% DMSO and incubated for up to 17 days or until colonies 35 
became sufficiently large to quantify, changing medium and compound every third day.  36 
Colonies were stained by adding 200 μl of 12 mmol/L 3-(4,5-dimethylthiazol-2-yl)-2,5-37 
diphenyltetrazolium bromide (MTT; Molecular Probes) to each well for 1 h, and colony numbers 38 
were quantitated with a GelCount scanner (Oxford Optronix) at 1200 dpi resolution. 39 
To assay cell proliferation, cells were seeded in clear bottom, white-walled 96-well plates (BD 40 
Biosciences) at 5000 (HCT-15 and DLD-1) or 10,000 (COLO-320DM and SW403) cells/well in 41 
90 μl in media as described above for colony formation assays.  Cells were treated with 0.5% 42 
DMSO or compound in 0.5% DMSO for 4 days.  100 μl of CellTiter-Glo reagent (Promega) was 43 
added to each well at room temperature.  Sealed plates were shaken for 30 s, incubated at room 44 
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temperature for 10 min, shaken again, and measured on an EnVision Multilabel Plate Reader 45 
(PerkinElmer) for luminescence. 46 
For nuclear β-catenin and cell cycle analysis, SW480, HCT15, and COLO320-DM cells were 47 
seeded in 384-well tissue culture plates (Greiner, 781092) in 50 μl per well of RPMI medium 48 
with 2% FBS at a cell density of 10,000 cells per well.  Test compounds were prepared at 10 49 
mmol/L in DMSO.  Serial dilutions of compounds in DMSO were made using a Labcyte Echo 50 
Acoustic Liquid Handler, diluted in RPMI at 6-fold of the final required concentration, then 51 
transferred to the cell plate (10 μl/well).  Cells were incubated for 24 hours in the presence of test 52 
compounds.  Cells were pulsed with an addition of 10 μmol/L 5-ethynyl-2’-deoxyuridine (EdU; 53 
Life Technologies, E10187) for 1 hour, then fixed for 10 min by the addition of 10 μl of 16% 54 
paraformaldehyde (Electron Microscopy Service, 15710-S) giving a final concentration of 2.7%.  55 
Fixed cells were washed in PBS using a Biotek ELx405 plate washer (for all wash steps) and 56 
treated with 0.5% Triton X-100 (T8787, Sigma) in PBS for 30 min.  Primary 57 
immunofluorescence staining was carried out using antibodies specific for β-catenin (total β-58 
catenin; Cell Signaling Technology, 2677), active β-catenin clone 8E7 (non-phospho-β-catenin; 59 
Millipore, 05-665), or phospho-histone H3 (phospho-Ser10; Cell Signaling Technology, 3377) 60 
diluted 1:500 in PBS containing 0.5% BSA and 0.1% Triton X-100, incubated for 16 hours at 61 
4°C, followed by staining with Alexa Fluor 488-conjugated donkey anti-mouse IgG (H+L; Life 62 
Technologies, A-21202) diluted 1:1000 and Hoechst 33342 (Life Technologies, H1399) in PBS 63 
containing 0.5% BSA, 0.1% Triton X-100 for 2 h at room temperature.  Plates were then washed, 64 
and labeling of incorporated EdU was carried out by incubating the cells with 0.2 μg/ml Alexa 65 
Fluor 647 azide (Life Technologies, A10277), 4 mmol/L CuSO4, 2 mg/ml sodium ascorbate in 66 
Tris buffered saline (TBS; 150 mmol/L Tris pH7.5, 150 mmol/L NaCl) for 30 min at room 67 
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temperature, followed by washing with PBS.  Plates were sealed and imaged using a Cellomics 68 
VTI automated fluorescence imaging system.  All image analysis was carried out using 69 
Cellomics Arrayscan Application Software and the Compartmental Analysis Bioapplication.  70 
Briefly, the Hoechst 33342 stain was used to define the nuclear regions of cells and the intensity 71 
of nuclear β-catenin, phospho-histone H3, and EdU staining was measured within the nuclear 72 
region.  Positive phospho-histone H3 and EdU staining was used to define cells that were 73 
transiting M- and S-phase, respectively, of the cell cycle.  74 
 75 
Tumor RNA and protein lysate isolation 76 
To isolate RNA, frozen tumor slices were folded into weighing paper and crushed on an 77 
aluminum block chilled on dry ice.  5 mg of crushed tumor was transferred on dry ice to a 2-ml 78 
Eppendorf tube containing a 5 mm stainless steel bead.  Samples were moved to room 79 
temperature and quickly mixed with 400 μl of RLT (Qiagen) with β-mercaptoethanol (10 μl/ml).  80 
Samples were homogenized in a TissueLyser shaker (Qiagen) at 30 Hz for 2 min at 4ºC.  Tube 81 
racks were then rotated 180º and shaken again.  Lysates were centrifuged at 13,000 rpm for 1 82 
min, and supernatants were transferred to new tubes.  Total RNA was then isolated using 83 
RNeasy Plus kits (Qiagen) on a QIAcube instrument (Qiagen).  RNA was quantified on a 84 
NanoDrop 8000 spectrophotometer (Thermo Scientific) and diluted to 10 μg/ml for qPCR 85 
analysis.  Individual data points in qPCR gene expression graphs represent mRNA levels in 86 
individual tumors normalized to the average of the control vehicle-treated group, with error bars 87 
indicating standard deviation of three technical qPCR replicates.   88 
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For protein lysates, frozen tumor slices were folded into weighing paper and crushed on an 89 
aluminum block on dry ice.  5 mg crushed tissue was transferred to a tube on dry ice containing a 90 
5 mm stainless steel bead, moved onto wet ice, and mixed with 500 μl hypotonic lysis buffer.  91 
Tubes were shaken on the Qiagen TissueLyser at 30 Hz for 2 min at 4ºC, and then blocks were 92 
rotated and shaken again.  Lysates were transferred to new tubes, centrifuged at 30,000 RCF for 93 
10 min, and supernatants were transferred to new tubes for Western immunoblotting. 94 
 95 
Western immunoblot analysis 96 
For subcellular fractionation experiments, 700,000 cells were seeded per well in 6-well plates 97 
and treated with G007-LK for 24 h.  After washing with PBS, 100 μl of ice-cold cell lysate 98 
buffer (10 mmol/L Tris-HCl pH 7.4, 150 mmol/L NaCl, 1 mmol/L EDTA, 1% NP-40, 1 mM 99 
Na3VO4, 50 mmol/L NaF,  and Complete Mini Protease Inhibitor Cocktail [1 tablet/mL, Roche]) 100 
was added per well.  The samples were incubated on ice for 30 min and the cells were further 101 
detached with a cell scraper.  Pelleted nuclei were disrupted by sonication (10 times for 30 sec 102 
each) in RIPA buffer (50 mmol/L Tris-HCl pH 7.4, 150 mmol/L NaCl, 1% NP-40, 0.1% SDS, 103 
0.5% sodium deoxycholate, 1 mmol/L EDTA), and the supernatant was transferred to second 104 
tubes.  All samples were heated to 85°C after addition of 4x sample buffer (40% glycerol, 240 105 
mmol/L Tris-HCl pH 6.8, 8% SDS, 0.04% bromophenol blue, 5% β-mercaptoethanol).   106 
For hypotonic cell lysis, cells in 6-well dishes were prepared by aspirating medium from cells on 107 
ice, washing once with cold PBS, and adding 200 μl per well of hypotonic lysis buffer (10 108 
mmol/L Tris pH7.5, 10 mmol/L NaCl, 3 mmol/L MgCl2, 1 mmol/L DTT, Complete Mini 109 
Protease inhibitors without EDTA [Roche], Phosphatase Inhibitors Cocktails 2 and 3 [Sigma], 110 
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100 mmol/L sodium vanadate, 500 mmol/L sodium fluoride, 0.5 mmol/L DTT).  Cells were 111 
scraped from wells and transferred to microcentrifuge tubes on ice, vortexed for 15 s, and frozen 112 
at -80ºC for at least 10 min.  Lysates were thawed, centrifuged at 4ºC at 30,000 RCF for 10 min, 113 
and supernatants were transferred to a new tube. 114 
For electrophoresis, protein concentrations were attained by BCA Assay (Pierce) and adjusted to 115 
10 μg in 30 μl or 15 μl for cell or tissue lysates, respectively, with Loading Buffer and reducing 116 
agent (Novex).  Samples were heated to 95ºC for 10 min and loaded onto an 18-well gel (for cell 117 
lysates), or a 26-well BioRad Criterion 4-12% SDS-PAGE gel (for tumor lysates).  Gels were 118 
run at 130 V for 1.5 h, soaked in 1X Swift Transfer Buffer with 15% methanol, and transferred 119 
to membranes in a BioRad Criterion gel apparatus in Transfer Buffer at 0.5 mA for 2 h.  120 
Membranes were stained in Panceau S for 2 min, rinsed with water, blocked in 5% milk in PBS 121 
for 2 h, and then rinsed three times in PBS.  Membranes were incubated with primary antibodies 122 
diluted in 10 ml Hikari Solution A at 4ºC overnight, rinsed three times with PBS, incubated with 123 
secondary antibody goat anti-rabbit (Alexa Fluor 680, Invitrogen) or anti-mouse (Alexa Fluor 124 
800, Rockland) IgG diluted 1:20,000 in Hikari Solution B for 2 h, and rinsed four times in PBS 125 
with 0.1% Tween-20 (PBST) at room temperature.  Membranes were imaged with a LiCor 126 
Odyssey scanner.  For Fig. 2C, HRP-conjugated secondary antibodies (Santa Cruz 127 
Biotechnology, sc-2313 or sc-2314) and enhanced chemiluminescent imaging with Pierce ECL 128 
Western Blotting Substrate were used.  Western band intensities were quantitated using LI-COR 129 
Biosciences Odyssey software. 130 
 131 
Intestinal organoid assays 132 
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For 48-well tissue culture plates, crypts isolated from C57BL/6J mice as previously described (2) 133 
were resuspended in 100% growth-factor-reduced (GFR) matrigel (BD Biosciences) at 134 
approximated 5 crypts/μl and plated as 30-μl drops into the center of the wells.  For 96-well 135 
plates, crypts were resuspended in 50% GFR matrigel at 2.5 crypts/μl and 80 μl was plated.  136 
Treatments were applied in ENR medium the same day as plating, and organoids were cultured 137 
for 4 days before quantification using a GelCount scanner (Oxford Optronix).  ApcMin/- adenoma 138 
spheroids from C57BL/6J-ApcMin/J mice were enriched for growth over ApcMin/+ normal crypt 139 
organoids by excluding R-spondin from the medium (3).  After enrichment for three weeks, 140 
spheroids were dissociated with TrpLE (Life Technologies), passaged up to six times, and 141 
treated with inhibitors in the same manner as for C57BL/6J organoids.  Images were acquired 142 
using a Leica M165-FC stereo microscope.  RNA from 48-well plates for qPCR analysis was 143 
isolated from crypts grown to day four. 144 
 145 
Mouse in vivo studies 146 
In pharmacokinetic analyses, serial blood samples were collected at pre-dose and at 0.25, 0.5, 1, 147 
3, 6, and 9 h after dose administration.  In addition, blood and tumor samples were obtained from 148 
tumor-bearing mice as part of the pharmacodynamic and efficacy studies at the defined time 149 
points.  G007-LK or G244-LM blood, plasma, and tumor concentrations were determined by 150 
LC-MS/MS following protein precipitation with acetonitrile and injection of the supernatant onto 151 
the column.  Pharmacokinetic parameters were calculated by non-compartmental methods as 152 
described previously (4), using WinNonlin version 5.1.1 (Pharsight Corporation, Mountain View, 153 
CA).  Bioavailability (F) was determined by dividing the dose-normalized AUCinf for each 154 
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animal dosed PO by the dose-normalized mean AUCinf determined from the animals dosed IV (a 155 
pooled profile was used in mice). 156 
For xenograft tumor studies, COLO-320DM, SW403, HCT-15 and DLD-1 cells were cultured in 157 
growth media (RPMI 1640, 10% heat-inactivated fetal calf serum, 2 mmol/L L-glutamine) to 158 
80% confluency and then trypsinized, washed once with PBS, and resuspended in either Hank’s 159 
Balanced Salt Solution (HBSS) or a 1:1 mixture of HBSS with matrigel (growth factor reduced; 160 
catalog #356231, BD Biosciences, West Grove, PA) to a final concentration of 5 x 107 cells/ml.  161 
Each xenograft tumor model was established using 5 x106 cells (100 μL) inoculated 162 
subcutaneously in the rear right flank of immunocompromised mice.  COLO-320DM cells were 163 
implanted in HBSS without matrigel in C.B-17 SCID mice (Charles River Laboratories, Hollister, 164 
CA), SW403 and HCT-15 cells were implanted in HBSS with matrigel in nude (nu/nu) mice 165 
(Charles River Laboratories, Hollister, CA) , and DLD-1 cells were implanted in HBSS with 166 
matrigel in nude (nu/nu) mice (Taconic, Oxnard, CA).  When tumor volumes reach 167 
approximately 180-250 mm3, mice were separated into groups of 10 animals with similarly sized 168 
tumors, and treatment was initiated the day after grouping.   169 
To reduce G007-LK particle size, a bench scale wet milling device was used.  For the stock 170 
milled suspension formulation [30 mg/ml, active pharmaceutical ingredient (API)], an 171 
appropriate amount of glass beads and vehicle containing 0.5% methyl cellulose (Sigma), 0.2% 172 
Tween 80 (EMD Chemicals) in water (MCT) were added in a scintillation vial.  The mixture was 173 
then stirred at 1200 rpm for 24 h with occasional shaking.  Particle size was reduced to ≤5 μm as 174 
determined by polarized light microscopy.  Powder x-ray diffraction was used to monitor the 175 
crystalline form of the API before and after milling, and no changes were observed.  The milled 176 
stock formulation was then diluted with MCT to reach target dose concentrations.  Mice were 177 
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dosed IP with the MCT micronized suspension of G007-LK (prepared fresh weekly), or with 178 
MCT vehicle only.   179 
Tumor volumes were determined using digital calipers (Fred V. Fowler Company, Inc.) using the 180 
formula (L x W x W)/2.  Tumor growth inhibition (%TGI) was calculated as the percentage of 181 
the area under the fitted curve (AUC) for the respective dose group per day in relation to the 182 
vehicle, such that %TGI = 100 x 1 - (AUCtreatment/day)/(AUCvehicle/day).  Curve fitting was 183 
applied to Log2 transformed individual tumor volume and body weight data using a linear mixed-184 
effects (LME) model using the R package nlme, version 3.1–97 in R v2.12.0. 185 
For intestine immunofluorescence, formalin-fixed and paraffin-embedded intestines were cut 186 
into 6 μm sections, mounted onto slides, and baked.  To remove paraffin and rehydrate, slides 187 
were sequentially dipped into xylene, 100% ethanol, 95% ethanol, 70% ethanol, and then water 188 
for 2 min each.  Slides were placed into loosely capped slide chambers containing DAKO 189 
Antigen Retrieval solution in a pressure cooker with water just covering the bottoms of the 190 
chambers, and cooked on a high setting for 15 min.  The hot solution was slowly replaced with 191 
cool distilled water.  Slides were blocked 20 min at room temperature in DAKO serum-free 192 
ready-to-use protein block solution after marking wells around tissue with a DAKO pen.  193 
Blocking solution was tapped off and primary antibody was added.  Slides were incubated 194 
horizontally at 4ºC overnight in a humidified chamber, washed three times in PBST for 3 min 195 
each, incubated with secondary antibodies Alexa Fluor 488 goat anti-mouse IgG (Invitrogen 196 
A21121) and Cy3 donkey anti-rabbit IgG (Jackson Immunoresearch 711-165-152) for 1 hour at 197 
room temperature, washed three times in PBST for 3 min each, and rinsed in PBS.  Samples 198 
were mounted in Vectashield containing DAPI (Vector Laboratories) and imaged on a Zeiss 199 
fluorescence microscope. 200 



 10

ApcCKO/CKO/Lgr5-creERT2 mouse groups were treated with G007-LK (50 mg/kg) or vehicle 201 
(15% DMSO, 17.5% Cremophor EL, 8.75% Miglyol 810N,8.75% Ethanol and 50% PBS) PO 202 
QD starting the following day and continuing for 19 days.  Mouse body weight was measured 203 
once a week.  Mice were sacrificed and the intestines were dissected, washed in PBS, and fixed 204 
in 10% formaldehyde in PBS.  Fixed intestines (ileum) were embedded in paraffin, sectioned, 205 
and stained with an anti-β-catenin antibody (BD Transduction Laboratories, 610153).  Strong 206 
expression of β-catenin identified revealed numerous polyps with a typical round-shape 207 
morphology in the ileum.  The number of polyps and the total area was quantified using the 208 
Ellipse software (ViDiTo, Slovakia) as previously described (5).  SigmaPlot 11 (Systat Software, 209 
Inc.) was used to perform all statistical analyses.  For comparisons of two groups, normal 210 
distributions of the datasets were first analyzed with the Shapiro-Wilk test.  When the Shapiro-211 
Wilk test passed (P≥0.05), a Student’s t-test was performed.  If the Shapiro-Wilk test failed 212 
(P<0.05), a Mann-Whitney rank-sum test was applied.  When performing Student’s t-tests and 213 
Mann-Whitney rank-sum tests, P<0.05 was regarded as a statistically significant difference. 214 
In the investigative toxicology study, eight female mice per group were utilized for toxicokinetic 215 
analysis and underwent terminal necropsy on day 15.  Blood was collected at necropsy via retro-216 
orbital bleed from fasted animals for routine hematology and clinical chemistry evaluation, and 217 
selected tissues (thymus, stomach, spleen, large and small intestines, lung, kidney, liver, heart, 218 
bone marrow and brain) were collected at necropsy and evaluated for histopathological findings.   219 
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Supplementary Figure and Table Legends 234 
Supplementary Fig. S1.  Tankyrase inhibitor effects on APC-wildtype and -mutant cell 235 
lines.  (A)  Dose-response curves of three tankyrase inhibitors for TOPbrite Wnt/β-catenin 236 
luciferase reporter activity and cell viability (upper graph), and for Wnt target gene expression 237 
(Axin2 and Lgr5; lower two graphs), in APC-wildtype mouse 10T1/2 cells.  (B)  Western 238 
immunoblot (upper panel) of cytosolic proteins from hypotonic lysis of the APC-mutant cell 239 
lines indicated after treatment with 0.5 μmol/L G007-LK or control DMSO for 16 h.  Cell lines 240 
sensitive (S, green) or resistant (R, red) to Wnt/β-catenin signaling inhibition by tankyrase 241 
inhibitors are marked as in Fig. 2B.  Lower two graphs show quantification of the relative band 242 
intensities normalized to GAPDH in the same lane of the immunoblot. 243 
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Supplementary Fig. S2.  Tankyrase and receptor tyrosine kinase pathway inhibitor effects 244 
on CRC cell line and intestinal organoid growth.  (A)  Percentage of cells for the indicated 245 
three cell lines showing phospho-histone H3 staining as a marker for mitosis (left graph) or EdU 246 
staining as a marker for S-phase of the cell cycle (right graph) after treatment with G007-LK or 247 
G244-LM for 24 h.  (B)  Dose-response curves for cell proliferation of CRC cell lines treated 248 
four days with the indicated MEK1/2 inhibitor (GDC-0973), TNKS1/2 inhibitor (G007-LK and 249 
G244-LM), or combination treatment, normalized to control DMSO treatments for the same cell 250 
line.  The upper two graphs show results for MEK and two TNKS inhibitors on four APC-mutant 251 
cell lines, as indicated, and the lower graph shows combination MEK inhibitor treatments with 252 
0.5 μmol/L G007-LK or G244-LM in DLD-1 cells.  (C)  Colony formation (upper graph) for 253 
COLO-320DM cells treated with tankyrase inhibitor (0.2 μmol/L G244-LM or G007-LK) and 254 
MEK inhibitor (GDC-0973 at the indicated μmol/L concentrations in parentheses) individually 255 
or in combination for 13 day.  BIM1 (middle graph) and AXIN2 (lower graph) RNA expression is 256 
shown for similar HCT-15 cell treatments for 4 days.  (D)  Dose-response curves for normal 257 
mouse small intestine organoid growth after treating in culture for 4 days with tankyrase (G007-258 
LK or G244-LM) or EGFR (erlotinib) inhibitor.  Control 0.2% DMSO wells contained 32.0 ± 259 
7.6 organoids. 260 
Supplementary Fig. S3.  Pharmacokinetic and anti-tumor efficacy properties of tankyrase 261 
inhibitors.  (A)  G007-LK exposure in plasma and HCT-15 xenograft tumors at 8, 16, and 24 h 262 
after a single G007-LK IP dose for the tumor study shown in Fig. 4B and 4C.  (B)  Adenoma 263 
image quantification for groups of five ApcCKO/CKO Lgr5-CreERT2+ mice treated with 50 mg/kg 264 
G007-LK PO QD or control vehicle for 19 days.  Neoplastic tumor lesions were identified in 265 
sections of the ileum based on high levels of β-catenin immunohisotochemical staining using 266 
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Ellipse software analysis.  Graphs show the total tumor area (left) and number of tumor lesions 267 
(right) in each ileum, with black mean bars and blue SEM error bars marked.  The distributions 268 
in the groups differed significantly for tumor area (P<0.01 by the Mann-Whitney rank-sum test 269 
for the non-normal distributions) and for lesion number (P<0.05 by the Student’s t-test).  (C)  270 
Representative microscopy images of ileum sections used for the quantification in (B), stained 271 
with anti-β-catenin antibody and H&E.  Left panels show control vehicle-treated intestines, with 272 
epithelial lesions marked with arrowheads, and right panels display intestines from G007-LK-273 
treated mice.  Scale bars in each image represent 0.1 mm.  (D)  G007-LK exposure levels in 274 
mouse sera (upper graphs) and tumors (lower graphs) collected 16 h after the last dose from 275 
tumor efficacy studies of COLO-320DM (Fig. 4D), SW403 (Fig. 5A), HCT-15 (Fig. 5D), and 276 
DLD-1 (Fig. 5D) xenografts. 277 
Supplementary Fig. S4.  G007-LK effects in mice at toxic doses.  (A)  Higher magnification 278 
view, compared to Fig. 6C, of the ileum (H&E stained section) showing villous blunting 279 
(between arrow and arrowhead), fusion, and neutrophilic inflammation within the lamina propria 280 
and lumen (above arrowhead) in a mouse treated with 60 mg/kg G007-LK IP QD for 10 days.  281 
(B)  Systemic inflammatory and protein-losing enteropathy responses in blood samples from 282 
mice treated with 60 mg/kg or 100 mg/kg G007-LK IP QD for 10 or 9 days, respectively, as 283 
indicated.  The upper graph shows absolute neutrophil counts (Neut) and percentage of immature 284 
neutrophils (Bands), and the lower graph depicts serum albumin levels. 285 
Supplementary Table S1.  Tankyrase inhibitor potency and selectivity 286 
Supplementary Table S2.  Pharmacokinetic parameters of G007-LK and G244-LM  287 
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Supplementary Table S3.  G007-LK effects on tumor growth and mouse body weight in 288 
xenograft efficacy studies 289 
 290 


