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Appendix Table S1. Reported IC50s (nM) of GSIs with references. 

 Aβ40 NOTCH reference 

BMS-906024 1.6 0.7-3.4 (Gavai et al, 2015) 

DAPT 20  (Dovey et al, 2001) 

MK-0752 5 55 (Cook et al, 2010; Krop et al, 2012) 

PF-3084014 6.2 13.3 (Wei et al, 2010) 

RO4929097 14 5 (Luistro et al, 2009) 

Semagacestat 12.1 14.1 (Mitani et al, 2012) 
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Appendix Figure S1. BMS-708163 inhibits rC100sub and rNOTCH1sub equivalently. 
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Appendix Figure S2. WB of H4 cells stably overexpressing chimeric NOTCH1-4 and C100. 

Detected with 6E10 antibody. 
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Appendix Figure S3. The low dose potentiation of cleavage of rNOTCH3sub and rNOTCH4sub. 

CHAPSO solubilized CHO membrane was incubated with rNOTCH3sub and rNOTCH4sub. The 

Aβ-Nβ chimeric peptides with different concentration of BMS-906024 and Semagacestat were 

compared using IP-MS. G1456 from rNOTCH4sub and a peak about 3100 Da from 

rNOTCH3sub were used as internal-standards as shown on the left side of each spectrum. 
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Appendix Figure S4. Mammospheres growth inhibition by different GSIs at 1 and 5 µM GSIs. A. 

Limiting dilution assays of MDA-MB-231.  B. Limiting dilution assays of MDA-MB-468 cell 

lines. Large mammospheres (≥500 µm in diameter) and small mammospheres (100-500 µm) of 10 

µM GSIs treated samples were counted. C. Absolute cell counts from the limiting dilution assay 

at of MDA-MB-231. D. Absolute cell counts from the limiting dilution assay at of MDA-MB-468. 

All data were analyzed with one-way ANOVA using GraphPad Prism6 software (*p<0.05, 

**p<0.01, ***p<0.001, ****p<0.0001).  
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Appendix Figure S5.  Protein sequence of recombinant substrates used for in vitro assay. Red, 

Aβ1-15. Black, NOTCH fragment. Green, FLAG tag. Underlined, predicted transmembrane 

domain. 

rNOTCH1sub: 

MDAEFRHDSGYEVHHQVQSETVEPPPPAQLHFMYVAAAAFVLLFFVGCGVLLSRKRRRQHGQLWFPEGFKVSEASKKKRREPLGED

SVGLKPLKNASDGALMDDNQNEWGDEDLEDYKDDDDK 

rNOTCH2sub: 

MDAEFRHDSGYEVHHQVVSESLTPERTQLLYLLAVAVVIILFIILLGVIMAKRKRKHGSLWLPEGFTLRRDASNHKRREPVGQDAV

GLKNLSVQVSEANLIGTGTSEHWVDDEGPDYKDDDDK 

 

rNOTCH3sub: 

MDAEFRHDSGYEVHHQVRGEPLEPPEPSVPLLPLLVAGAVLLLVILVLGVMVARRKREHSTLWFPEGFSLHKDVASGHKGRREPVG

QDALGMKNMAKGESLMGEVATDWMDTECPDYKDDDDK 

 

rNOTCHsub4: 

MDAEFRHDSGYEVHHQHPHAGTAPPANQLPWPVLCSPVAGVILLALGALLVLQLIRRRRREHGALWLPPGFTRRPRTQSAPHRRRP

PLGEDSIGLKALKPKAEVDEDGVVMCSGPDYKDDDDK 

 

rCD44sub: 

MDAEFRHDSGYEVHHQNTTSGPIRTPQIPEWLIILASLLALALILAVCIAVNSRRRCGQKKKLVINSGNGAVEDRKPSGLNGEASK

SQEMVHLVNKESSETPDQFMTADETRNLQNVDMKIGVDYKDDDDK 

 

rVEGFR1sub: 

MDAEFRHDSGYEVHHQSAYLTVQGTSDKSNLELITLTCTCVAATLFWLLLTLFIRKMKRSSSEIKTDYLSIIMDPDEVPLDEQCER

LPYDASKWEFARERLKLGKSLGRGAFGKVDYKDDDDK 

 

  



8 
 

 

Appendix Figure S6.  Protein sequence of substrates used for cell based assay. Blue, Signal 

peptide from NOTCH 4. Red, Aβ1-25/K16A.  Black, NOTCH fragment. Green, FLAG tag. 

Underlined, predicted transmembrane domain. 

cNOTCH1sub: 

MDPPSLLLLLLLLLLLCVSVVRPRGDAEFRHDSGYEVHHQALVFFAEDVGVQSETVEPPPPAQLHFMYVAAAAFVLLFFVGCGVLL

SRKRRRQHGQLWFPEGFKVSEASKKKRREPLGEDSVGLKPLKNASDGALMDDNQNEWGDEDLEDYKDDDDK 

 

cNOTCH2sub: 

MDPPSLLLLLLLLLLLCVSVVRPRGDAEFRHDSGYEVHHQALVFFAEDVGVVSESLTPERTQLLYLLAVAVVIILFIILLGVIMAK

RKRKHGSLWLPEGFTLRRDASNHKRREPVGQDAVGLKNLSVQVSEANLIGTGTSEHWVDDEGPDYKDDDDK 

 

cNOTCH3sub: 

MDPPSLLLLLLLLLLLCVSVVRPRGDAEFRHDSGYEVHHQALVFFAEDVGVRGEPLEPPEPSVPLLPLLVAGAVLLLVILVLGVMV

ARRKREHSTLWFPEGFSLHKDVASGHKGRREPVGQDALGMKNMAKGESLMGEVATDWMDTECPDYKDDDDK 

 

cNOTCH4sub: 

MDPPSLLLLLLLLLLLCVSVVRPRGDAEFRHDSGYEVHHQALVFFAEDVGHPHAGTAPPANQLPWPVLCSPVAGVILLALGALLVL

QLIRRRRREHGALWLPPGFTRRPRTQSAPHRRRPPLGEDSIGLKALKPKAEVDEDGVVMCSGPDYKDDDDK 

 

cCD44sub: 

 

MDPPSLLLLLLLLLLLCVSVVRPRGDAEFRHDSGYEVHHQALVFFAEDVGNTTSGPIRTPQIPEWLIILASLLALALILAVCIAVN

SRRRCGQKKKLVINSGNGAVEDRKPSGLNGEASKSQEMVHLVNKESSETPDQFMTADETRNLQNVDMKIGVDYKDDDDK 

 

cVEGFR1sub: 

MDPPSLLLLLLLLLLLCVSVVRPRGDAEFRHDSGYEVHHQALVFFAEDVGSAYLTVQGTSDKSNLELITLTCTCVAATLFWLLLTL

FIRKMKRSSSEIKTDYLSIIMDPDEVPLDEQCERLPYDASKWEFARERLKLGKSLGRGAFGKVDYKDDDDK 


