Supplementary Material
HPLC, Mass spectra and two-dimensional NMR spectra for peptidomimetics.
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Column : GEMINI C18; 4.6 x 250mm Channel A Method
Solvent : A=0.1%TFA/water, B=0.13%TFA/ACN
Flow ¢ lml/min. YS1-40 287061-11(8-13)
Detector : 215nm 15-65%B IN 25 MIN/H20
File ¢ ci:\instru~1\data\Ys1-40.dd1l
Sample ID : 8-13
Acquired : Mar 07, 2008 09:25:00
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Figure 1. HPLC chromatogram for compound HERPS.
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Figure 2. High resolution mass spectrum for compound HERP5
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Flow rate : 1.0 mL/min
Wavelength @ 220nm
Volumn : Bul

Chromatogram (FITC-RF-3-F-080826. mdy)
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Figure 3. HPLC chromatogram fluorescently labeled compound FITC-HERP5

oililof
Wb

M Spevirum

TE HEES
FITC HERS,

rive
10 . ———
i AT poaee

[M+2H]/2=511.45

400 460 S0 SN0 B0 DR TER 0 80 B0 1000 IDSD 1120 1IBG 1B 1M 1060 1420 148D 140 BEBO BG40 ITRD ITHE 140 1900

Date and Tiome. © I00RE-26 4 3RT Probe <] Probe b 4 Sy

! meat No. + M Fartugires Gas Flow | $Lmm e S

v ey o T T Flew i Il
m + FITC-RF-3 CIN. Temp INT LY SR HALS
] oot il 0T

Figure 4. Mass spectrum for fluorescently labeled compound FITC-HERPS.
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Figure 5. '"H 2D-TOCSY NMR -speétmm of HERPS in H,0/D,0 at 298 K showing fingerprint
region.
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Figure 6. 'H 2D-DQF-COSY NMR spectrum of HERP5 in H,0/D,0 at 298 K showing
assignments. Ar —aromatic resonances, Gua-guanidine group.
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Figure 7. "H 2D-ROESY NMR spectrum of HERP5 in H,0/D,0 at 298 K showing amide to
aliphatic connectivities with assignments.
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Figure 8. "H 2D-ROESY NMR spectrum of HERP5 in H,0/D,0 at 298 K showing amide and

aromatic region.
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Figure 9. CD spectra of HER2 protein extracellular domain at 6.5 pM and HERPS
peptidomimetic at 1.3 mM in water. Notice that the CD spectra of HER2 protein and HERP5
peptidomimetic do not have overlapping CD bands.

16 -
14 -
12
10

Changes in CD (mdeg) at 230.5 nm

8
6
4 -
2
0

1:800 1:500 1:300 1:150

Ratio of proteinHER2: HERP5 concentration

Figure 10. Changes in the CD signal of the peptidomimetic HERPS at 230.5 nm upon addition
of HER2 protein extracellular domain at different proteinHER2: HERPS ratio. Changes in CD
spectra are calculated by subtracting the different spectra from HERPS spectra without the
protein.
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RU Fe2-Fe1: HER2 to HERPS binding, 1:1 Langmuir model

Resp. DIff.

0 100 200 300 400 500 600 700

Time {Sec) 5

Figure 11. Preliminary results of Surface Plasmon Resonance (SPR) analysis of interaction
between the HER2 extracellular domain and the HERPS peptidomimetic. Difference in dose
response compared to the control is shown in the figure. 1:1 Langmuir model was used to fit the
data to obtain Ko, and K. values. Ky value calculated was around 1 uM. Peptidomimetic was
immobolized on CMS5 chip with 10 pg/mL in 10 mM sodium acetate pH 5.0 at a flow of 10
pL/min for 7 min. An analogue of HERP5 was used as negative control. Different concentration
of extracellular domain of the HER2 protein (0, 5, 10, 20, 40, 80, 160 uM ) was injected to flow
on the chip at a flow rate of 30 uL/min.
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Sigmoidal curve fitting
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Figure 12. Example of different dose response curves plotted to calculate ICsy values for the
compounds. A) plot of log of concentration of the compound vs % cell viability. B) concentration
of compound vs cell viability
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Figure 13. Competitive binding of unlabeled HERPS to MCF-7 cells. Fluorescence of the FITC-
labeled HERPS is monitored to observe competitive binding. Concentration of unlabeled HERP5
was varied (100 uM to 0.01 uM). Graph indicates that binding of HERP5 to MCF-7 cells is non-
specific.
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Figure 14. Schematic diagram of three-grid boxes used for docking of HERP5 to the entire domain
IV of HER2 protein. Notice the overlapping in grid boxes. Grid box 2 contains interface of domain
III and domain IV.
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