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Emission spectra of BODIPY1-Pepsin mixture solvent of buffer and DMSO
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Fig. S1. Comparison of emission spectrum of BODIPY1-Pep. (1.2 uM) in solvents with different ratios
of PBS7.4 and DMSO.
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Fig. S2. Comparison of fluorescent intensity of BODIPY1-Pep, (1.2 uM) at 512 nm in solvents with
different ratios of PBS7.4 and DMSO.
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Photophysical properties of BODIPY-peptide conjugates
Table. S1. Photophysical property of BODIPY ,-Pep;.2

A absorption & A excitation A emission

o, b
(nm) (x 10°M1cm?Y) (nm) (nm) T (ns) ® (%)
BODIPY1-Pep: 503 5.81 501 515 3.18 50.1
BODIPY3-Pep: 526 5.10 526 542 5.23 34.0
BODIPY-Pep: 560 4.07 557 599 0.991 5.58
2 all data are recorded in DMSO
b the quantum yields are measured by comparative method with reference rhodamine 6G in water (® = 95%)).
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Fig. S3. Absorption (A), excitation (B) and emission (C) spectra of BODIPY 1-Pep;.
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Fig. S4. Absorption (A), excitation (B) and emission (C) spectra of BODIPY 3-Pep;.
A B C
100000 4
020 6000000 4
£0000 A
01 5000000
4000000 4 60000 4
o 3000000
40000 {
.05 4 2000000 4
20000
1000000
0004 0 0
460 GE‘IU 360 WU‘UU SSI;U 460 4%0 560 ESI;U SUIU EgU GE‘IU GSI;U TE‘IU

Wavelengih (nm) Wavelengih (nm)

Wavelengih (nm)

Fig. S5. Absorption (A), excitation (B) and emission (C) spectra of BODIPY-Pep;.
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Distribution of signal of BODIPY1-Pepsand nuclear blue in the cell lines
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Fig. S6. Profiles of the emission intensity of the BODIPY1-Peps and nuclear blue were plotted along the
red arrow A. C666, B. HeLa. The signal of BODIPY1-Pep, and nuclear blue overlapped well in C666 cell
line (EBNA+) but not in HeLa cell line (EBNA-).
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Chemical Experiments

Reagents: All amino acid building blocks for Fmoc-strategy SPPS were purchased from Bidepharm. For
synthesizing Pepi~Pepio, Fmoc-Ala-OH, Fmoc-Val-OH, Fmoc-lle-OH, Fmoc-Leu-OH, Fmoc-Met-OH,
Fmoc-Phe-OH, Fmoc-Tyr(tBu)-OH, Fmoc-Tyr(POs(MDPSE);)-OH, Fmoc-Trp(Boc)-OH, Fmoc-Ser(tBu)-
OH, Fmoc-Thr(tBu)-OH, Fmoc-Asn(Trt)-OH, Fmoc-GIn(Trt)-OH, Fmoc-Cys(Trt)-OH, Fmoc-Gly-OH,
Fmoc-Pro-OH, Fmoc-Arg(Pdf)-OH, Fmoc-His(Boc)-OH, Fmoc-Lys(Boc)-OH, Fmoc-Asp(tBu)-OH,
Fmoc-Glu(tBu)-OH, Fmoc-6-Ahx-OH, Fmoc-2-Nal-OH, Fmoc-4-Cpa-OH, Fmoc-3-Pal-OH, Fmoc-Cit-
OH. For Pepi1, Fmoc-Lys(Alloc)-OH was used to take place Fmoc-Lys(Boc)-OH as building block of
lysine. The Rink Amide resin (100-200 mesh) and Wang resin (100-200 mesh) were purchased from Sigma-
Aldrich for synthesizing peptides with amide and acid C-terminal respectively. All aldehyde and pyrrole
building blocks are commercially available except the pyrrole for synthesizing DPs and DPy; are
synthesized according literature.l™! Solvents and other reagent were purchased and used without further
purification.
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Fig. S7. Structure and abbreviate of unnatural amino acids.

Analytical HPLC: Analytical HPLC was performed on an Agilent 1100 series HPLC system (Agilent
Technologies, Stockport, UK) equipped with a diode-array detection (DAD) detector and Agilent C18
column (250 mm x 4.6 mm) at the following gradients:

Gradient A:
Time A% B % Flow
(min) (H.O + 0.1 % TFA) (MeCN + 0.1 % TFA) (mL/min)
0 80 20 0.5
60 0 100 0.5
70 0 100 0.5
Gradient B:
Time A % B % Flow
(min) (H.O +0.1 % TFA) (MeCN + 0.1 % TFA) (mL/min)
0 80 20 0.5
40 20 80 0.5
41 0 100 0.5
55 0 100 0.5

Preparative HPLC: The purifications of products were carried out on Waters semi-preparative system
with Waters 2707 Autosampler, Water 1525 Binary HPLC Pump, Waters 2998 Photodiode Array Detector
and Waters Fraction Collector 111 and Atlantis®@ T3 Prep OBD™ column (C18, 5 um, 19x250 mm). The
Gradient usually refer to the analytical HPLC but flow rate is 5 mL/min. The fractions were collected and
verified by ESI-MS.

S5



Mass spectrometry: High-resolution mass spectra, reported as m/z, were obtained from Bruker Autoflex
MALDI-TOF mass spectrometer. Low-resolution mass spectra were conducted by SCIEX 3200Q ESI mass
spectrometer was also used for monitoring reaction and determining correct fraction during purification of
product.

Nuclear magnetic resonance: NMR spectra were recorded on a Bruker Ultrashield 400 Plus NMR
spectrometer (*H NMR on 400 MHz, *C NMR on 101 MHz and **F NMR on 376 mHz. The *H NMR
chemical shifts were referenced to corresponding solvent peak (2.50 for DMSO-d6 and 3.31 for methanol-
d4). The following abbreviations were used to explain the multiplicities: s = singlet, d = doublet, t = triplet,
g = quartet, dd = doublet of doublets, m = multiplet, br = broad.

General procedure of solid phase peptide synthesis: Standard Fmoc-based SPPS procedure was carried
out manually. The 5 mL SPE filtration tube with Frits were used. The Rink Amide resin and Wang resin
were used for synthesizing peptides with amide and acid C-terminal respectively. To load first amino acid
onto Rink Amide resin, Fmoc-deprotected resin was shaken with amino acid building block (3 eq.), PyBOP
(3 eqg.) and DIPEA (6 eq.) in DMF (4 mL/ 0.1 mmol) overnight. To load first amino acid onto Wang resin,
resin was shaken with amino acid building block (3 eq.), PyBOP (3 eq.) and DMAP (1 eq.) in DCM/DMF,
v/v, 8/2 (4 mL/ 0.1 mmol) overnight. After loading first amino acid, the resin was washed with DMF (4 mL
x3) and DCM (4 mL x3). Then, the shaken with Ac,O/Pyridine, v/v, 3/2 (4 mL/ 0.1 mmol) for 30 min to
cap all remining reacting site on resin. During peptide elongation, coupling was carried out with amino acid
building block (3 eq.), PyBOP (3 eq.) and DIPEA (6 eg.) in DMF (4 mL/ 0.1 mmol) for 2~12 h, and Fmoc
deprotection was carried out with 4 mL 20% piperidine in DMF (4 mL/ 0.1 mmol) for 25 min. After all
amino acid building blocks were coupled, the substitute value of resin bound peptide was calculated by the
method from literature®. Global cleavage was carried out with different cocktail (4 mL/ 0.1 mmol) and
reaction time according different amino acid composition of each peptide. Cocktail A: TFA/TIPS/H;0,
viviv, 95/2.5/2.5; Cocktail B: TFA/EDT/p-Cresol/H,0, viviviv, 90/5/2.5/2.5.

H:N-YFMVF-CONH: (Pep1). Global cleavage condition: cocktail A, 2 h. Yield: 60 %. White powder.
Analytic HPLC: Gradient A, retention time: 23.9 min, purity: 96.6 %. HRMS(MALDI-TOF): calc. for
Cs7H9NO6S™ [M+H]* 705.3429, found 705.3489; calc. for Cs7HasNgNaOsS* [M+Na]* 727.3248, found
727.3251; calc. for Cs7HisKNsOsS* [M+K]* 743.2988, found 743.3027. *H NMR (400 MHz, Methanol-da)
0 7.26 — 7.14 (m, 10H), 7.11 — 7.04 (m, 2H), 6.81 — 6.72 (m, 2H), 4.89 (s, 1H), 4.70 (tt, J = 8.3, 5.9 Hz,
2H), 4.40 — 4.31 (m, 1H), 4.07 (dd, J = 8.6, 4.8 Hz, 1H), 3.20 — 3.05 (m, 3H), 2.98 — 2.79 (m, 3H), 2.56 —
2.38 (m, 2H), 2.01 (s, 6H), 0.90 (dd, J = 6.8, 5.1 Hz, 6H); *C NMR (101 MHz, Methanol-ds) § 129.58,
128.28, 128.22, 127.43, 127.34, 125.74, 114.80, 53.39, 47.52, 47.31, 47.10, 46.89, 46.67, 46.46, 46.25,
37.23, 37.05, 35.71, 31.38, 30.27, 28.97, 17.65, 16.99, 13.27; *H NMR (400 MHz, DMSO-ds) & 9.38 (s,
1H), 8.77 (d, J = 8.1 Hz, 1H), 8.44 (d, J = 7.9 Hz, 1H), 8.02 (d, J = 8.2 Hz, 1H), 7.99 — 7.92 (m, 2H), 7.83
(d, J=8.8 Hz, 1H), 7.38 (d, J = 2.2 Hz, 1H), 7.30 — 7.15 (m, 10H), 7.06 (s, 1H), 7.04 (d, J = 8.5 Hz, 2H),
6.72 —6.67 (m, 2H), 4.65 (td, J = 8.7, 4.2 Hz, 1H), 4.50 — 4.42 (m, 2H), 4.18 — 4.13 (m, 1H), 3.89 (s, 1H),
3.08 — 2.93 (m, 3H), 2.82 (ddd, J = 14.0, 9.3, 6.6 Hz, 3H), 2.42 (ddp, J = 13.1, 9.3, 6.9, 6.2 Hz, 2H), 2.03
(s, 3H), 1.97 — 1.87 (m, 2H), 1.79 (dtd, J = 14.2, 9.4, 6.1 Hz, 1H), 0.79 (dd, J = 6.8, 2.2 Hz, 6H); *C NMR
(101 MHz, Methanol-ds) & 129.58, 128.28, 128.22, 127.43, 127.34, 125.74, 114.80, 53.39, 47.52, 47.31,
47.10, 46.89, 46.67, 46.46, 46.25, 37.23, 37.05, 35.71, 31.38, 30.27, 28.97, 17.65, 16.99, 13.27; **C NMR
(101 MHz, DMSO-ds) 6 172.61, 170.66, 170.58, 170.40, 156.52, 137.70, 137.37, 130.53, 129.19, 129.00,
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128.06, 127.91, 126.32, 126.14, 124.42, 115.25, 57.57, 53.96, 53.45, 53.23, 51.93, 37.57, 37.39, 36.08,
31.92, 30.59, 29.47, 19.08, 17.90, 14.58.

H:N-C-Ahx-RrRKGGYFMVF-COOH (Pep2). Global cleavage condition: cocktail B, 4 h. Yield:
54 %. White powder. Analytic HPLC: Gradient B, retention time: 16.8 min, purity: 98.4 %.
HRMS(MALDI-TOF): calc. for CrHi110N1gO1s" [M+H]" 1452.8474, found 1452.8474; calc. for
Cr1H100N19NaO14" [M+Na]* 1474.8294, found 1474.8294.

H:N-C-Ahx-YFMVFGGRrRK-COOH (Peps). Global cleavage condition: cocktail B, 4 h. Yield:
60 %. White powder. Analytic HPLC: Gradient B, retention time: 18.9 min, purity: 97.1 %.
HRMS(MALDI-TOF): calc. for C7Hi118N23015S;" [M+H]* 1632.8614, found 1632.8623; calc. for
C74H117N23NaO15S," [M+Na]+ 1654.8433, found 1654.8431.

HzN-C-Ahx-YFMVFGGRrRK-COOH (Pepa). Global cleavage condition: cocktail B, 4 h. Yield:
53 %. White powder. Analytic HPLC: Gradient B, retention time: 17.6 min, purity: 95.9 %.
HRMS(MALD|-TOF): calc. for C74H113N23015Sz+ |:|\/|+H]+ 1632.8614, found 1632.8604; calc. for
C74H117N23N801582+ [M+Na]+ 1654.8433, found 1654.8440.

HoN-NWYFIVF-COOH (Peps). Global cleavage condition: cocktail A, 2 h. Yield: 57 %. White
powder. Analytic HPLC: Gradient A, retention time: 28.7 min, purity: 94.9 %. HRMS(MALDI-TOF): calc.
for C53H73N11Na012+ [|\/|'|'N¢':1]Jr 1138.5332, found 1138.5323.

HoN-DEHYFIVF-COOH (Pepg). Global cleavage condition: cocktail A, 2 h. Yield: 60 %. White
powder. Analytic HPLC: Gradient A, retention time: 22.8 min, purity: 96.8 %. HRMS(MALDI-TOF): calc.
for C53H59N10014+ [M'l'H]+ 1069.4989, found 1069.4988; calc. for Cse;HegKNloOMJr ['\/l‘*‘l‘(]Jr 1107.4548,
found 1107.4424.

H2N-Ahx-P-(pTyr)-LKTK-COOH (Pepy). Global cleavage condition: cocktail B, 3 h. Yield: 59 %.
White powder. Analytic HPLC: Gradient B, retention time: 8.4 min, purity: 93.7 %. HRMS(MALDI-TOF):
calc. for C42H73sNgO13P* [M+H]" 942.5060, found 942.5063; calc. for C4,H72NgNaO13P* [M+Na]* 964.4879,
found 964.4882; calc. for Cs,H72KNgO13P* [M+K]* 980.4619, found 980.4627.

HaN-Ahx-P-(pTyr)-LKTKRrRK-COOH (Peps). Global cleavage condition: cocktail B, 3 h. Yield:
62 %. White powder. Analytic HPLC: Gradient B, retention time: 33.5 min, purity: 98.4 %.
HRMS(MALD|-TOF)Z calc. for C56H121N23O17P+ [|\/|+H]Jr 1538.9043, found 1538.9043; calc. for
CesH120N2sNaO17P* [M+Na]* 1560.8862, found 1560.8860.

H,N-Nal-Cpa-Pal-SY-Cit-LRPA-CONH; (Peps). Global cleavage condition: cocktail A, 3 h. Yield:
64 %. White powder. Analytic HPLC: Gradient B, retention time: 16.3 min, purity: 99.0 %.
HRMS(MALDI-TOF): calc. for CgsClHoiN17015" [M+H]" 1388.6665, found 1388.6555; calc. for
C63CIH90N17Na013+ [M+Na]+ 1410.6485, found 1410.6362.

HoN-DRVYIHPF-CONH; (Pepio). Global cleavage condition: cocktail A, 2 h. Yield: 58 %. White
powder. Analytic HPLC: Gradient B, retention time: 13.3 min, purity: 96.2 %. HRMS(MALDI-TOF): calc.
for CsoH73N14011" [M+H]" 1045.5578, found 1045.5859; calc. for CsoH72N14sNaO1:" [M+Na]* 1067.5397,
found 1067.5725.

H.N- GHK-CONH; (Pep11). Before global cleavage, Alloc deprotection was required. Soak resin in 4
mL DCM, the Pd(PPhs)s (0.5 eq) and PhSiH; (10 eq.) was added. The SPE tube was sealed tightly, and
shaken overnight. After reaction, little resin was taken for cleaving, and resulting solution was verified by
ESI-MS to check if Alloc was deprotected completely. Global cleavage condition: cocktail A, 2 h. Yield:
70 %. White powder. Analytic HPLC: Gradient B, retention time: 6.0 min, purity: 92.8 %. HRMS(MALDI-
TOF): calc. for C14H26N705" [M+H]" 340.2092, found 340.2039; calc. for
C14H2sN7NaOs* [M+Na]* 362.1911, found 362.1856. *H NMR (400 MHz, DMSO-dg) & 14.51 (s, 2H), 8.97

S7



(t, J = 1.1 Hz, 1H), 8.68 (d, J = 8.0 Hz, 1H), 8.27 (d, J = 7.5 Hz, 1H), 8.07 (t, J = 6.0 Hz, 3H), 7.82 (s, 3H),
7.55 (s, 1H), 7.37 (s, 1H), 7.19 (s, 1H), 4.71 (q, J = 6.8 Hz, 1H), 4.14 (td, J = 8.3, 5.0 Hz, 1H), 3.59 (d, J =
5.6 Hz, 2H), 3.04 (qd, J = 15.3, 6.2 Hz, 2H), 2.75 (q, J = 6.5 Hz, 2H), 1.74 — 1.41 (m, 4H), 1.30 (g, J = 9.5,
8.1 Hz, 2H); *C NMR (101 MHz, DMSO-ds) & 173.65, 169.17, 165.91, 133.76, 128.64, 117.10, 52.47,
51.48, 39.97 (read from HSQC), 38.53, 31.09, 27.44, 26.57, 22.30.

Synthetic procedure of symmetric dipyrrin peptide conjugates: Resin-bound peptide (0.1 mmol) from
SPPS was placed in SPE tube, then the aldehyde building block was coupled as routine coupling procedure
of SPPS. Upon completion, the liquid phase was removed, and the resin was washed with DMF (4 mL x3)
and DCM (4 mL x3), little part of resin could be taken and be cleaved as a reference. The resin was soared
in 4 mL DMF, then pyrrole building block (1.0 mmol) and BF3.0Et; (0.1 mmol) was added into SPE tube
directly by pipette. The SPE tube was shaken for 3-12 h (usually overnight) in dark. After that, the liquid
phase was removed by filtration and resin was washed with DMF (4 mL x3) and DCM (4 mL x3). Resin
was soared in DCM, and DDQ (0.5 mmol) solid was added directly and shaking for 1 h. The resin was
washed thoroughly with DMF and DCM until liquid phase was colorless. Finally, 4 mL cleaving cocktail
was use for global cleavage. The crude product was purified by preparative HPLC, dry crude product may
used for boron complexation directly.

DP;-HN-YFMVF-CONH; (DP;-Pep1). Global cleavage condition: cocktail A, 2 h. Yield: 51 %. Red
powder. Analytic HPLC: Gradient A, retention time: 33.3 min, purity: 96.3 %. HRMS(MALDI-TOF): calc.
for (.\,57H67N307S+ |:|\/|+H]+ 1007.4848, found 1007.4843.

DP,-HN-YFMVF-CONH; (DP2-Pep;:). Global cleavage condition: cocktail A, 2 h. Yield: 41 %.
Orange powder. Analytic HPLC: Gradient A, retention time: 31.3 min, purity: 94.0 %. HRMS(MALDI-
TOF): calc. for CssHes3NsO7S* [M+H]* 979.4535, found 979.4522; calc. for
CssHs2NsNaO7S* [M+Na]" 1001.4354, found 1001.4316.

DP3;-HN-YFMVF-CONH; (DPs-Pep;:). Global cleavage condition: cocktail A, 2 h. Yield: 53 %. Red
powder. Analytic HPLC: Gradient A, retention time: 39.3 min, purity: 96.6 %. HRMS(MALDI-TOF): calc.
for Ce1H7sNgO7S™ [M+H]* 1063.5474, found 1063.5477; calc. for Ce1H7aNsNaO-;S* [M+Na]* 1085.5293,
found 1085.5297.

DPs-HN-YFMVF-CONH; (DP4s-Pep;:). Global cleavage condition: cocktail A, 2 h. Yield: 10 %.
Yellow powder. Analytic HPLC: Gradient A, retention time: 28.9 min, purity: 96.0 %. HRMS(MALDI-
TOF): calc. for Cs3HsoNgO;S* [M+H]* 951.4222, found 951.4234; calc. for
CssHssNsNaO7S* [M+Na]*" 973.4041, found 973.4025.

DPs-HN-YFMVF-CONH; (DPs-Pep1). Global cleavage condition: cocktail A, 2 h. Yield: 51 %. Red
powder. Analytic HPLC: Gradient A, retention time: 32.6 min, purity: 97.6 %. HRMS(MALDI-TOF): calc.
for Ce1HesNsO;S™ [M+H]* 1051.4535, found 1051.4539; calc. for Ce1Hs2NsNaO;S™ [M+Na]* 1073.4354,
found 1073.4337.

DPgs-HN-YFMVF-CONH; (DPs-Pep1). Global cleavage condition: cocktail A, 2 h. Yield: 50 %. Red
powder. Analytic HPLC: Gradient A, retention time: 33.2 min, purity: 94.8 %. HRMS(MALDI-TOF): calc.
for CesHs7NsOeS* [M+H]" 1111.4746, found 1111.4750.

DPs-HN-YFMVF-CONH; (DPs-Pep;:). Global cleavage condition: cocktail A, 2 h. Yield: 35 %. Purple
powder. Analytic HPLC: Gradient A, retention time: 40.2 min, purity: 95.2 %. HRMS(MALDI-TOF): calc.
for CesHe7NsO7S™ [M+H]* 1103.4848, found 1103.5282.
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DP1o-HN-YFMVF-CONH; (DP1o-Pep1). Global cleavage condition: cocktail A, 2 h. Yield: 47 %. Red
powder. Analytic HPLC: Gradient A, retention time: 32.4 min, purity: 95.2 %. HRMS(MALDI-TOF): calc.
for Cs7He7NsO7S* [M+H]* 1007.4848, found 1007.4864; calc. for Cs7HssNsNaO;S* [M+Na]* 1029.4667,
found 1029.4450.

DP12-HN-YFMVF-CONH; (DP12-Pep1). Global cleavage condition: cocktail A, 2 h. Yield: 40 %. Red
powder. Analytic HPLC: Gradient A, retention time: 33.5 min, purity: 96.0 %. HRMS(MALDI-TOF): calc.
for C53H69N3088+ |:|\/|+H]+ 1037.4954, found 1037.4929.

DP13-HN-YFMVF-CONH; (DP13-Peps). Global cleavage condition: cocktail A, 2 h. Yield: 40 %. Red
powder. Analytic HPLC: Gradient A, retention time: 32.8 min, purity: 97.6 %. HRMS(MALDI-TOF): calc.
for CsgHegNgOsS*™ [M+H]* 1037.4954, found 1037.4922; calc. for CssHesNsNaOsS™ [M+Na]* 1059.4773,
found 1059.4777.

DP14-HN-YFMVF-CONH; (DP14-Peps). Global cleavage condition: cocktail A, 2 h. Yield: 34 %.
Orange powder. Analytic HPLC: Gradient A, retention time: 33.1 min, purity: 96.4 %. HRMS(MALDI-
TOF): calc. for Cs7H70NgO7S* [M+H]" 1024.5113, found 1024.5127.

DP1-HN-C-Ahx-RrRKGGYFMVF-COOH (DP:-Pepz). Global cleavage condition: cocktail B, 4 h.
Yield: 44 %. Red powder. Analytic HPLC: Gradient B, retention time: 23.1 min, purity: 95.8 %.
HRMS(MALD|-TOF): calc. for C91H123N21015+ [l\/|+H]Jr 1755.9927, found 1755.9933.

DP1-HN-C-Ahx-YFMVFGGRrRK-COOH (DP:-Peps). Global cleavage condition: cocktail B, 4 h.
Yield: 49 %. Red powder. Analytic HPLC: Gradient B, retention time: 21.8 min, purity: 97.0 %.
HRMS(MALDI-TOF): calc. for CesH136N25016S2" [M+H]" 1936.0066, found 1936.0118.

DP;-HN-C-Ahx-YFMVFGGRrRK-COOH (DP1-Peps). Global cleavage condition: cocktail B, 4 h.
Yield: 42 %. Red powder. Analytic HPLC: Gradient B, retention time: 22.2 min, purity: 96.6 %.
HRMS(MALD|-TOF): calc. for C94H135N2501682+ [l\/|+H]+ 19360066, found 1936.0017.

DP1-HN-NWYFIVF-COOH (DP;-Peps). Global cleavage condition: cocktail A, 2 h. Yield: 47 %. Red
powder. Analytic HPLC: Gradient A, retention time: 34.2 min, purity: 99.0 %. HRMS(MALDI-TOF): calc.
for C7gHg2N13015" [M+H]" 1418.6932, found 1418.6955.

DP;-HN-DEHYFIVF-COOH (DP:-Pepg). Global cleavage condition: cocktail A, 2 h. Yield: 50 %.
Red powder. Analytic HPLC: Gradient A, retention time: 27.3 min, purity: 96.7 %. HRMS(MALDI-TOF):
calc. for C73H37N12015+ [M+H]+ 1371.6408, found 1371.6353; calc. for
C73HssN12NaO15* [M+Na]*™ 1393.6228, found 1393.6185.

DP;-HN-Ahx-P-(pTyr)-LKTK-COOH (DP;1-Pep~). Global cleavage condition: cocktail B, 3 h. Yield:
47 %. Red powder. Analytic HPLC: Gradient B, retention time: 17.6 min, purity: 98.2 %. HRMS(MALDI-
TOF): calc. for Ce2Hg1N11014P* [M+H]" 1244.6479, found 1244.6422.

DP;-HN-Ahx-P-(pTyr)-LKTKRrRK-COOH (DP:-Peps). Global cleavage condition: cocktail B, 3 h.
Yield: 48 %. Red powder. Analytic HPLC: Gradient B, retention time: 25.0 min, purity: 96.8 %.
HRMS(MALDI-TOF): calc. for CgsH139N25018P* [M+H]* 1842.0496, found 1842.0535.

DP;-HN-DRVYIHPF-CONH; (DP1-Pepig). Global cleavage condition: cocktail A, 2 h. Yield: 53 %.
Red powder. Analytic HPLC: Gradient B, retention time: 15.8 min, purity: 98.9 %. HRMS(MALDI-TOF):
calc. for C70H91N15012+ [M‘l‘H]+ 1347.6997, found 1347.7072.

DP1-HN-GHK-CONH- (DP1-Pep11). Before global cleavage, Alloc deprotection was required (the
procedure described on Pepi1). Global cleavage condition: cocktail A, 2 h. Yield: 59 %. Red powder.
Analytic HPLC: Gradient B, retention time: 12.1 min, purity: 95.9 %. HRMS(MALDI-TOF): calc. for
CasH1aNoO4" [M+H]" 642.3511, found 642.3905; calc. for CssHssNgNaOs" [M+Na]® 664.3330, found
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664.3734. 'H NMR (400 MHz, DMSO-ds) & 14.44 (s, 2H), 12.20 (s, 2H), 9.10 (t, J = 5.8 Hz, 1H), 9.00 (d,
J=15Hz, 1H), 8.38 (d, J = 8.0 Hz, 1H), 8.13 (d, J = 7.5 Hz, 1H), 8.11 — 8.02 (m, 2H), 7.81 (s, 3H), 7.53
(d, J = 8.1 Hz, 2H), 7.50 (d, J = 2.0 Hz, 1H), 7.41 (d, J = 1.3 Hz, 1H), 7.22 — 7.15 (m, 1H), 6.53 (s, 2H),
4.65 (td, J = 7.8, 5.4 Hz, 1H), 4.16 (td, J = 8.5, 4.9 Hz, 1H), 3.94 (d, J = 5.7 Hz, 2H), 3.20 — 2.98 (m, 2H),
2.78 (h, J = 6.0 Hz, 2H), 2.43 (s, 6H), 1.83 — 1.38 (m, 10H), 1.33 (g, J = 9.2, 8.3 Hz, 2H); *C NMR (101
MHz, DMSO-de) 5 173.67, 169.67, 168.94, 165.75, 152.41, 145.34, 142.32, 138.40, 136.91, 133.69, 129.09,
127.93, 120.48, 116.98, 52.48, 51.49, 42.70, 38.59, 31.07, 27.07, 26.60, 22.31, 13.79, 13.73.

DP1-HN-GHK-CONH; (DP1-Pep11)*. Fmoc and Alloc dual-protected peptide on resin was used. Alloc
deprotection was conducted as procedure described on Pepi1. Then, the dipyrrin was constructed as general
procedure above. Fmoc was deprotected before global cleavage. Global cleavage condition: cocktail A, 2
h. Yield: 51 %. Red powder. Analytic HPLC: Gradient B, retention time: 13.1 min, purity: 98.9 %.
HRMS(MALDI-TOF): calc. for CaHauNoOs" [M+H]" 642.3511, found 642.3593; calc. for
CasHa3NgNaO,* [M+Na]* 664.3330, found 664.3391. '"H NMR (400 MHz, DMSO-dg) & 14.38 (s, 2H),
12.16 (s, 2H), 8.99 (s, 1H), 8.78 (t, J = 5.7 Hz, 1H), 8.68 (d, J = 8.0 Hz, 1H), 8.29 (d, J = 7.2 Hz, 1H), 8.04
(s, 3H), 8.02 (s, 2H), 7.58 (s, 1H), 7.50 (d, J = 8.0 Hz, 2H), 7.40 (s, 1H), 7.21 (s, 1H), 6.53 (s, 2H), 4.74 (q,
J =6.7 Hz, 1H), 4.19 — 4.15 (m, 1H), 3.63 (s, 2H), 3.27 (t, J = 6.8 Hz, 2H), 3.09 — 3.01 (m, 2H), 2.43 (s,
6H), 1.60 (ddp, J =37.7, 15.0, 7.7, 6.9 Hz, 10H), 1.39 — 1.30 (m, 2H).

Synthetic procedure of asymmetric dipyrrin peptide conjugates: Resin-bound peptide was loaded in
SPE tube, then the 5-formyl-2,4-dimethyl-3-pyrrolecarboxylic acid was coupled as general coupling
procedure of SPPS. Upon completion, the liquid phase was removed by filtration, and the resin was washed
with DMF (4 mL x3) and DCM (4 mL x3). The resin was soaked in DCM, and the pyrrole building block
(0.5 mmol) and POCI; (0.5 mmol) was added by pipette into SPE tube directly. The mixture was shaken
overnight in dark. Then, the resin was washed thoroughly with DMF and DCM until liquid phase was
colorless, suitable cleavage cocktail was use for global cleavage. The crude product was purified by
preparative HPLC.

DP15-HN-YFMVF-CONH; (DP1s-Peps). Global cleavage condition: cocktail A, 2 h. Yield: 45 %.
Yellow powder. Analytic HPLC: Gradient A, retention time: 30.3 min, purity: 95.2 %. HRMS(MALDI-
TOF): calc. for  CsiHsNsNaO;S* [M+Na]® 953.4354,  found  953.4309; calc.  for
Cs1He2KNO7S™ [M+K]" 969.4094, found 969.4078.

DP1s-HN-YFMVF-CONH; (DP1s-Peps). Global cleavage condition: cocktail A, 2 h. Yield: 42 %. Red
powder. Analytic HPLC: Gradient A, retention time: 31.4 min, purity: 95.1 %. HRMS(MALDI-TOF): calc.
for CssHesNgOsS*™ [M+H]" 983.4484, found 983.5748; calc. for CssHe2NsNaOsS™ [M+Na]* 1005.4304,
found 1005.5553. *H NMR (400 MHz, DMSO-dg) & 13.78 (s, 1H), 12.55 (s, 1H), 9.03 (s, 1H), 8.48 (s,
1H), 8.28 (d, J = 7.8 Hz, 2H), 8.21 (dd, J = 8.3, 3.3 Hz, 1H), 8.00 (d, J = 8.3 Hz, 1H), 7.87 (d, J = 2.4 Hz,
1H), 7.82 (d, J = 8.7 Hz, 1H), 7.54 (d, J = 8.8 Hz, 1H), 7.36 (d, J = 2.3 Hz, 1H), 7.25 - 7.18 (m, 10H), 7.08
(d, J =8.4 Hz, 2H), 7.05 (s, 1H), 7.01 (dd, J = 8.8, 2.4 Hz, 1H), 6.66 (d, J = 8.4 Hz, 2H), 4.67 — 4.61 (m,
2H), 4.48 (m, 1H), 4.41 (m, 1H), 4.17 — 4.14 (m, 1H), 3.88 (s, 3H), 3.00 (td, J = 8.5, 7.9, 3.7 Hz, 3H), 2.81
(d, J=9.1Hz, 3H), 2.41 (td, J = 7.3, 6.7, 3.1 Hz, 2H), 2.35 (s, 3H), 2.30 (s, 3H), 2.02 (s, 3H), 1.94 — 1.88
(m, 2H), 1.80 - 1.76 (m, 1H), 0.79 (dd, J = 6.8, 4.0 Hz, 6H).

General procedure of boron complexation of dipyrrin conjugates: To a suspension of dipyrrin peptide
conjugate (0.02 mmol) in acetonitrile (1.0 mL), DIPEA (170 uL) was added by pipette. The mixture was
shaken or sonicated for 5 min. BF3.OEt; (280 uL) was added by pipette in one portion. The mixture was
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further shaken for 10 min. The crude product was concentrated under vacuum and was purified by
preparative HPLC.

BODIPY-HN-YFMVF-CONH,; (BODIPY:-Peps). Yield: 73 %. Red powder. Analytic HPLC:
Gradient A, retention time: 47.5 min, purity: 97.0 %. HRMS(MALDI-TOF): calc. for BCs7HggNgOsS™ [M-
2F+20H+H]" 1051.4987, found 1051.4934; calc. for BCs/FoHesKNsO;S* [M+K]" 1093.4460, found
1093.4703.*H NMR (400 MHz, DMSO-dg) & 9.20 (s, 1H), 8.74 (d, J = 8.2 Hz, 1H), 8.27 (dd, J = 28.2, 7.9
Hz, 2H), 8.05 (s, 1H), 8.02 (d, J = 8.4 Hz, 2H), 7.85 (d, J = 8.7 Hz, 1H), 7.55 (d, J = 8.1 Hz, 2H), 7.47 —
7.37 (m, 1H), 7.35 — 7.19 (m, 10H), 7.18 — 7.15 (m, 2H), 7.14 — 7.05 (m, 1H), 6.71 — 6.64 (m, 2H), 6.25 (s,
2H), 4.64 (dtd, J = 24.6, 8.6, 4.1 Hz, 2H), 4.54 (td, J = 8.6, 5.2 Hz, 1H), 4.47 (td, J = 8.3, 4.9 Hz, 1H), 4.20
(dd, J=8.7, 6.7 Hz, 1H), 3.18 — 2.97 (m, 3H), 2.95 — 2.85 (m, 3H), 2.52 (s, 6H), 2.46 (tt, J = 6.6, 2.9 Hz,
2H), 2.07 (s, 3H), 2.01 — 1.92 (m, 2H), 1.84 (dt, J = 13.3, 4.7 Hz, 1H), 1.39 (s, 6H), 0.84 (dd, J = 6.8, 2.6
Hz, 6H); *C NMR (101 MHz, DMSO-ds) & 172.65, 171.48, 170.88, 170.75, 170.45, 165.61, 155.68, 155.13,
142.63, 141.07, 137.76, 136.91, 134.52, 130.39, 130.06, 129.26, 129.06, 128.37, 127.98, 127.91, 126.20,
121.51, 114.83, 57.66, 55.29, 53.90, 53.49, 51.91, 37.61, 37.23, 35.98, 32.01, 30.60, 29.49, 29.01, 19.13,
17.99, 14.65, 14.22, 14.15; *F NMR (376 MHz, DMSO-dg) & -145.48 (dd, J = 65.6, 30.6 Hz).

BODIPY:1-HN-YFMVF-CONH; (BODIPY1-Peps). Yield: 73 % (from purified DP1-Pep:) or 45 %
(from dry crude product of DP1-Pep; from SPPS) Red powder. Analytic HPLC: Gradient A, retention time:
47.5 min, purity: 97.0 %. HRMS(MALDI-TOF): calc. for Cs;HesBNgOsS™ [M-2F+20H+H]" 1051.4987,
found 1051.4934; calc. for Cs;HesBF2KNsO;S* [M+K]" 1093.4460, found 1093.4703.

BODIPY-HN-YFMVF-CONH; (BODIPY-Peps). Yield: 76 %. Orange powder. Analytic HPLC:
Gradient A, retention time: 46.2 min, purity: 95.0 %. HRMS(MALDI-TOF): calc. for BCssFHs1NsO7S* [M-
F]* 1007.4525, found 1007.4451; calc. for CssHeiBF2NgNaO;S* [M+Na]* 1049.4407, found 1049.3821;
calc. for CssHe1BF2KNgO;S™ [M+K]* 1065.4147, found 1065.4182.

BODIPY3-HN-YFMVF-CONH; (BODIPY3-Peps). Yield: 70 %. Red powder. Analytic HPLC:
Gradient A, retention time: 54.7 min, purity: 96.0 %. HRMS(MALDI-TOF): calc. for Ce1H75NsO;S* [M-
BF2+2H]* 1063.5474, found 1063.5389; calc. for CeiH73BF.NgNaO;S* [M+Na]* 1133.5346, found
1133.5359; calc. for Ce1H73BF.KNsO;S* [M+K]" 1149.5086, found 1149.5101.

BODIPY-HN-YFMVF-CONH; (BODIPY-Peps). Yield: 55 %. Purple powder. Analytic HPLC:
Gradient A, retention time: 53.0 min, purity: 94.6 %. HRMS(MALDI-TOF): calc. for BCesHgsNsOsS* [M-
2F+20H+H]" 1147.4987, found 1147.5021; calc. for CesHgsBF2NgNaO;S* [M+Na]* 1173.4720, found
1173.4887; calc. for CesHesBF.KNgO;S™ [M+K]" 1189.4460, found 1189.4789.

BODIPY5-HN-YFMVF-CONH; (BODIPY 15-Peps). Yield: 71 %. Orange powder. Analytic HPLC:
Gradient A, retention time: 42.8 min, purity: 94.1 %. HRMS(MALDI-TOF): calc. for BCs:FHs:NsO7S™ [M-
F]* 959.4525, found 959.5180; calc. for CsiHeBF2NgNaO;S™ [M+Na]* 1001.4407, found 1001.5133; calc.
for BCs1F2Hs1KNgO7S* [M+K]* 1017.4147, found 1017.5093.

BODIPY;-HN-C-Ahx-YFMVFGGRrRK-COOH (BODIPY1-Pepa). Yield: 49 %. EDT was used as
reductant during reaction to prevent the oxidation of Cys. Red powder. Analytic HPLC: Gradient B,
retention  time: 295 min, purity: 98.7  %. HRMS(MALDI-TOF):  calc.  for
CosH135BF2N25016S," [M+H]* 1984.0119, found 1983.9865.

BODIPY:-HN-NWYFIVF-COOH (BODIPY;-Peps). Yield: 63 %. Red powder. Analytic HPLC:
Gradient A, retention time: 46.4 min, purity: 97.7 %. HRMS(MALDI-TOF): calc. for
CzsHooBF2N13NaO13" [M+Na]* 1488.6804, found 1488.6771; calc. for
C73HgoBF2KN13013+ [l\/|+K]Jr 1504.6544, found 1504.6543.
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BODIPY;:-HN-DEHYFIVF-COOH (BODIPY1-Pepg). Yield: 31 %. Red powder. Analytic HPLC:
Gradient A, retention time: 35.8 min, purity: 952 %. HRMS(MALDI-TOF): calc. for
C73sHssBF2N12NaO1s" [M+Na]* 1441.6281, found 1441.5949; calc. for
Cr3HgsBF2KN12015" [M+K]* 1457.6020, found 1457.5786.

DP;-HN-Ahx-P-(pTyr)-LKTK-COOH (BODIPY1-Pep-). Yield: 50 %. Red powder. Analytic HPLC:
Gradient B, retention time: 19.3 min, purity: 959 %. HRMS(MALDI-TOF): calc. for
CszHggBFN11014P+ [M-F]Jr 1272.6470, found 1272.7580.

BODIPY:-HN-DRVYIHPF-CONH, (BODIPY1-Pepio). Yield: 37 %. Red powder. Analytic HPLC:
Gradient B, retention time: 19.3 min, purity: 959 %. HRMS(MALDI-TOF): calc. for
CroHo1BF2N1601," [M+H]" 1396.7128, found 1396.6222.
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Biological experiments

Cell Culture Conditions. Nasopharyngeal carcinoma (NPC) cell line C666 and Cervical carcinoma cell
line HeLa were used in this study. C666 and HeLa were cultivated in Roswell Park Memorial Institute
Medium (RPMI 1640) and Dulbecco's Modified Eagle Medium (DMEM) containing 10% v/v Fetal Bovine
Serum (FBS) and 1% v/v Penicillin Streptomycin respectively. Both C666 and HeLa were maintained at
37°C and 5% CO..

Dark Cytotoxicity Assay. The dark cytotoxicity and were assessed by MTT viability assay. Cells (6 x 10°
per well) were seeded onto 96-well plates and then incubated at 37 ° C with 5% CO- in dark for 24 h prior
to the addition of samples. The cells were then incubated with samples for another 24 h. Medium were then
removed, and the cell monolayers were washed with 1X PBS and then incubated with 100 mL medium
with 5% v/v MTT solution (5 mg/mL) at 37 °C for 2.5 h. 80 mL of solution were removed and 100 mL
Dimethyl sulfoxide (DMSO) were added to dissolve the formazan crystals. The absorbance of the formazan
crystal was measured at 540 nm and 650 nm by dual-wavelength Azure microplate reader after 1 h of
shaking.

Light Cytotoxicity Assay. The light cytotoxicity of samples was assessed with MTT viability assay. The
procedures of the MTT viability assay were previously described. Cells were irradiated with optical dose
of 5J/cm? after 24 h incubation with sample and the medium were replaced with fresh medium prior to
irradiation.

In vitro imaging and co-staining. Cell were incubated with BODIPY 1-Peps (10mM) for 24h and then co-
stained with Hoechst 33342 nuclear dye for 15 minutes. Imaging was performed by a Nikon Eclipse Ti2
confocal laser-scanning microscope.

Expression and purification of EBNAL (a.a. 468-607). The gene construct for N-terminally hexahistidine
tagged SMT3-EBNAL DNA binding domain (residues 468-607) fusion protein was chemically synthesized
and cloned into pET28a (+) vector (Genscript). The plasmid was transformed into Escherichia coli BL21
(DE3) competent cells and grown in 2YT media supplemented with 50 pg/ml kanamycin at 37 °C. When
the ODegoo of the cells reached 0.8, expression was induced with 0.5 mM isopropyl B-D-1-
thiogalactopyranoside (IPTG) and the cells were grown at 25 °C overnight. The cells were harvested by
centrifugation at 5000 rpm (6,238 x g) for 10 mins at 4 “C. The following protein purification protocol was
adapted from a previously published report®!. The cell pellet was resuspended in lysis buffer (20 mM Tris,
pH 8.0, 500 mM NacCl, 10 mM imidazole, 5% (v/v) glycerol, 5 mM B-mercaptoethanol (BME), 17.4 ug/ml
phenylmethylsulfonyl fluoride (PMSF) and 1 mM MgCl,). The resuspended cells were lysed by sonication
and the lysate was separated from the insoluble fractions by centrifugation at 24,000 rpm (69,673 x g) for
30 min at 4 °C. The protein was purified by nickel affinity using a His-trap column (GE Healthcare)
equilibrated with lysis buffer. The lysate was first loaded onto the His-trap column, then washed with 10
column volumes of wash buffer (20 mM Tris pH 8.0, 500 mM NaCl ,30 mM imidazole, 5% glycerol and 5
mM BME) and the protein was eluted with 3 - 4 column volumes of elution buffer (20 mM Tris pH 8.0,
500 mM NaCl, 300 mM imidazole, 5% glycerol and 5 mM BME). The eluted protein was treated with
ULP1 to cleave the hexahistidine-SMT3 protein tag. Any residual uncleaved fusion protein and the
histidine-tagged ULP1 protease were removed by nickel affinity while the tag-free EBNAL (468-607)
protein was recovered by flowing wash buffer through the His-trap column (GE Healthcare). The fractions
were pooled, concentrated and further purified by size exclusion chromatography using a Superdex 200
Increase 10/300 column (GE Healthcare), equilibrated with a buffer containing 1 mM HEPES, pH 7.2, 500
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mM NaCl and 10 mM dithiothreitol (DTT). The relevant protein fractions were analysed using SDS-PAGE,
pooled, concentrated to 6 mg/ml and stored at -80 °C.

Fluorescent titration. The EBNA1 protein was prepared as the procedure above, while Bovine serum
albumin (BSA) protein was purchased from Thermo Fisher Scientific. Both BSA and EBNAL were further
prepared as solution (120 uM) in buffer (1 mM HEPES, pH 7.2, 500 mM NaCl and 10 mM dithiothreitol).
The protein solution was gradually added into BODIPY1-Pep4 (2000 puL 1.2 uM in same buffer) by pipette.
Each time after addition of protein, the resulting solution was shaken slowly for around 2 min, then the
fluorescent spectrum was recorded. The experiment was stopped when the influence on fluorescence was
saturated. The increased of volume is less than 4% in total.

Reference:

[1] M. Kondo, S. Furukawa, K. Hirai, S. Kitagawa, Angew. Chemie - Int. Ed. 2010, 49, 5327-5330.
[2] S. Eissler, M. Kley, D. Bachle, G. Loidl, T. Meier, D. Samson, J. Pept. Sci. 2017, 23, 757-762.

[3] T.E. Messick, G. R. Smith, S. S. Soldan, M. E. McDonnell, J. S. Deakyne, K. A. Malecka, L.
Tolvinski, P. A. J. van den Heuvel, B.-W. Gu, J. A. Cassel, D. H. Tran, B. R. Wassermann, Y. Zhang,
V. Velvadapu, E. R. Zartler, P. Busson, A. B. Reitz, P. M. Lieberman, Sci. Transl. Med. 2019, 11,
eaaub612.
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HPLC chromatographs and MALID-TOF HRMS spectra of products

Pep:: H:N-YFMVF-CONH;

(6] \©
OH ~

Chemical Formula: C37H4gNgOgS
Exact Mass: 704.3356

C:\Users\Yue W...-SM_A(P2)-2ND.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

600,
23.9
5004
4004
RT Scan  Type Area Total Area % Start time End time
3004 1 36.824 5523 BB 1.508 0.83 36.391 37.478
2 23.904 3585 BB 176.322 96.55 23.398 24.484
3 10.191 1528 BB 3.119 1.71 10.104 10.404
2004 4 6378 95 BB  1.669 091 6331 6.431
100
6.4 10.2
36.8
o [
T T T T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50 55 60 65

Retention time (min)

Analytic HPLC of Pep;

C:\Users\Yue W...ue314-prod.mzML Injection 1 MS (+) profile MS + spectrum 0.00

3500004
3000004
727.3251
100.00%
250000
200000+
743.3027
63.06%
1500004
728.327
39.85%
1000004
705.3489
500004 17.17%
1005.5999 1060.04341107.6733 1163.66731211.6736 1283.2904 1358.2948 1431.3077 1505.3343 1580.367
o] Lk | ) 0.65% 1.01%  0.37% 0.53%  0.37% 0.48% 0.56% 0.40% 0.35% 0.34%

f T T T T T T T T T T T T T T T T T T T
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1€

m/z (Da)
HRMS(MAIDL-TOF) of Pep;
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Pep.: H2N-Ahx-YFIVFGGKRPR-COOH

NH,
o . H oOH
\’N
S PSS HE Bt
H2N u Y H/\n, N . NQ H
o i 0 o i
J/ NH
HN HoN
A 2NTB\H
HN® NH,
Chemical Formula: C71H40gN19014
Exact Mass: 1451.8401
C:\Users\Yue W...mod\YUE344-SM.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram
16.8
2504
2004
1504 RT Type Area Total Area % Start time  End time
1 16.785 BB 52.445 98.36 16.565 17.218
2 6.191 BB 0.874 1.64 6.011 6.478
1004
504
6.2
0 N
A [y
T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50
Retention time (min)
Analytic HPLC of Pep»
C:\Users\Yue W...44-SM-prep.mzML Injection 1 MS (+) profile MS + spectrum 0.00
1452.8474
110000] 100.00%
1000004 1453.8508
| 85.36%
90000+
80000+
700004
600004 1474.8294
48.83%
50000 1454.854,
37.84%
40000+ ]
300004
1476.8361
17.16%
200004 1455857 |
100001 9.87% | 1492.8100 1675.1873
1058.8693 1144.0338 1271.2815  1344.8797 1455.013 |_5:77% 16106910  4.52% 1756.9630 1863.6448  1924.5556
0.11% 0.13% 0.13% 0.10% 0.87% | | ‘ 0.16% l 0.14% 0.12% 0.68%
o] B - . N —i A . - . . A
-100004
r T T T T T T T T T T T T T T T T T T T
1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 1700 1750 1800 1850 1900 1950 2(
m/z (Da)

HRMS(MAIDL-TOF) of Pep;
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Peps: HoN-C-Ahx- RrRK-GG-YFMVFEF-COOH

HN NH2

HzN\)L

\SH

MWL J{WM J{ Jw
L

NH

HNJ\NHZ

NH

J\NHQ

HN

e

Chemical Formula: C74H417N23045S,

O\-/

§ _N__cooH
Ny

o H o

oH SN

Q

Exact Mass: 1631.8541

C:\Users\Yue W...od\YUE-P3-STD.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

30] 18.9
254
204
RT Scan  Type Area Total Area %  Start time  End time
154 1 18.948 2842 BB 4.394 97.07 18.568 19.314
2 17.281 2592 BB 0.026 0.58 17.141 17.421
3 8.214 1232 BB 0.041 0.91 8.108 8.414
4 6.368 955 BB 0.065 1.44 6.141 6.481
104
54
04
64 8.2 17.3
ALX_,_[ LA
i i
-54
T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50
Retention time (min)
Analytic HPLC of Peps
C:\Users\Yue W...367-SM\new.mzML Injection 1 MS (+) profile MS + spectrum 0.00
1000004 1632.8623
100.00%
900004 1633.8646
| 91.13%
80000
70000+
60000
1634.8680
50000+ 51.13%
400004 1654.8431
36.79%
30000+
1635.872] 1656.8508
9 .
200004 [l O Ry
10000 1636.875) 1657.8515
1042.2571 1104.9373 1171.3831 1231.34381286.9868 1346.7132 14217322  1494.39501552.0685 5-24% | 5.83% 1758.5618  1828.8037 1915.2284 1976.0735 2069.5360 2128.8811 2195,
0.98% 0.72% 0.90% 0.67%  0.92% 1.14% 0.73% 0.98% 0.48% 0.95% 0.77% 0.59% 0.76% 0.92% 0.96% 0.5¢
o
r T T T T T T T T T T T T T T T T T T T T T T T
1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 1700 1750 1800 1850 1900 1950 2000 2050 2100 2150 22
m/z (Da)

HRMS(MAIDL-TOF) of Peps
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Peps. H2N-C-Ahx-YFMVF-GG-RrRK-COOH

Y
NH NH
H e e e
NN N/\n’N\)LNJi;N\z)LN N\:)LOH
H § i H i H E

. A NH
Chemical Formula: C74H117N23045S5 HN"~NH 2
Exact Mass: 1631.8541
C:\Users\Yue W...d\YUE291-SM_A.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram
17.6
5004
400
3004 RT Type Area Total Area %  Start time  End time
1 20.764 BB 0.398 0.24 20.591 20.898
2 18.971 BB 5.680 3.42 18.298 19.118
3 17.611 BB 159.365 95.91 17.384 18.071
2004 4 16.411 BB 0.724 0.44 16.118 16.731
100
19.0
16.4 .8
o] %
T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50
Retention time (min)
Analytic HPLC of Peps
C:\Users\Yue W...\Yue310-SM.mzML Injection 1 MS (+) profile MS + spectrum 0.00
1632.8604
100.00%
900004 1633.8649
| 91.61%
80000+
70000
60000+
1634.8683
50000 51.43%
400004 1654.8440
36.55%
30000
1635.871
1656.8500
200004 1963%] | 47,819
10000 1636.874f | 1657-8547
1050.8706  1127.7683 1189.15121244.8267 1302.4640 1361.8989 1419.1857 1516.1161 4.35% | 5:64% 17436811 1802.35241858.3215 1944.7963 2039.7773  2107.41202163.1538
N 0.27% 0.18%  0.24%  0.18%  0.30%  0.38%  0.50% 0.75% 0.24%  0.81%  0.39% 0.38% 0.36% 0.26%  0.24%

r T T T T T T T T T T T T T T T T T T T T T T T
1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 1700 1750 1800 1850 1900 1950 2000 2050 2100 2150 22
m/z (Da)

HRMS(MAIDL-TOF) of Peps
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Peps: Ho2N-NWQYFIVFE-COOH

HoN_O
o) o) Ei o) o
H H H H
N.. EYN\E)LN N.. Nji'(NE o
3 H o iHd & H § i
-
OH

NH,

HoN
NH
Chemical Formula: CsgH73N¢1O 15
Exact Mass: 1115.5440
200, C:\Users\Yue W...-1-STEP1-SAMP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram
28.7
6004
500
4004 RT Scan  Type Area Total Area %  Starttime  End time
1 28.691 4303 BB 97.692 94.89 28.531 28.944
2 28.111 4216 BB 5.266 5.11 27.971 28.464
3004
2004
1004 28.1
T T T T T T T T T T T T T T T T T T T T
22 23 24 25 26 27 28 29 30 31 32 33 34 35 36 37 38 39 40 41
Retention time (min)
Analytic HPLC of Peps
C:\Users\Yue W...stepl-samp.mzML Injection 1 MS (+) profile MS + spectrum 0.00
1138.5323
90000+ 100.00%
80000+
70000
60000+
1155.5115
o
50000 32.57%
1139.487!
40000/ il
30000
1154.544
22.50%
200004 1
100004
60p.3992669.4160 778.5218 890.5776  978.4850 1153.621¢ [1171.8152 1325.8282 1417.8100 1508.90651582.9459 1697.2249 1810.3341 1923.41801996.9299 2087.1416  2188.¢
150% 2.37% 2.17% 1.74% 1.45% 1.54% 1.78% 1.55% 2.15% 2.42%  2.14% 1.63% 1.59% 0.62%  1.12% 0.44% 031
™ el — 1 i A N N '___ e
r T T T T T T T T T T T T T T T
600 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2z
m/z (Da)

HRMS(MAIDL-TOF) of Peps
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Peps: H2N-EHDYFIVF-COOH

B,

N\)L
? \\/\NH \©\

Chemical Formula: Cs3HggN19O14
Exact Mass: 1068.4916
C:\Users\Yue W...-2-STEP1-SAMP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

4004 228
3504
3004 RT Scan Type Area Total Area %  Starttime  End time
1 42.602 6390 BB 0.317 0.25 42.329 42.909
2504 2 35296 5294 BB 0.295 0.23 35.009 35.629
3 26422 3963 BB 1.118 0.87 26.256 26.569
200 4 23.862 3579 BB 1.037 0.81 23.749 24.022
5 22.816 3422 BB 123.952 96.82 22.602 23.296
6 17.802 2670 BB 0.278 0.22 17.509 18.129
1504 7 13.289 1993 BB 0.252 0.20 13.049 13.596
8 7.822 1173 BB 0.774 0.60 7.769 8.082
1004
504
7.8 239 264
¥l ¥ $3 $5
e T T % 7y T
T T T T T T T T T T T T T
5 10 15 20 25 35 40 45 50 55 60 65
Retention time (min)
Analytic HPLC of Peps
C:\Users\Yue W...stepl-samp.mzML Injection 1 MS (+) profile MS + spectrum 0.00
1069.4988
100.00%
2500000
20000004
1070.5054
| 60.41%
15000004
1107.4424
10000004 33.94%
1071.510 1108.4444
18.75% | 19.86%
5000004 1084516 1093.4776
10.33b% 11.39%
856.4138 935.9356 77 1094.4794
10.3648  668.9601 713423/00 757.4123 8?5‘;2‘:/31 4.06% 2.00% 1040.7191 1017‘;-94[;27 25506 1206.. 53171254 51021300.6284 1376.0015 1489.0787 1584.14
0.55% 1.48% -46% : 1.06% 79% - 86% 75%  0.92% 1319 . X
@0'14% e L o T L FURN DY T =ik R 0-31% 0-26% 0.19%
r T T T T T T T T T T T T T T T T T T T
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1€

m/z (Da)

HRMS(MAIDL-TOF) of Peps
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Pep7: HoN-Ahx-P-(pTyr)-LKTK-COOH

Chemical

NH,
OPOH
H O
Ay N..
o Moo g,
Formula: C45H7oNgO 43P

Exact Mass: 941.4987

NH,

o C:\Users\Yue W...UE345-SM-SAMP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

8.4
604
504
RT Scan  Type Area Total Area %  Starttime  End time
a0/ 1 52076 7811 BB  0.073 0.66 51.963 52.263
2 48903 7335 BB  0.103 0.93 48.516 49.436
3 36956 5543 BB  0.138 1.24 35.763 37.530
4 16730 2509 BB 0.045 0.40 16.336 16.956
30 5 835 1253 BB 10407 9372 8163 8516
6 5323 798 BB  0.338 3.05 5.123 6.043
204
104
53 v67 37.0 8.9 52.1
v .
ol [} LY L [} S T—
T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50
Retention time (min)
Analytic HPLC of Pep~
C:\Users\Yue W...\Yue345-SM.mzML Injection 1 MS (+) profile MS + spectrum 0.00
964.4882
100.00%
20000004
15000004
965.4903
| 49.32%
1000000+
981.4662
500000+ 20.82%
966.4924 |
13.65%| | 9824679
| 8.40% 1691.7
859.3307 1041.5167 1571.6628 1620.7440 4.67'
0.38% ‘ ‘ 0.41% 0.12%  031% !
o] . h 1 —— . — e b
r T T T T T T T T T T T T T T T T T T T
700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 17
m/z (Da)

HRMS(MAIDL-TOF) of Peps
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Peps: HoN-Ahx-P-(pTyr)-LKTKRrRK-COOH

H,N

Chemical Formula: CggH129N23017P HZNIgNH HZN’gNH
Exact Mass: 1537.8970

C:\Users\Yue W...mod\YUE365-SM.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

704 335
604
504
404 RT Scan  Type Area Total Area %  Start time  End time
1 34.187 5128 BB 0.172 0.88 33.887 34.467
30d 2 33.461 5019 BB 19.129 98.42 32.847 33.887
3 31.714 4757 BB 0.049 0.25 31.321 32.134
4 8.394 1259 BB 0.085 0.44 8.274 8.674
204
104
8.4 34.2
1.7 <
& 5 v T [
T T T T T T T T T T
5 10 15 20 35 40 45 50

25 30
Retention time (min)

Analytic HPLC of Peps

C:\Users\Yue W...\Yue365-SM.mzML Injection 1 MS (+) profile MS + spectrum 0.00

1538.9043
1800000/ 100.00%
16000004 1539.9075
| 81.49%
14000004
1560.8860
12000004 63.02%
1000000/ o
800000+
1540.909
35.66%
600000+
1562.8922
22.07%
4000004 =
15419123 [ 1576.8610
5
2000004 10.42%| | 9.75% 1924.4286
859.3518  1038.5390 1542.916 || 1579.8660 1797.8615 >/>7° 1997.9695
1.10% 0.78% 1.87% ||| 0.92% 0.13% L“ 0.24%
o N . . . oo Lhle—

T T T T T T T T T T T T T T T T T T T T T T T T T T T
700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200 2300 2400 2500 2600 2700 2800 2900 3000 3100 3200 3300

m/z (Da)
HRMS(MAIDL-TOF) of Peps
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Peps: H2N-Nal-Cpa-Pal-SY-Cit-LRPG-CONH;
OYNHz HNﬁ,NHz

NH NH

H D H o §
ONE H ON\E)LH OQ)\\(NHz
QT IR

OH
Chemical Formula: CggHgoCIN17013
Exact Mass: 1387.6593

C:\Users\Yue W...UE450-SM-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

16004 16.3
1400
12004
1000+
RT Scan  Type Area Total Area %  Starttime  End time
800 1 16329 2449 BB 195712 98.99 16.109 16.683
2 7.784 1167 BB 1.999 1.01 7.611 8.270
6004
400
2004
;.8
& [} Y
T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50
Retention time (min)
Analytic HPLC of Pepqg
C:\Users\Yue W...50-SM-prep.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00
1389.6545
9
50000. 100.00%
1388.655%
87.85%
1390.6545
400004 | Fa750%
30000
1391.6527
| 44.94%
20000
1410.636} 1411.6338
27.96% | 29:18%
1413.6315
100004 15.16%
1393.655¢ | 1433.5994
524.5580  704.7999 925.6149 1068.6011 563% || 5.24%  1633.4076 1887.8825 2030.91852170.9816 24367191  2642.8930 2791.2782  2980.2291 3233.0084 3374.810
o 0.24% 0.17% 0.21%  0.43% AL 0.39% 027%  0.15%  0.23% 0.27% 0.23%  0.43% 0.30% 0.22%  0.19%

T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
500 600 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200 2300 2400 2500 2600 2700 2800 2900 3000 3100 3200 3300 340(

m/z (Da)
HRMS(MAIDL-TOF) of Peps
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Pepio: HoN-DRVYIHPF-CONH;

HZNYNHZ
|
N OH  HN7\
<N
(0] H 9 7 O
HN L N N N
’ N ; 7N o
o. 0 A - o N
PN r\ o N NH,
OH
Chemical Formula: C5oH7oN 14044
Exact Mass: 1044.5505
C:\Users\Yue W...UE451-SM-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram
10004 13.3
900+
800
7004
6004
RT Scan Type Area Total Area % Start time End time
5004 1 13.265 1989 BB 162.096 96.21 13.071 13.658
2 6.558 983 BB 5.126 3.04 6.251 6.911
400+ 3 5.538 830 BB 1.255 0.75 5.418 6.131
3004
2004
1004
6.6
i.sg i
o i Y
-100/
T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50

Retention time (min)

Analytic HPLC of Pep1o

C:\Users\Yue W...51-SM-prep.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00

1045.5859
200000] 100.00%
1800004
160000 1046.5899
| 74.30%
1400004
1200004
1000004
80000 1047.5991
| 33.68%
60000+
40000/ 1045.689
13.33% | 1067.5725
20000 oot
£23.3564 672.0484 832.1795 10252;/2,,4 1091.5540 vl
0.13%  0.12% 0.14% ._‘T.h h.o/.s.s"_/o_ - ‘1.5‘(.:0/0

T T T
500 600 700

800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200 2300 2400 2500 2600 2700 2800 2900 3000 3100 3200 3300 340(

m/z (Da)

HRMS(MAIDL-TOF) of Pepio
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Pepu: H,N-GHL-CONH>

Chemical Formula: C4H,5N703
Exact Mass: 339.2019

N
H
C:\Users\Yue W...UE457-SM-PREP.D Injection 1 DAD D, Sig=220,8 Ref=off Chromatogram
1600 6.0
14004
12004
1000+
RT Scan  Type Area Total Area %  Start time  End time
8004 1 7.801 1170 BB 10.509 1.57 6.995 8.081
2 6.848 1027 vB 28.117 4.20 6.568 6.981
3 5.955 893 BV 621.351 92.79 5.561 6.568
600+ 4 5.155 773 BB 9.668 1.44 4.415 5.415
400
2004
o]
-2004
T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50
Retention time (min)
Analytic HPLC of Pep1:
C:\Users\Yue W...57-SM-prep.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00
2000004 379.0886
100.00%
1800004
1600004 362.1856
79.68%
1400004 340.2039
67.36%
1200004
1000004
800004 212.0267
35.10%
60000+
172.0346 380.0919
3 19.71%
400004 16.99% "
200004 el 335007 390.1828 se81310 656.0440
7.84% 294.0692  6.89% . 445.0330 7.25% 5
146.0625 3.67% — [ 3602 443%  3.74% 902806 s : 617.0412  4.23% 6823011
0.21% l I 1.639 L | 84% : 0.96% 0.18%
o - 1 - A L il L — L L | L . L. |
T T T T T T T T T T T T
100 150 200 250 300 350 400 450 500 550 600 650

m/z (Da)

HRMS(MAIDL-TOF) of Pep11
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DPi-Pep:: DP:-NH-YFMVF-CONH:

Chemical Formula: C57HggNgO7S
Exact Mass: 1006.4775
C:\Users\Yue W...d\YUE268-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

60/ 33.3
504
404 RT Scan  Type Area Total Area %  Start time  End time
1 38.972 5845 BB 0.097 0.56 38.806 39.346
2 33259 4988 BB  16.549 96.32 32.946 33.879
304 3 29292 4393 BB 0.173 1.01 29.086 29.692
4 28246 4236 BB 0.099 0.58 27.999 28.546
5 9.759 1463 BB  0.161 0.94 9.706 10.072
6 0972 145 BB  0.103 0.60 0.872 1.126
20
104
1.0 9.8
293 39.0
Y
[ i b LA i
T T T T T T T T T T T T T
5 10 15 20 25 35 45 50 55 60 65
Retention time (min)
Analytic HPLC of DP;-Pep:
800000+ D:\Onedirve\On...ue312-prod.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00
7000004 1007.4843
100.00%
600000
500000+
1008.4872
| 68.40%
4000004
3000004
1009.4902
200000 2560
1024.4858
1000004 1010.91f | 5,630,
6D6.1008644.0199681.9905 723.4223 7954614 855.0543893.0119 936.5626 Ol | 1037.49801109.67191152.5499 1196.5137 1283.2971 1357.3143 14313379 1493.¢
p35% 1.25% 030% 0.12% 0.11% 0.80% 0.22%  0.17% |L | 0A3% 011% 024%  0.62% 0.23% 0.31% 0.35% 0.12
o — AR L - A R
T T T T T T T T T T T T T T T T T
650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1c
m/z (Da)

HRMS(MAIDL-TOF) of DP3-Pep;

S43



DP,-Pep:: DP2>-NH-YFMVF-CONH:

Chemical Formula: C55HgoNgO7S
Exact Mass: 978.4462

C:\Users\Yue W...YUE327-1-PROD.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

304
313
254
204 RT Scan Type Area Total Area %Start timeEnd time
131.3354700 BB 4.363  94.01 31.081 31.655
227.3014095 BB 0.049  1.05 27.068 27.581
154 3 7.795 1169 BB 0.091  1.97 7741 7.948
4 7.288 1093 BB 0.066  1.42 6.895  7.595
50.548 82 BB 0.072 1.54 0.508  0.641
104
54
0.5 7.8
¥3
o {*—MJAM T &
T T T T T T T T T T T T
5 10 15 20 25 35 45 50 55 60 65
Retention time (min)
Analytic HPLC of DP,-Pep;
D:\Onedirve\On...327-1-prep.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00
979.4522
100.00%
400000
3500004
3000004
980.4555
| 64.14%
250000+
200000+
996.4514
37.80%
1500004 i
981.458] |1001.4316
25.18%
100000 2436%] | =00
997.454
656.0664 61,0718 15.06%] 1003.4421
5000Q gog7 1105% 8700 9425751 11.10% 1357.3110 1431.3306 1505.3455
. 7324824 788 5013 . 6.81% , 998453 1034.4121 1131.682 1283.2898 5.85% 5.70% y 1579.365
o b kb bt it e i i N ; i i i i L
r T T T T T T T T T T T T T T T T T T T
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1€
m/z (Da)

HRMS(MAIDL-TOF) of DP,-Pep;
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DPs-Pep:: DP3-NH-YFMVF-CONH:

Chemical Formula: Cg1H74NgO-,S
Exact Mass: 1062.5401

C:\Users\Yue W...YUE327-2-PROD.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram
54

39.3
404
359
304
25 RT Scan  Type Area Total Area %  Starttime  End time
1 40.115 6017 BB 0.141 1.86 39.941 40.381
204 2 39.308 5896 BB 7.346 96.65 39.015 39.695
3 35.355 5303 BB 0.064 0.85 35.181 35.615
4 7.815 1172 BB 0.049 0.64 7.761 7.928
154
104
54
7.8 354 40.1
’ LALS
0 % i Yy
T T T T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50 55 60 65

Retention time (min)

Analytic HPLC of DP3s-Pep:

C:\Users\Yue W...327-2-prod.mzML Injection 1 MS (+) profile MS + spectrum 0.00

1063.5477
100.00%
250000+
2000004
1064.5505
ﬁgﬁo/e
150000
1000004
1065.5527
’2E77%
500004 666.0225
11.83% o71.0381 2770593 1082.050) 1098;5;97
' 683.9892 : 7.94% 8.32% || 956%
5‘3'?522/:2 U 4.02% 7231-2;‘/12 5.37% i 9207-23/035 9:46.35/82 — 095.5418  1189.7078 1245.76361293.0761 1343.8098 1397.8397 1449.8551 1520.9232 1584.94
g o = 8 359 1.42% 159 1.45% .15%
ol M g 2 I 2T e L35% o LIS% 145% ok os1%  Lis% 0.92%  0.63%
r T T T T T T T T T T T T T T T T T T T
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1€

m/z (Da)

HRMS(MAIDL-TOF) of DPs-Pep:
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DPs-Pep:: DP4-NH-YFMVF-CONH:

Chemical Formula: C53HsgNgO7S

Exact Mass: 950.4149

C:\Users\Yue W...d\YUE303-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

359
28.9
304
254
RT Scan Type Area Total Area % Starttime End time
204 1 32338 4850 BB 0.036 0.73 32.224  32.458
2 29331 4399 BB 0.087 1.77 29.184 29.484
3 28931 4339 BB  4.698 95.96 28.764  29.171
154 4 25378 3806 BB  0.028 0.56 25224  25.751
5 24838 3725 BB 0.048 0.97 24511  25.118
104
54
P 293 333
o Y
T T T T T T T T T T T T
5 10 15 25 30 35 40 45 50 55 60 65
Retention time (min)
Analytic HPLC of DPs-Pep;
D:\Onedirve\On...ue303-prep.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00
951.4234
1200004 100.00%
1100004
1000004
90000+
800004 952.4263
59.86%
70000 —
974.4071
600004 967.418 50.97%
45.53%|
T 7| 990.3928
50000 38510
975.4124
40000 92578'4‘ Zﬂ} 29.60%
4L%
300004 ]
20000] 650.0484 96041 976.4132 1083.4393
12.54% 77,0460 10.94%) 11.60% 13.10% 1357.3130 1431.3369 1505.3513
.0911 . £ . . .
1000064’6432/ 667.2881 755.4472 soLors 953.495 ao1p 1055444 1224107506 7502 1283.2971 5.55% 6.16% 5.64% o]
+40% LZ'SS% 2.68% 4.52% o 1o +20% 4.04% Py 2.99% i - 5.03%
| 2.8 = 69%
o bt i oo skt bl G i i L i b
-100004
r T T T T T T T T T T T T T T T T
600 650 700 750 800 850 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1€
m/z (Da)

HRMS(MAIDL-TOF) of DP4-Pep;
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DPs-Pep:: DPs-NH-YFMVF-CONH:

Chemical Formula: Cg41HgoNgO7S
Exact Mass: 1050.4462
C:\Users\Yue W...YUE325-1-PROD.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

140 326
1204
100
RT Scan  Type Area Total Area %  Starttime End time
804
1 33.408 5011 BB 0.257 1.05 33.255 34.035
2 32.621 4893 BB 23.797 97.59 32.375 33.028
60 3 28.761 4314 BB 0.123 0.50 28.555 29.015
4 7.821 1173 BB 0.167 0.68 6.908 8.148
5 0.535 80 BB 0.041 0.17 0.435 0.595
40
204
.5 7.8 .8 3.4
o Q A J ‘8 J 3
A i A i
T T T T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50 55 60 65

Analytic HPLC of DPs-Pep;

Retention time (min)

D:\Onedirve\On...325-1-prod.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00

250000/ 1051.4539
100.00%
2000004
1052.4579
| 67.71%
1500004
1000004
1053.4598
| 28.68%
666.0139 1073.4437 o paan
50000 . 969.4102 . 19.05%
16.30% §77.0436 rsow 16170 | ©
670.4122 681.9873 11.00% 431 4641 10752&:;9 1092.4243
X o
636060 || 6.21% 755 4605 822523/53 5.40% =] | 7.11% 1204.7502 1270.6663 1330.79761387.7870 1446.8701 1514.9431 1576.7507  1657.0278 1722.0861 1792.i
in U 1.01% : L | i 0.94% 0.71%  0.70%  1.54%  0.49% 0.61%  0.78% 0.43% 0.51% 0.68
0] adasil T W A ok L L
r T T T T T T T T T T T T T T T T T T T
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 1700 1750 1¢
m/z (Da)

HRMS(MAIDL-TOF) of DPs-Pep;
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DPs-Pep:: DPs-NH-YFMVF-CONH:

Chemical Formula: Cg3HggNgOgS
Exact Mass: 1110.4673

C:\Users\Yue W...d\YUE302-PROD.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

80
332
704
60
504 RT Scan  Type Area Total Area %  Start time  End time
1 36896 5534 BB  0.223 1.67 36.689 37.449
2 34169 5125 BB 0.211 1.58 33.856 34.616
404 3 33216 4982 BB 12.667 94.75 33.096 33.636
4 28783 4317 BB  0.267 2.00 28.396 29.376
304
20
28.8 4.2 36.9
104 /Y [}
T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
13 14 15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35 36 37 38 39 40 41 42 43 44 45 46 47
Retention time (min)
Analytic HPLC of DPs-Pep:
D:\Onedirve\On...ue302-prod.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00
1111.4750
100000] 100.00%
90000+
80000+
1112.4777
71.65%
700004 I
60000+
50000
40000+
1113.4801
30000 | 28.16%
1134.4609
200004 1127.472
666.0133 14.52%| 16.28%
10000 10-56% fpyiog 1129 4;; 1195.4826
893.0189 - -
6510419 688.0207  761.4242806.5144 6-56% B o 977.6504 1060.0566 3 gaff, 4.19% 1271.7844 1353.8059 1406.8087 1468.8838 1548.8892 1642.0197 1694.
1'9%_1 Hif“’ 0.61%  0.32% L s 0.57% 1.34% =1 | 0.51% 0.53%  0.64% 0.51% 0.55% 0.50%  0.2¢
o w1, L T i [ A |
r T T T T T T T T T T T T T T T T T T T T T
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 17
m/z (Da)

HRMS(MAIDL-TOF) of DPs-Pep:
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DPs-Pep:: DPg-NH-YFMVF-CONH:

H
N

\E)OLNHZ
SO

Chemical Formula: CgsHggNgO7S
Exact Mass: 1102.4775
C:\Users\Yue W...d\YUE434-PROD.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

1304 40.2
1204
1104
1004
90+ RT Scan  Type  Area  TotalArea%  Starttime  End time
80 1 41730 6259 BB 0338 1.50 41.516 42.263
20] 2 40.923 6138 BB 0.059 0.26 40.750 41.123
3 40.216 6032 BB 21.501 95.23 39.936 40.616
60 4 36510 5476 BB 0.230 1.02 36.143 36.750
5 34590 5188 BB 0.071 031 34.410 34.816
504 6 7.870 1180 BB 0.225 1.00 7.816 8.143
40] 7 0.576 86 BB 0.155 0.69 0.516 0.710
304
204
10 o6 7.9 l
X . 46 36.5 417
L ¥y vy
0% T T YR
-104
T T T T T T T T T T T T
5 10 15 20 25 35 45 50 55 60 65
Retention time (min)
Analytic HPLC of DPy-Pep:
60000 C:\Users\Yue W...ue434-prod.mzML Injection 1 MS (+) profile MS + spectrum 0.00
1103.5282
100.00%
50000+
1104.5305
| 75.83%
40000+
30000+
1141.4949
1126.503)  39-28%
200004 34.53%
100004 1105.570 1143.5146
728.3598 8;35?/54 895.3847 11.92% | 10.71%
n 51% 7.34% -
§09.6240 6573773 6.73% ) 968.2463 10554639 14909 1213.5088 1272.5349 1320.5783  1395.5721 1453.84791504.6500  1578.72951620.5082 1698
&1.33% e % il 97 0.38% 0.56% 0.37% 0.37% 0.24%  0.32% 0.46%  0.30% 0.7
r T T T T T T T T T T T T T T T T T T T T T
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 17

m/z (Da)

HRMS(MAIDL-TOF) of DPs-Pep:
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DP1o-Pep1: DP1o-NH-YFMVF-CONH;

] P REENE P
N o = (0] \ O 3
W/ S
OH >
Chemical Formula: C57HggNgO7S
Exact Mass: 1006.4775
1804 C:\Users\Yue W...d\YUE363-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram
324
1604
1404
1204
RT Scan Type Area Total Area % Starttime End time
1001 1 32739 4910 BB  0.603 2.03 32,619  33.526
2 32419 4862 BB  28.194 95.15 32,032 32612
3 31679 4751 VB  0.468 1.58 31,539 31.972
80/ 4 31532 4729 BV  0.366 1.24 31126 31.539
604
404
317 1327
204 L
T T T T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50 55 60 65
Retention time (min)
Analytic HPLC of DP1o-Pep:
C:\Users\Yue W...ue363-prod.mzML Injection 1 MS (+) profile MS + spectrum 0.00
1300004 1007.4864
100.00%
1200004
1100004 1029.4450
83.61%
1000004
90000+
1030.4576
65.69%
80000 10085013 [
57.87%
700004 1007.5961
60000 39.37% |
1007.380;
50000 40-33% |
1009.488 1029.5252
400004 2088%] | 3L12%
30000
1009452 1030.5310
20000 155 0%
644.0199 107w |y r061.4433 11965137
10008y 3071 525% 688.0415  751.5530 8045185 270003 907.4737 627% | 3.75% 115052211 00> 12833039 13573144 14313379 15053660  1579.362
27% L 0.48% 0.35% 030%  238% 0.52% k s 0.99% = 0.88% 1.63% 1.60% 1.06% 1.20%
o T . n L i . " .
-100004
r T T T T T T T T T T T T T T T T T T T
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1€
m/z (Da)

HRMS(MAIDL-TOF) of DP1s-Pepy
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DP12-Pepi: DP12-NH-YFMVF-CONH;

a
N
H |l
N
W/ 3
oH N
Chemical Formula: CsgHggNgOgS
Exact Mass: 1036.4881
804 C:\Users\Yue W...d\Yue340-prep.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram
335
704
604
504
RT Scan  Type Area Total Area %  Start time  End time
0] 1 33495 5024 BB  15.090 96.02 32.928 33.835
2 32181 4827 BB  0.564 3.59 30.888 32.815
3 8.141 1221 BB  0.029 0.18 8.041 8.488
30d 4 7.808 1171 BB  0.018 0.12 7.435 8.001
5 0301 45 BB 0.014 0.09 0.201 0.415
204
104
3 1 322
¥ vy ]
04K AL A
T T T T T T T T T T T T
10 15 20 25 30 35 40 45 50 55 60 65
Retention time (min)
Analytic HPLC of DP12-Pep:
D:\Onedirve\On...ue340-prep.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00
1037.4929
100.00%
500000+
400000
1038.4963
| 66.32%
300000 1053.4893
52.66%
1054.4928
200000+ 34.60%
1039.4978 [
26.95%|
1000004 1000.5756 1055.4945
12.20% | 13.49%
644.0285 1000.4952 1060 Al 10754639
02 7054513 757.4184803.4956 855.0611  918.5847 ~ 3.73% | 5 ach. | 3.91% 1149.7088  1226.5260 1282.2931 ~ 1357.3202  1431.3351  1505.3456  1580.3792  1653.3878
ol 1'%“ % 031% 0.18% 031% 1.13% 0.30% A [ 0.20% 056%  0.25% 0.42% 0.45% 0.35% 0.30% 0.25%
. L N L A SO - N
r T T T T T T T T T T T T T T T T T T T T T
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 17
m/z (Da)

HRMS(MAIDL-TOF) of DP1,-Pep:
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DP13-Pepi: DP13-NH-YFMVF-CONH;

Chemical Formula: CsgHggNgOgS

Exact Mass: 1036.4881

C:\Users\Yue W...d\YUE453-PREP.D Injection 1 Function 1, mixed ion MS TIC

1004 32.8
90
80
704
604 RT Scan Type Area Total Area % Starttime End time
1 35018 5252 BB  0.049 0.27 34764 35251
504 2 32811 4921 BB 17.704 97.63 32,591  33.024
3 30.884 4632 BB  0.030 0.17 30.564 31.044
40 4 26838 4025 BB  0.350 1.93 26.631  27.151
304
20
104
26.8
o] v e &l ¥
i A [}
-104
T T T T T T T T T T T
5 10 15 20 25 35 45 50 55 60 65
Retention time (min)
Analytic HPLC of DP13-Pep:
C:\Users\Yue W...ue453-prep.mzML Injection 1 MS (+) profile MS + spectrum 0.00
4500004 1037.4922
100.00%
4000004
350000 1038.4953
| 77.26%
3000004
1053.4891
250000+ 55.63%
2000004 1054.4928
1039.497: 42.26%
3894% ] 110594777
150000 33.15%
1000004 1037.605
18.18%
ot 1387
50000 9.71% | |li—
6;43302/85 714.4751 803.4957 855.0611  g1g 5847 1000.2806 1053.6p1 10271-340714 1163.5754 1226.5259 12822931  1357.3202  1431.3351  1505.3456  1580.3792  1653.3878
ol e 0.38% 038% 1.38% 037%  1.09% | 1.30f = * o T022% 0.68%  0.30% 0.50% 0.54% 0.43% 0.37% 0.31%
L R n L
r T T T T T T T T T T T T T T T T T T T T T
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 17
m/z (Da)

HRMS(MAIDL-TOF) of DP1s-Pepy
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DP14-Pepi: DP14-NH-YFMVF-CONH;

Chemical Formula: C57HggNgO7S
Exact Mass: 1023.5041

C:\Users\Yue W...d\YUE352-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

704 33.1
604
504
RT Scan Type Area Total Area % Start time End time
40 1 33.896 5084 BB  0.450 2.92 33.609  34.476
2 33129 4969 BB  14.850 96.36 32.869  33.536
304 3 4603 690 BB  0.112 0.73 4.449 5.083
20
104
¢ 33.9
o] 7\ T
T T T T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50 55 60 65
Retention time (min)
Analytic HPLC of DP1.-Pep:
600000 D:\Onedirve\On...ue352-prep.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00
1024.5127
100.00%
500000
400000 1025.5169
| 65.11%
3000004
2000004 1040.5087
1026.5184 28.18%
2436%1 10415110
18.28%
1000004 i
1027.518% |1042.5129
6.33% 6.55%
622.0561 670.4231 757.1938  819.4892 876.3769  941.5958 — 1136.6662 1213.5535 1304.7588 1363.8562 1418.8762 1541.7320 1655.9289
0.60%  0.60% 0.34% 0.23%  0.80% 0.17% 0.18% 0.85% 0.15% 0.14%  0.11% 0.13% 0.11%
r T T T T T T T T T T T T T T T T T T T T T
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 17
m/z (Da)

HRMS(MAIDL-TOF) of DP1-Pepy
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DP1s-Pepi: DP1s-NH-YFMVF-CONH;

SN
N\ H
N\ | N
0 = O
S
oH O™
Chemical Formula: C5iHgoNgO7S
Exact Mass: 930.4462
C:\Users\Yue W...d\YUE353-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram
2504
303
2004
1504 RT Scan  Type Area Total Area %  Starttime  End time
1 64.681 9702 BB  1.033 171 63.201 64.881
2 30.254 4538 BB 57.633 95.21 30.028 31.094
3 7.601 1140 BB 0.696 1.15 7.361 7.988
1004 4 6.081 912 BB 1167 1.93 5.721 6.608
504
6.1 7.6 v %7
o y T
T T T T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50 55 60 65
Retention time (min)
Analytic HPLC of DP1s-Pep:
1000004 C:\Users\Yue W...ue353-prep.mzML Injection 1 MS (+) profile MS + spectrum 0.00
90000+
953.4309
800004 100.00%
70000
60000+ 954.435( |970.4121
69.04%| | 70.07%
50000
40000+
971.4124
300004 955.4403 | 37.02%
31.49%|
200004 972.4146
e | 14000
10000 sl 973.4258
606.0836 682.9987 7398985 787.4145833:0720  895.0261 97343477790 10610559 1158.6622  1228.6511 12940770 1349 7448 1411.61041462.7535 1521.7432 1608.8016 1695.
107% 335% 1380 o.8796 265% 242% 268l 327 2.27% 1.91% 1.69% 282% 1.439% 192%  122%  1.66% 1.21% 0.7
O] sk XY THAY e skt o il il bt bl s d bttt iy "
r T T T T T T T T T T T T T T T T T T T T T
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 17
m/z (Da)

HRMS(MAIDL-TOF) of DP1s-Pep:
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DP16-Pep1: DP1-NH-YFMVF-CONH;

O

Chemical Formula: Cs4HgoNgOgS
Exact Mass: 982.4411

C:\Users\Yue W...YUE448-1-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

2004 31.4
1804
1604
1404
1204 RT Scan Type Area Total Area % Starttime End time
1 31438 4715 BB 42362  95.14 30.764  31.924
1004 2 20971 4495 BB  2.067 4.64 28.178  30.738
3 8264 1239 BB  0.098 0.22 8.044  9.364
80
604
404
204
§3 D
o T i
T T T T T T T T T T T T T
5 10 15 20 25 35 45 50 55 60 65
Retention time (min)
Analytic HPLC of DP1s-Pep:
C:\Users\Yue W...448-1-prod.mzML Injection 1 MS (+) profile MS + spectrum 0.00
983.5748
100.00%
1500004 1005.5553
81.54%
1006.5588
984.5771 | g3 049
61.11%| —
1000004
1007.5763
| 39.84%
1022.5425
50000] 000.571 28.11%
21.91%| | |1023.5509
1000.57p4| | 17:50%
12.289
983,741 1024.5418
525.3885 611.3746 7434491 848.5110 TR0 4.68% 11706417 1335.7999 1495.8527, 595 8825 1683.9328  1808.0088 1990.0908 2156.1763
178%  1.78% 121%  184%  SE2 1.54% 0.67% 162% o119  0.26% 0.32% 0.23% 0.11%
[ [N — . VBTOPoR i e A oot .
T T T T T T T T T T T T T T T T T T T T
500 600 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200 2300 2400
m/z (Da)

HRMS(MAIDL-TOF) of DP1s-Pepy
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DP;-Pep2: DP1-HN-Ahx-YFIVFGGKRPR-COOH

Chemical Formula: CgqH127N21045 HNZ “NH, NH
Exact Mass: 1753.9821
C:\Users\Yue W...d\YUE344-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

23.1
1004
90
80
704
RT Scan Type Area Total Area % Starttime End time
60-
1 23.144 3471 BB 14.194 95.76 22.884 23.371
504 2 22577 3386 BB 0.272 1.83 22,177 22.837
3 8.044 1206 BB 0.081 0.54 7.977 8.304
4 6.184 927 BB 0.277 1.87 5.951 6.377
404
30
20
104
6.2 50 22
0 v 1
T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50

Retention time (min)

Analytic HPLC of DP;-Pep»

D:\Onedirve\On...ue344-prep.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00

1755.9933
100.00%
3000004
250000+
1754.9889 1756 9973
67.39% | 66.23%
200000+
1500004
1758.0010
100000/ =
500001 1759.0043
6242,33/35 §78.0134 1202.6798 17673'29020 | 9.78% 1965.1707
. 5.29% 10163.10501 4.38% 1399.78871538. 8802 022 > 285% 2193.1088
\ m W 1% | 113%  0.229% 0.20%
ol L i f " i e

T T T T T T T T T T T T T T
600 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200 2300 2400 2500 2600 2700 2800 2900 3000 3100 3200 3300 3400 350!

m/z (Da)
HRMS(MAIDL-TOF) of DP;-Pep,
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DP;-Peps: DP1-HN-C-Ahx- RrRK-GG-YFMVF-COOH

N\)L /\/\/\H/N\)L /é'\‘\)'\ Jf:\)LN/\[rN\)L N’\n’ \/COOH

NH NH

A

NH,

HN™ "NH, HN Chemical Formula: Cg4H135N25046S5

Exact Mass: 1933.9960
D:\Onedirve\On...a\YUE367-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

800 218
7004
6004
5004 N -
RT Scan  Type Area Total Area %  Start time  End time
1 21.775 3266 BB 126.847 96.95 21.508 22.168
400 2 7.750 1162 BB 1.271 0.97 7.543 8.210
3 5.630 844 BB 1.766 1.35 5.370 6.390
300 4 4.870 730 BB 0.953 0.73 4.610 5.170
2004
1004
.6 7
0 T
T T T T T T T T T T
5 10 15 20 35 40 45 50

25 30
Retention time (min)

Analytic HPLC of DP;-Peps;

C:\Users\Yue W...ue367-prod.mzML Injection 1 MS (+) profile MS + spectrum 0.00

1200000 1936.0118
100.00%
11000004
10000004
1937.0203
9000004 | 79.63%
8000004
1935.001.
7000004 61.63% |
6000004
1938.0261
500000 | 41.80%
4000004
3000004
1939.0331
200000 | 16:59%
1957.000]
1960.0122
1000004 968.4232 1372.7273 1641.9040 6'6% 4.54% 2084.0976
0.37% 0.62% 0.18% k 0.36%
o ! R aa ik —
-1000004

T T T T T T T T T T T T T T T T T T T
500 600 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200 2300

m/z (Da)
HRMS(MAIDL-TOF) of DP;-Peps
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DP;-Peps: DP1-HN-C-Ahx-YFMVF-GG-RrRK-COOH

Chemical Formula: Cg4H135N25016S2
Exact Mass: 1933.9960
D:\Onedirve\On...a\YUE366-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

11004
10004 222
9004
8004
7004
RT Scan Type Area Total Area % Starttime End time
6004 1 22.236 3335 BB 176.558 96.57 21.950 22,623
5004 2 8.011 1201 BB 1.490 0.81 7.958 8.465
3 7451 1117 BB  0.791 0.43 7.165 7.791
400] 4 6272 940 BB 1.462 0.80 5.665 6.658
5 0119 17 BB 2.522 1.38 0.066 0.286
3004
2004
100
0.1
0
)
T T T T T T T T T T
5 10 15 20 35 40 45 50

25 30
Retention time (min)

Analytic HPLC of DP1-Peps

D:\Onedirve\On...ue310-prod.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00

1936.0017
100.00%

1937.0046
| 82.96%

1000000+
1934.998:
67.50%

1938.0065
47.89%

500000+

1939.0070
| 20.70%

1951.0122
1921.629: 8.45%

968.5303 1640.9193 6.31% | —

644.0382 3.03% 57% 2079.03662215.2603
0.21% | \ ‘L 0.25% 0.35%
. JO VSO irattd

T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
600 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200 2300 2400 2500 2600 2700 2800 2900 3000 3100 3200 3300 3400 350f

m/z (Da)
HRMS(MAIDL-TOF) of DPy-Pepa
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DP:-Peps: DP1-HN-NWQYFIVF-COOH

N, HeNgO
0 o o o o
H H 5 H
N A N\E)LN N.. ,\I(N\)LOH
o} H o i _H_o0 H o
0 Z NH \©\ \©
OH

Chemical Formula: C7gHg1N43013
Exact Mass: 1417.6859

D:\Onedirve\On...YUE349-1-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

1600+
34.2
14004
12004
10004
RT  Scan Type Area Total Area % Starttime End time
800 1 34191 5129 BB 301319  98.95 33.971 34751
2 32825 4924 BB 1242 0.41 32625 32991
6004 3 7607 1141 BB 1957 0.64 7380  8.160
4004
2004
EG 8
o] G 3&‘
T T T T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50 55 60 65

Retention time (min)

Analytic HPLC of DP;-Peps

C:\Users\Yue W...349-1-prep.mzML Injection 1 MS (+) profile MS + spectrum 0.00

4500000] 1418.6955
100.00%
4000000]
3500000]
3000000]
2500000]
1420.6971
20000004 44.94%
1500000
1000000/
1421.7001
| 13.10%
500000 1420.106] 14416767
778.0998 885.4977  983.12901047.62891115.6885 1204.7103 12837717 T ooc 350" 15257352 16067190 1697.9437
o 0.64% 0.26% 0.43% 0.14% 0.23% 0.30% 0.59% 20 | ]m\ 0.63% 0.71% 0.55%

T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 1700 1750 1800 1850 1900 1950 2000 2050 2100 2150 22
)

m/z (Da
HRMS(MAIDL-TOF) of DP;-Peps
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OH

DP1-Peps: DP1-HN-EHDYFIVF-COOH
Chemical Formula: C73HggN 12015

H/Ogo
Exact Mass: 1370.6336

C:\Users\Yue W...YUE349-2-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

y O
: A N Hon
(A : Y
NH
N=/

6004
273
500+
400+
RT Scan Type Area  Total Area % Starttime End time
1 62071 9310 BB  0.874 0.89 61.698  62.431
300 27.304 4095 BB  95.453 96.74 27.138  27.598
3 27.031 4054 BB 2340 2.37 26798 27.131
2004
1004
27.‘\L
E o
& T
T T T T T T T T T T T T T
5 10 15 20 25 35 45 50 55 60 65
Retention time (min)
Analytic HPLC of DP1-Peps
D:\Onedirve\On...349-2-prep.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00
2500004 13716353
100.00%
1372.6383
2000004 | 84.21%
1500004
1000004 1373.6416
| 35.79%
1394.6222
1393.618§ 25.43%
21.73%|
500001 o o065 1395.6p6( [ 1411.5980
12.27% 3357.35/15 132906 | | 13.19%
645.0066 T 1060.0553 1396.6B1 1448.5424
6460625 | 910 764.4602 879.0fi34  894.0134 32100 1170.6440 12725614 4.91% 4.81% 1622.9699  1725.04321803.0482 1934.1348 20221657 21252355  2242.2715
83/[’ L 0.34% 14500 rﬂ“’ 0.52% 0.92% L 0.39% 0.24%  0.36% 0.33%  0.35% 0.18% 0.17%
odu g Ty il " R -
T T T T T T T T T T T T T T T T
700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200 2z

m/z (Da)

HRMS(MAIDL-TOF) of DP1-Peps
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DP;-Pep;: DP1-HN-Ahx-P-(pTyr)-LKTK-COOH

~ (0] NH, NH,
\{
N\ N
N H/\/WN
HNTN (0]
= (6] N OH
H

Chemical Formula: CgoHggN11O14P
Exact Mass: 1243.6406

C:\Users\Yue W...d\YUE345-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

3004
17.6
2504
200+
RT Scan  Type Area Total Area %  Start time  End time
1 17.644 2646 BB  77.630 98.23 17.024 18.051
1504 2 9.231 1384 BB  0.330 0.42 8.351 9.417
3 7.404 1110 BB 0.339 0.43 7.251 7.651
4 0.164 24 BB 0.729 0.92 0.104 0.291
1004
504
0.2
1 74 _ 92
9% T
T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50

Retention time (min)

Analytic HPLC of DP;-Pep~

D:\Onedirve\On...ue345-prep.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00

1244.6422
3000001 100.00%
1245.6450
250000 79.80%
200000
1500004
1246.6473
o
100000 SR
50000 1247.6536
8.62%
1229.5053 ——
6669-2:60 877.0536 10155039 355, 1321.5811 1524.9559 1747.0310 1891.1087 2037.1744
ol 1~1 % 1.10% 1.22% ﬁ |“ . EQ% 0.26% 0.14% 0.16% 0.11%

T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
600 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200 2300 2400 2500 2600 2700 2800 2900 3000 3100 3200 3300 3400 350f

m/z (Da)
HRMS(MAIDL-TOF) of DP:-Pep;
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DP;-Peps: DP1-HN-Ahx-P-(pTyr)-LK TKRrRK-COOH

NH, NH, ¥ NH,
p N OPOH )/NH ))
HN H H
N N ., N N/\[r N/\[r
1 H o) H o) H o) H
‘OH
_ NH NH
Chemical Formula: CggH138N2501gP
Exact Mass: 1840.0389 HaN™ “NH HaN™ “NH
C:\Users\Yue W...E365-PREP-2ND.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram
25.0
3004
2504
200
RT Scan Type Area Total Area % Start time End time
1 24992 3748 BB  75.867 96.79 24346 25.439
1504 2 8146 1221 BB  0.825 1.05 8.099 8.279
3 6299 944 BB 0753 0.96 6.246 6.392
4 0279 41 BB 0942 1.20 0.219 0.352
1004
504
0.3 63 81
b
T T T T T T T T T T T
5 10 15 20 30 40 45 50 55
Retention time (min)
Analytic HPLC of DP;-Peps
D:\Onedirve\On...ue365-prod.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00
1600004 1842.0535
100.00%
1400004
1200004
1841.044
69.84% | 1843.0605
1000004 | 64.95%
80000+
60000+
1844.0617
40000+ 23.49%
20000 1863.033 18;2;3’267
656.1240 921.5621 1606.7448 ~ 4.90% 2689.0808 3100.8972
ol 0.11% 0.70% 0.30% ol ) 0.11% 0.11%

T T T T T T T T T T T T T T T T T T T T T T T T T T T T T T
500 600 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200 2300 2400 2500 2600 2700 2800 2900 3000 3100 3200 3300 340(

m/z (Da)
HRMS(MAIDL-TOF) of DP:-Peps
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DP;-Pepg: DP1-HN-Nal-Cpa-Pal-SY-Cit-LRPG-CONH:

Chemical Formula: CggH19gCIN19O14

!\
Exact Mass: 1689.8012
N o) NH2 HN NH2

H

N
. Ji

; NH,
H H E ’2 )\‘(
\@ Y 0
OH
C:\Users\Yue W...UE450-DP-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram
18.9
20004
1500
RT Scan  Type Area Total Area % Start time  End time
1 18.902 2835 BB  342.354 99.30 18.589 19.402

10004 2 7771 1165 BB 2.430 0.70 7.597 8.284

5004

;.B
™ T
T T T T T T T T T
10 15 20 25 35 40 45 50

Analytic HPLC of DP;-Pepg

C:\Users\Yue W...

P-prep-2nd.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00

3
Retention time (min)

1691.7634
600000+ 100.00%
1692.7720
88.00%
500000+ [
1690.748
77.07% |
400000
1693.7843
| 57.96%
3000004
2000004 1694.7924
| 26.29%
1000004 1695.8023
1656368 o.569%
9975093 1282.5788 6:59% | 71722 7639 3381.51¢
0.11% 0.45% l 0.76% 0.43%
o N PO WY | FuntN -
T T T T T T T T T T T T T T T T T T T T T T T T
500 600 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200 2300 2400 2500 2600 2700 2800 2900 3000 3100 3200 3300 340(

HRMS(MAIDL-TOF) of DP:-Peps

m/z (Da)
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DP1-Pepio: DP1-HN-DRVYIHPF-CONH;

7\
N HoN._NH,
H e
\QIRBE\@Y )
\
O
HN i N i
N
H

N\)LN
H

Chemical Formula: C7gHggN16042
Exact Mass: 1346.6924

OH HNJ)

< N
g 0
N\)j\H N 0
: 0]
O

o

o _~ o
N NH,
OH
D:\Onedirve\On...UE451-DP-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram
25004 158
20004
15004 RT Scan  Type Area Total Area %  Start time  End time
1 15770 2365 BB  526.684 98.91 15.583 16.149
2 7.831 1174 BB 1.298 0.24 7.584 8.224
3 0.058 8 BB 4.519 0.85 0.005 0.511
1000
5004
0.1 V8
o [y
T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50
Retention time (min)
Analytic HPLC of DP1-Pepio
C:\Users\Yue W...51-DP-prep.mzML Injection 1 MS (+) profile MS + spectrum 0.00
1347.7072
1200004 100.00%
1100004
1348.7158
100000 | 83.79%
90000+
80000+
70000
1349.7282
600004 | 48.63%
50000
40000+
30000
1350.7312
20000 | 16.10%
10000] 1351.745F 1370.6915
583.4782 723.9802 866.2746 1008.5202  1119.2228 1209.0156 3279 | 4:45%  1492.7739 1637.8281 2076.3911 2251.4109
o] 0.16% 0.11% 0.13% 0.38% 0.29%  0.10% e A1 0.48% 0.14% 0.10% 0.12%
-100004
T T T T T T T T T T T T T T T T T
600 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200 2z
m/z (Da)

HRMS(MAIDL-TOF) of DP1-Pep1o
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DP;1-Pepi11: DP1-HN-GHL-CONH:

NH,
(0]
AN
’:I o
i ¥ Chemical Formula: C34Hs3NgO4
” Exact Mass: 641.3438

C:\Users\Yue W...YUE455-1-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

4504
12.1
400+
3504
3004
RT Scan  Type Area Total Area %  Start time  End time
2504
1 15.366 2304 BB 0.936 1.91 14.913 15.739
2 12.119 1817 BB 46.880 95.87 11.913 12.393
2004 3 11646 1746 BB 0.763 1.56 11446 11.866
4 6.519 977 BB 0.322 0.66 6.406 6.586
1504
1004
504
o 6.5 11.§ 15.4
M.!Z ‘LE Y_AA
-504
T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50
Retention time (min)
Analytic HPLC of DP;-Pepi1
C:\Users\Yue W...455-1-prep.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00
642.3905
100.00%
600000
500000+
400000
643.3961
48.48%
300000 —
200000+
664.3734
20.56%
1000004
666.3830
524.1755  580.2868 656.096 3.36% 721.4076 785.4323 851.5804 1282.7571
o 13% 0.23%  0.59%| - 0.20% 0.27% 0.39% 0.26%
T T T T T T T T T T T T T T T T
550 600 650 700 750 800 850 900 950 1000 1050 1150 1200 1250 1300 1350 14

m/z (Da)

HRMS(MAIDL-TOF) of DP1-Pepa:

S65



DP1-Pep11*Z HoN-GH L(Dpl)-CONHz
(0]

7 l:l Chemical Formula: C34H43NgO4
Ve Exact Mass: 641.3438
H
D:\Onedirve\On...YUE455-2-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram
1600+ 131
14004
12004
10004 RT Scan Type  Area  TotalArea % Starttime End time
1 15.263 2289 BB 0.236 0.13 14.949 15.522
800 2 13.103 1965 BB 181.595 98.86 12.849 13.409
3 7.910 1186 BB 0.769 0.42 7.703 8.223
600 4 5710 856 BB 1.094 0.60 5.397 6.044
400+
2004
vl ¢ Jl 53
o } ) 1
T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50
Retention time (min)
1 *
Analytic HPLC of DP;1-Pep1:
C:\Users\Yue W...455-2-prep.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00
642.3593
100.00%
1800004
1600004
1400004
1200004
1000004
643.3613
800004 | 42.52%
60000+
664.3391
40000+ 17.50%
20000+ 656.360
579.2724 o 656'3:45 726.3807 808.4317 851.5356 926.6285 994.1769 1144.4955 1216.5728 1281'6.,837 1334.6559 1379.686.
187%  3-16% 2.74% 2.62%
: ] — 0.68% 0.17%  0.39% 0.11% 0.10% 0.72% 0.38% 0.39% 0.23%
o L Iy . ; R
T T T T T T T T T T T T T T T T T
550 600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 14

m/z (Da)

HRMS(MAIDL-TOF) of DP1-Pep11*
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BODIPY:-Pep:: BODIPY:-NH-YFMVF-CONH;

S<

Chemical Formula: Cs7Hg5BF2NgO7S
Exact Mass: 1054.4758
C:\Users\Yue W...d\Yue317-PREP.D Injection 1 DAD B, Sig=280,8 Ref=0off Chromatogram

704
60
47.5
504 RT Scan  Type Area Total Area %  Starttime  End time
1 47531 7129 BB 27.716 97.03 47.138 48.578
a0/ 2 46.571 6985 BB 0.061 0.21 46.158 46.818
3 40.984 6147 BB 0.301 1.05 40.684 41.918
4 9.564 1434 BB 0.182 0.64 9.518 9.784
30] 5 8351 1252 BB 0.144 0.51 8.238 9.211
6 8.004 1200 BB 0.160 0.56 7.958 8.098
204
104
8.0 96 2o 6
o T
T T T T T T T T T T T T T
5 10 15 20 25 35 45 50 55 60 65
Retention time (min)
Analytic HPLC of BODIPY-Pep:
D:\Onedirve\On...ue317-prod.mzML Injection 1 MS1 (+) profile MS + spectrum 0.00
1051.4934
100.00%
600000+
500000+
400000 1052.5001
59.09%
1023.489 —
stoon|
3000004
1024.450 1036.4938
34.16% | | | 34.28%
2000004 1009.497: 1053.5047
23.92% | 24.62%
1025402 1093.4703
1000004 12.59% 14.84%
971.3123 | 1079.4850
630.2860 685.1416 742.3631788-3110 837 4837 887'3512 3.98% 4.42% 1194.5331  1262.5147 1317.7368  1384.6044
041%  022%  0.11% L14% o169 194% Willalt 404 0.85% 0.93%  0.11% 0.11%
S . . A T i b Al n \
r T T T T T T T T T T T T T T T T T T T T T
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 17

m/z (Da)

HRMS(MAIDL-TOF) of BODIPY;-Pep;
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BODIPY>-Pep:: BODIPY-NH-YFMVF-CONH;

S
OH N
Chemical Formula: CssHg1BF2NgO7S
Exact Mass: 1026.4445
C:\Users\Yue W...YUE446-5-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

90 46.2
80
704
604
RT Scan Type Area Total Area %  Starttime  End time
50 1 46.155 6923 BB 18.854 94.96 45.775 46.615
2 39.475 5921 BB 0.765 3.85 39.135 39.915
404 3 8142 1221 BB  0.71 0.86 8.082 8.569
4 0535 80 BB 0.065 0.33 0.482 0.622
304
204
104
0‘.5 8.1 3/’15 L
\ & A/
X [y
T T T T T T T T T T T T T
5 10 15 20 25 35 45 50 55 60 65
Retention time (min)
Analytic HPLC of BODIPY-Pep:
C:\Users\Yue W...327-1-prep.mzML Injection 1 MS (+) profile MS + spectrum 0.00
1049.3821
1800004 100.00%
1600004
1400004
1200004 1049.4314
62.57%
~1050.4312
1000004 | 55.86%
80000 1050.3733 1950.4809
4137% | 39.93%
1065.4182
600004 1007.4451 | 29.70%
25.73%  |y0ho.5337
40000+ .50%
s o5y | 10es310m
20000 9.50% | = ;
603.1597649.3929 701.1964  763.4468 811.3463  875.5565 980.3712 s = 10353);,127 1153.5525 1217.6135  1288.7141 1343.88241395.7754 1453.8422 1508.3401  1577.3631 1652.3573
q.67% 0.90%  0.77% 0.95%  0.78% 0.98% 1.26% - 0.83% 1.01% 0.97%  0.73% 1.12%  0.90%  1.14% 1.02% 1.14%
o
T T T T T T T T T T T T T T T T T T T T T
650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650

m/z (Da)

HRMS(MAIDL-TOF) of BODIPY-Pep:
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BODIPY3-Pep:: BODIPY3-NH-YFMVFE-CONH;

H
N
O

\g)OLNHg
©

Chemical Formula: Cg1H73BF,NgO7S
Exact Mass: 1110.5384

C:\Users\Yue W...YUE446-4-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

54.7
604
50
RT Scan  Type Area Total Area %  Start time  End time
404 1 54.710 8206 BB 13.443 95.97 54.317 55.124
2 48.237 7235 BB 0.156 111 47.997 48.564
3 39.550 5932 BB 0.061 0.43 39.350 39.730
30d 4 8.210 1231 BB 0.166 119 8.157 8.477
5 5.537 830 BB 0.074 0.53 5.370 5.830
6 0.304 45 BB 0.108 0.77 0.250 0.430
20
104
0.3 8.2
5.5 X 48.2
olx ) A, § e v
A A [y A Y Y
T T T T T T T T T T T T T
5 10 15 20 25 3 35 40 45 50 55 60 65
Retention time (min)
Analytic HPLC of BODIPY3-Pep;
C:\Users\Yue W...446-4-prod.mzML Injection 1 MS (+) profile MS + spectrum 0.00
1133.5359
1000004 100.00%
90000+
80000+
700004
1134.5396
60000 _6LB4%
50000
1149.5101
40000/ 1063.5389 42.29%
36.66%
1064.5410
30000 | 26.40%
1080.535! 1135.5436
200004 16.27% 16.50%
1150.5664
10000/ 108110 7.68%
622.0764  687.4528733.8603 821.4520 873.7858  942.4303 1025.6993 = 1250.5632  1317.7684  1388.7751 1446.9174 1503.93831555.30491608.1096  1679.121
0.27% 0.14%  0.17% 0.18%  0.18% 0.25%  0.49% I 0.47% 0.20% 0.20%  0.17%  0.23% 0.11%  0.21% 0.23%
— | bbbl
r T T T T T T T T T T T T T T T T T T T T T
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 17
m/z (Da)

HRMS(MAIDL-TOF) of BODIPY3-Pep;
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BODIPY-Pep:: BODIPYo-NH-YFMVFE-CONH;

Chemical Formula: CggHgsBF2NgO7S
Exact Mass: 1150.4758
C:\Users\Yue W...YUE446-2-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

1104 530
1004
904
80
704 RT Scan Type Area Total Area % Starttime End time
60 1 52957 7943 BB 21.822 94.56 52.500  53.410
2 48.844 7326 BB  0.255 1.10 48.617  49.070
504 3 46.837 7025 BB  0.649 2.81 46.530  47.217
4 8197 1229 BB 0.214 0.93 8.144 8.437
404 5 0377 56 BB 0.137 0.59 0.324 0.470
304
204
104
0.4 8.2 46.8 488
- X AN
&/‘A Y A
-10
T T T T T T T T T T T T T
5 10 15 20 25 35 45 50 55 60 65
Retention time (min)
Analytic HPLC of BODIPY-Pep;
500004 C:\Users\Yue W...446-2-prod.mzML Injection 1 MS (+) profile MS + spectrum 0.00
1189.4789
100.00%
45000+
40000+
350004 1190.4833
| 69.01%
1147.5021
300004 60.94%
25000
200004
1136.844 1191.4854
150004 31.38% | 30.19%
h
100004 1173.4887
15.08%
p15.4007 1086.5297 i
711.2017  785.4169
5000 8.27% 863.0826 926.6863 983.4056 7 6504 1187.4666
° 619%  6.60%  SPIIO ol a3 & e 1HTAE 13745066 4316026 14949344 1564.9753 1626.0055 17120541 1781.22
I i : 1.17% 1.73% 1.35% 1.12% 1.40% 1.02%
o {1 N N TYRTOSN TR T AN  | L
r T T T T T T T T T T T T T T T T T T T T T T T
600 650 700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 1400 1450 1500 1550 1600 1650 1700 1750 1¢&
m/z (Da)

HRMS(MAIDL-TOF) of BODIPYs-Pep;
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BODIPY1s-Pepi: BODIPY5-NH-YFMVF-CONH:

Chemical Formula: C54Hg1BF2NgO,S
Exact Mass: 978.4445
C:\Users\Yue W...YUE446-6-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

1304
42.8
1204
1104
1004
904 RT ScanType Area Total Area %Start timeEnd time
80l 145.6726850 BB 0.320  1.22 45325 45.985
243.9126586 BB 0.591  2.25 43.612 44.345
704 343.2856492 VB 0.195  0.74 43.172  43.565
4427996419 BV 24.745  94.07  42.452 43.172
604 5362125431 BB 0216  0.82  35.965 36.492
50/ 635.1655274 BB 0.068  0.26 34.939 35.319
730.5794586 BB 0.067 0.25 30.139 30.679
40 80492 73 BB 0.102  0.39 0.445  0.579
304
204
10} J
0.5 36.2 43.9 45.7
ol X ¥oe [R)
A [} [BR)
-104
T T T T T T T T T T T T T
5 10 15 20 25 35 4 45 50 55 60 65
Retention time (min)
Analytic HPLC of BODIPY 15-Pep:
C:\Users\Yue W...446-6-prod.mzML Injection 1 MS (+) profile MS + spectrum 0.00
60000+
1017.5093
50000] 100.00%
1001.5133
81.21%
400004
30000 1018.5123
| 52.69%
1002.5159
4235%
20000
123543;2 1019.5154
.47%
10000 I A
959.5180
9.49%  1011.4307 (|| 1020.5113
7234144 769.4269  812.4172 845.1614 879.1008 911.5123 4.35 4.07% 1098.5517  1140.56131172.66681205.5415 1243.8062 ~ 1291.7780 1332.9202  1376.7271
0.69% 0.65% 0.77%  0.72%  0.74%  0.76% “‘LL il b o 0.72% 0.69% 0.24% 0.91% 0.45% 0.64% 0.38% 0.53%
r T T T T T T T T T T T T T
700 750 800 850 900 950 1000 1050 1100 1150 1200 1250 1300 1350 14
m/z (Da)

HRMS(MAIDL-TOF) of BODIPY s-Pep;
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BODIPY1-Peps: BODIPY1-HN-C-Ahx-YFMVF-GG-RrRK-COOH

NH NH
R~ MR SRR
: H/\n/ H i H Y OH
[¢] R (@] O I (0] B
NH
Chemical Formula: Cg4H134BF,N25016S5 y NANH NH,
Exact Mass: 1981.9943 2
C:\Users\Yue W...d\YUE420-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram
184 295
164
144
124
104 RT Scan Type Area Total Area %  Start time  End time
1 29.496 4424 BB 3.201 98.68 29.336 29.836
8/ 2 8236 1235 BB  0.033 0.98 8.189 8.489
3 0449 67 BB 0.011 0.34 0.236 0.529
6
4
24
0.4 8.2
04 .
% T
-2
T T T T T T T T T T
5 10 15 20 25 30 35 40 45 50
Retention time (min)
Analytic HPLC of BODIPY1-Pep4
C:\Users\Yue W...ue420-prod.mzML Injection 1 MS (+) profile MS + spectrum 0.00
600004 1982.9959
100.00%
50000
1983.9865
| 76.88%
40000+
1984.9865
30000 | 51.01%
20000
1984.080!
26.64% | 19g5.0777
1982.0169 21.29%
100004 16.39%
1082.1224  2077.9998
1656.9354 7.99% 8.63%
9045096 1047.5634  1217.6018 13556522 15218002 5.37%  1844.8044 — 2198.07992311.2295  2467.1992  2614.1897 2740.4428 2941.7600 3068.1375  3247.8467
1l08% 1.45% 133%  0.78% 0.99% 2:25% “] 0.56%  1.13% 0.70% 041%  0.34% 029%  0.36% 0.41%
“ " A

T T T T T T T T T T T T T T T T T T T T T T T T T
900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200 2300 2400 2500 2600 2700 2800 2900 3000 3100 3200 3300

m/z (Da)

HRMS(MAIDL-TOF) of BODIPY1-Peps
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BODIPY1-Peps: BODIPY1-HN-NWQYFIVF-COOH

NH, H,N._O
o 0 0 o) 0
H H H H
e N A N\E)LN N.. ,\I(N Aon
0 H 0 H H 0 H 0 H
(@] “d
OH

NH

Chemical Formula: C7gHgoBF2oN43043
Exact Mass: 1465.6842
C:\Users\Yue W...YUE446-7-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

4504
46.4
400+
3504
3004
RT Scan Type Area Total Area % Start time End time
2504
1 46.400 6960 BB 85.910 97.73 46.087 46.774
2 42634 6395 BB 0.626 0.71 42.400 42.854
2004 3 34500 5175 BB 0.307 0.35 34.174 34.747
4 30.400 4560 BB 0.345 0.39 29.980 30.647
1504 5 7.000 1050 BB 0.716 0.81 6.887 7.227
1004
i 4i/k\
7.0 426
o i 304 s ¢
i i i A
T T T T T T T T T T T T T
5 10 15 20 25 35 45 50 55 60 65
Retention time (min)
Analytic HPLC of BODIPY-Peps
C:\Users\Yue W...446-7-prod.mzML Injection 1 MS (+) profile MS + spectrum 0.00
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BODIPY1-Peps: BODIPY;-HN-EHDYFIVF-COOH

Chemical Formula: C73HgsBF;N1,045
Exact Mass: 1418.6318
C:\Users\Yue W...49-2-BF2-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

2004
1504 RT Scan Type Area  Total Area % Starttime End time
1 43252 6487 BB  0.356 0.95 43.139  43.959
2 35.832 5374 BB  35.611 95.15 35.585 36.119
3 33.065 4959 BB  0.727 1.94 32812 34212
4 8119 1217 BB 0527 1.41 8.039 8.439
100 5 0719 107 BB  0.205 0.55 0.645 0.792
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Analytic HPLC of BODIPY ;-Peps
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160004 1441.5949
100.00%
140004
1442.5978
| 85.07%
120004
100004
8000+
6000/ 1457.5786
35.56%
1440.594¢ —
29.21% |
40005 2089 1458.5690
1455.607§ | 19.71%
18.87% 1094.9710 1186:4098 1566 4565 16.20% i
10074416 =0 0e 1455% 13330, aad 1492.5731
2000 |601.2848 11.64% . y 1385.7981 10.19%
7.03% 969.799 1185.243f 1266.983¢ i 1613.5154
D3 716-2969 7989451 889.4501 7 4.79% | 511% - 1533.5333 0% °1 17218337 1810.35071890.7091  1994.9683 20952271 2184.6458 2273.11
261% 1339  175% U0 ‘l “ 00% 239%  107%  1.57% 1.00% 1.05%  155%  1.37%
0 hawd il " b | fym shaiki B il biabi sl .
r T T T T T T T T T T T T T T T T 1
600 700 800 900 1000 1100 1200 1300 1400 1500 1600 1700 1800 1900 2000 2100 2200 2z
m/z (Da)

HRMS(MAIDL-TOF) of BODIPY;-Peps

S74



BODIPY;-Pep;: DP3-HN-Ahx-P-(pTyr)-LKTK-COOH
(0]

NH, NH,
N
O
O~ 'N
H

Chemical Formula: CgoHggBF,N11014P
Exact Mass: 1291.6389
C:\Users\Yue W...YUE345-BF2-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram

160
140
19.3
120
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RT Scan Type Area Total Area %  Start time  End time
1 19.620 2943 BB 0.538 241 19.514 19.727
804 2 19.300 2895 BB 21.464 95.92 18.887 19.520
3 18.227 2734 BB 0.173 0.77 18.074 18.447
604 4 8.120 1218 BB 0.201 0.90 8.060 8.427
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Analytic HPLC of BODIPY1-Pep~
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BODIPY1-Pepio: BODIPY:-HN-DRVYIHPF-CONH;

Chemical Formula: C7gHggBF2N 1504
Exact Mass: 1395.6985
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C:\Users\Yue W...UE451-BF-PREP.D Injection 1 DAD B, Sig=280,8 Ref=off Chromatogram
19.985
RT Scan Type  Area Total Area %  Start time  End time
1 20391 3058 BB  0.538 0.80 20.218 20.925
2 19.985 2997 BB  63.510 94.70 19.765 20.218
3 19231 2884 BB 1555 2.32 18.705 19.518
4 8131 1219 BB  1.097 1.64 8.078 8.511
5 6.191 928 BB  0.364 0.54 6.118 6.318
6491 8131 19.23
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Analytic HPLC of BODIPY1-Pepio
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