Supplementary Information

Table of Contents

Figure S1. Synthesis of BOEPL-L2-Rhodamine

Figure S2. Synthesis of BOEPL-L3

Figure S3.Synthesis of BOEPL-L3-TubBH

Figure S4. Chemical Structure of BOEPL-L2-Rhodamine and LRMS-LC/MS trace.
Figure S5. Chemical Structure of BOEPL-L3 and LRMS-LC/MS trace.

Figure S6. Chemical Structure of BOEPL-L3-TubBH and LRMS-LC/MS trace.



TrtS O

o4 )
FmocHN
o) ‘ cl

H
E /Flfi:]\/ﬁjrN\/\O/\/O\/\O/\/O\/\O/\/O\/AwrNw/\SH

ONO O COOH

~NH
BOEPL-L2
<f\f
N
I+
o) =N d

E /i@\/\KN\/\O/\/O\/\O/\/O\/\O/\/O\/\"/ j/\
O COOH

o N0
NH,

BOEPL-L2-Rhodamine

Figure S1. Synthesis of BOEPL-L2-Rhodamine, Reagents and conditions: (a) (i) 20% piperidine/DMF, rt, (ii) Fmoc-N-amido-dPEGg-acid,
PyBop, DMF, DIPEA, (b) (i) 20% piperidine/DMF, rt,10 min (ii) BOEPL, PyBop, DMF, DIPEA, (c) TFA/H,O/TIPS/EDT (92.5:2.5:2.5:2.5), 1
h, (d) BOEPL-L2, Rhodamine maleimide, anhydrous DMSO, DIPEA, rt.
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Figure S2. Synthesis of BOEPL-L3, Reagents and conditions: (a) (i) 20% piperidine/DMF, rt, (ii) 3,4,5,6-di-isopropylidene-1-amino-deoxy(Fmoc-
Glu-OH)-D-lucitol, PyBop, DMF, DIPEA, (b) (i) 20% piperidine/DMF, rt, (ii) Fmoc-Glu(OtBu)-OH, PyBop, DMF, DIPEA, (c) (i) 20%
piperidine/DMF, rt, (ii) 3,4,5,6-Di-isopropylidene-1-amino-deoxy(Fmoc-Glu-OH)-D-glucitol, PyBop, DMF, DIPEA, d) (i) 20% piperidine/DMF,
rt, (i) Fmoc-8-amino-octanoic acid , PyBop, DMF, DIPEA, 4 h (e) (i) 20% piperidine/DMF, rt,10 min (ii) BOEPL, PyBop, DMF, DIPEA, (f)
TFA/H,O/TIPS/EDT (92.5:2.5:2.5:2.5), 1 h.
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Figure S3. Synthesis of BOEPL-L3-TubBH, Reagents and conditions: (i) BOEPL-L3, H,0/NaHCO, (pH= 7.0-7.2), Argon, r.t. (ii) activated TubBH,
anhydrous THF, argon, r.t.



F { F
H H
N7 N\/\O/\/O\/\O/\/O\/\O/\/O\/\WNY\
A 0 O COOH

07 NS0
aNH BOEPL-L2-Rhodamine

DAD1 A, Sig=280,4 Ref=off (D:\EZXDATAWYOTI1\R-LPECY-RH-060918-0-50_B1_PH=5_|-090616.0)

mAl -
0
| | | | | | / ] |
0 2 4 8 8 10 12 min
|
*MSD2 SPC, time=0.908 of D:\EZXDATAWYOTI1\JR-LPECY-RH-0860216-0-50_B1_PH=5_|-090618.0 ES-API, Pos, Scan, Frag: 70
100 - % Max: 166080
: i
80 =
€0~
40~ B
5 - <
d o « = gl < ™ b =
20— g 2 ~ 9 @ o 2
3 © J @ = l 2 =]
0 i i i I,L 1 lll_ o e ek |lu (M PP A Kk A
T I I T I I I T T T
200 400 800 800 1000 1200 1400 1600 1800 2000 mfz

Figure S4. Chemical Structure of BOEPL-L2-Rhodamine and LRMS-LC/MS trace
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Figure S5. Chemical Structure of BOEPL-L3 and LRMS-LC/MS trace
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Figure S6. Chemical Structure of BOEPL-L3-TubBH and LRMS-LC/MS trace



