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Supplementary Table and Figures

Table S1 Mean diameters and polydispersity indexs of DNCaNPs and DNNPs

Mean diameter (Number %) Polydispersity index
DNCaNPs 178.5 = 5.9nm 0.061 = 0.03
DNNPs 146.9 = 8.7nm 0.100 = 0.047
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Fig. S1 Comparison of the loading efficiencies of CaNPs prepared via our developed CaCOs
assisted double emulsion method and counterpart PLGA-PEG nanoparticles prepared via the
classical double emulsion method towards DOX, Ce6, mitoxantrone and BSA and at a fixed
payload to PLGA/PLGA-PEG mass ratio of 1:15. The amounts of DOX, Ce6 and mitoxantrone
were quantified via the spectrometry, while the amounts of BSA was quantified using the BCA
kit.
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Fig. S2 Synthesis and characterization of aNLG919. (a) A scheme illustrating the synthetic route
of aNLG919. (b) *H-NMR spectrum and (c) *C-NMR spectrum of such aNLG919

S2/S6


https://springer.com/40820

Nano-Micro Letters

80

60.8%
60

40—
23.6%
20

NLG 919 load efficiency (%)

Fig. S3 Loading efficiencies of NLG919 and aNLG919 by CaNPs prepared at a mass feeding
ratio of NLG919 or aNLG919 to PLGA/PLGA-PEG = 2:15
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Fig. S4 In vitro inhibitory effects of NLG919 and as-synthesized aNLG919 on IDO1 mediated
production of Kyn
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Fig. S5 In vitro acidic neutralization of DNCaNPs
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Fig. S6 Physiological stability evaluation. (a) DLS size distribution profiles of CaNPs and its

counterpart CaCO3z@PLGA nanoparticles without PLGA-PEG incubated in pure water, PBS and
FBS solutions for different time intervals as indicated. (b) DLS size distribution profiles of
DNCaNPs and DNNPs incubated at pH 5.5, 6.5, and 7.4 for different time intervals. (c)
Representative TEM images of DNCaNPs incubated at pH 5.5, 6.5, and 7.4 for 24 h
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Fig. S7 In vitro effects of NcaNPs and DNCaNPs on the ratio of Trp to Kyn

DNCaNPs DNNPs
Liver Spleen Kidney Liver Spleen Kidney High

LIS =

Heart Lung Tumor

Tumor

Low

Fig. S8 Ex vivo fluorescence imaging of the organs as indicated collected from the mice with
intravenous injection of DiR labeled DNCaNPs or DNNPs at 24 h p.i.
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Fig. S9 Individual tumor growth curves of these CT26 tumor bearing mice after being treated as
indicated (n = 5). The mouse was set as dead when its tumor volume was over 1000 mm?3
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Fig. S10 Flow cytometric analysis of maturation levels of DC cells in the draining lymph nodes
(@), intratumoral infiltration of CD3"CD8" T cells (b) and Tregs (c) on the CT26 tumor bearing
mice post various treatments as indicated (n = 5)

Control CaNPs NCaNPs

_1500T— 1500 1500
« 3 « «
£ = € € ==
E_[=i E =
g1000 — QE,1000 %,1000-—
=] =] =]
o o [
> 500 2 500 Z 500
[o] ] o
§ E §
= 0 S = 0

0 5 10 15 20 25 25 0 5 10 15 20 25

Day Day
DCaNP DNCaNP
_15007— LaiPs 1500 2
T |5 %
— )

E 1—3i £
©1000{—5 ©1000
g £
© °
2 500 2 500
£ g
= =y
= =

0 . 0

0 5 10 15 20 25 0 5 10 15 20 25

Day Day

Fig. S11 Individual tumor growth curves of these 4T1 tumor bearing mice after being treated as
indicated (n = 5). The mouse was set as dead when its tumor volume was over 1000 mm?3
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