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Fig. S1 The thermo gravimetric analysis and differential scanning calorimeter thermo
examination (TGA/DSC) of native CaP nanoparticles and HA-DOX-AFA-CaP nanocomplex.
Clearly, in CaP particle, the water (free water and crystalline water) account for around 10
wit% of total weight, which can roughly be used to estimate the water content in HA-DOX-
AFA-CaP nanocomplex. Moreover, the content of inorganic core (CaP in amorphous state) in
nanocomplex was about 74 wt% (final weight of HA-DOX-AFA-CaP after removing organic

component and water) while organic component contributes around 16% of the total weight

(100%-10%-74%=16%).
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Fig. S2 Ultraviolet—Visible spectroscopy of free DOX, free AFA and HA-DOX-AFA-CaP

nanocomplex.
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Fig. S3 The long-term stability of HA-DOX-AFA-CaP in DMEM with 10% FBS. The size

showed nealy no change within 2 weeks.



NIH3T3 S1-M1-80

FITC-CD44 arl’[ibodyj>

1500 = i 150: 15057 NiA- ,
B A9 \Wfthout antlbody] o |N'H3T3_ Without antibody ¥ St —— Without antibody STML-80 Without antibody
1200 Withantibody | 120]  —— With antibody | —— With antibody 200 —— with antibody
£ % 2wl o g0 g oo geo
2 e g 60 & 60! 17 60 |'
30- 30 30- 30 |
R A U L A UV - A A
CD44-antibody fluorescence CD44-antibody fluorescence CD44-antibody fluorescence CD44-antibody fluorescence

Fig. S4 (A) Expression level of CD44 on A549, NIH3T3, S1 and S-M1-80 cells characterized
by confocal laser scanning microscope (CLSM) (bar = 15 um). (B) Expression level of CD44

receptor on A549, NIH3T3, S1 and S-M1-80 cells characterized by flow cytometry analysis.
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Fig. S5 Fluorescence images of HA-DOX-AFA-CaP particles inside S1-M1-80 cells at
different time. From up to down: DOX emission (red) under 450-480 nm excitation; the
nuclei (blue) stained by DAPI under 330-385 nm excitation; the merged image (bar = 20 pum).
Results clearly reveal that nanocomplex entered into cells to release the drugs to continue

reacting with nuclei.
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Fig. S6 The targeting ability of HA-based nanoparticles. (A) CLSM observation for the

uptake of HA-DOX-AFA-CaP by A549 (left two columns) and NIH3T3 cells (right two

columns) with or without HA pretreatment (bar = 15 um). Flow cytometry analysis of

competitive inhibition of HA to the uptake of HA-DOX-AFA-CaP particles in A549 cells (B)

and NIH3T3 cells (C).
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Fig. S7 Expression of ABCG2 protein in S1 and S1-M1-80 cells by western blot analysis.



A 120

1004
X 80;
£ 60
8 40 .
> [—
201 —— 81-M1-80

0 . .
0.01 0.1 1 10
Afatinib (M)

EEESTESTVis0] C 207 mmmsi N Si-Vi-60

w
—
N
o

100+ 100

3 80- = 80-

260 260
e o

‘© 401 ‘© 40

> 20 > 501

0- 0-

2 3 4 5 0 2 46 810121416
HA concentration (mg/ml) Ca concentration (mM)

Fig. S8 In vitro cytotoxicity of (a) AFA, (b) HA and (c) CaP on S1 and S1-M1-80 cells.
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Fig. S9 Western blot analysis of influence of different treatments on the expression and
phosphorylation of ERK1/2 and AKT in S1-M1-80 cells. Obviously, AFA-containing
treatments showed ignorable effect on ERK1/2 and AKT signal pathways with low

concentration (1.5 uM).
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