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GFP mRNA Determination: The cellular level of GFP mRNA was evaluated using qRT-PCR
(quantitative real-time polymerase chain reaction). MDA-MB-231-GFP cells (2x105/well) were seeded
into 6-well plates and incubated for 24 h (37°C, 5% COz2). Then, the medium was exchanged with
fresh serum-free medium containing the same siRNA-loaded samples described above. The final
concentration of siGFP utilized in the experiment was 200 nM, 100 nM and 50 nM. Subsequently,
transfected cells were collected and total RNA was isolated using TRNzol A+ reagent according to
the protocol of manufacturer. Reverse transcription system was performed to transcribe 2.5 mg of
total RNA into the first strand cDNA. After cONA synthesis, 4 mL of cDNA was subjected to qRT-
PCR analysis targeting glyceraldehyde 3-phosphate dehydrogenase (GAPDH) and GFP using
GoTaq® qPCR Master Mix of Promega. The Analysis was performed on the IQ5 real-time PCR
detection system (Bio-Rad, USA) and the relative gene expression was quantified by the AACt method
using the IQ5 Optical System Software version 2.0 (Bio-Rad, USA). Data are expressed as the fold
changes in GFP expression relative to the untreated control cells and normalized with the
housekeeping gene GAPDH as the endogenous reference. The primers used for PCR amplification
were as follows: GFP forward: 5'- ACGTAAACGGCCACAAGTTC-3' and GFP reverse: 5'-
AAGTCGTGCTGCTTCATGTG-3"; GAPDH forward: 5-GGGTGTGAACCATGAGAAGT-3" and
GAPDH reverse: 5- GACTGTGGTCATGAGTCCT-3'. The cycling procedure was as follows: 1 cycle
at 95°C for 2 min followed by 40 cycles at 95°C for 15 s, 57°C for 30 s and 72°C for 30 s.
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Figure S1. Characterization of PAMAM-GATG-HA4. 1H NMR characterization of

PAMAM-3GATG (a), PAMAM-6GATG (b), PAMAM-3GATG-HA4 (c), and PAMAM-
6GATG-HA4 (d).
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Figure S2. Characterization of nanocomplexes when N/P is 10. The size and the zeta
potential of PAMAM-3GATG-HA4/siRNA nanocomplexes (a). The size and the zeta
potential of PAMAM-6GATG-HA4/siRNA nanocomplexes (b).
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Figure S3. Analysis of cell surface CD44 expression by flow cytometry. This experiment
used 20 uL PE-CD44 to label CD44 on the surface of MDA-MB-231, MCF-7 and NIH-3T3
cells. Normal mouse fibroblast NIH-3T3 was used as a control. Using the results as a
reference, the cells MDA-MB-231 cells and MCF-7 cells were selected in the subsequent
experiment to establish a cell model for evaluation.



