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CARGO siRNA Delivery System Protocols
Protocol for in vivo silencing by polymeric micelles
Contents, kit for 5 mice:
Vial 1: polymer powder (10 mg)
Vial 2: RNase-free water (2 ml)
Vial3: 0.9 %saline (5 ml)
1. Dissolve the polymer in vial 1 using 0.5 ml of RNase-free water from vial 2 to prepare the polymer stock
solution (20 mg/ml).
2. Dissolve 12 nmol of siRNA using120 ulof RNase-free water from vial 2 to prepare siRNA stock solution (100 µM ).
3. Mix 500 ulof polymer solution from step 1 and 120 ulof siRNA solution from step 2.
4. Incubate mixtures at37 ° C for half an hour.
5. Dilute the solution from step4 by adding0.9%saline (vial3 )to a final volume of 1 ml.
6. Sterilize the polymer /siRNA solution by filteringthe solution through a sterile filter (0.2 um )provided in the kit.
7. Inject 150 µI of the sterilized solution to mice (100 nmol siRNA/kg)for protein silencing.
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Protocol for in vivo silencing by targeted polymeric
micelles (targeting ligands with thiol group).

5.

Dissolve 12 nmol of siRNA using 120 µl of RNase-free water from
vial 4 to prepare siRNAstock solution (100 µM).

6.

Mix 500 µl of polymer solution from step 4 and 120 µl of siRNA
solution from step 5.

7.

Incubate mixes at 37° Cfor half an hour.

Contents, kit for 5 mice:
Vial 1: polymer powder A (20 mg)
Vial 2: polymer powder B {10 mg)
Vial 3: acetate buffer (pH4.0) (10 ml)

C. Preparation of peptide-functionalized polymer /
siRNA nanocarrier:

Vial 4: RNase-free water (2 ml)
Vial 5: 0.9 % saline (5 ml)

8.

Dissolve 10 mg of peptide-polymer from step 3 in 0.5 ml 0.9%
saline from vial 5 to prepare stock polymer solution (20 mg/ml).
Mix the polymer/siRNA solution (620 µl) from step 7 and
peptide-polymer solution (150 µl) from step 8 and incubate at
37° Cfor 2 h.

A. Peptide containing cysteine residue:
1.

Dissolve polymer A from vial 1 in 4 ml of acetate buffer (pH4.0)
from vial 3 to prepare polymer solution in acetate buffer (5
mg/ml).

9.

2.

Add 2 µmol of peptide into the polymer solution and incubate
the solution for 96 h at room temperature.

10. Dilute the solution from step 4 by adding 0.9% saline (vial 5) to a
final volume of 1 ml.

3.

Dialyze the solution against water using dialysis bag provided by
the kit and lyophilize the sample to get white powder.

11. Sterilize the polymer/siRNA solution from step 10 by filtering the
solution through a sterile filter (0.2 um) provided in the kit.

B. Polymer/siRNA complexation:
4.

12. Inject 150 µI of the sterilized solution to mice (100 nmol
siRNA/kg) for protein silencing.

Dissolve the polymer Bin vial 2 using RNase-free water from vial 4 to
prepare the polymer stock solution (20 mg/ml).
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