
Supplemental methods 

Transduction of human PDA-derived cells with lentiviral vectors. 

5x104 Capan-2 or Mia PaCa-2 PDA-derived cells were plated in 48-well clusters and 

transduced overnight with lentiviral vectors encoding for miR-21 antisenses or Lucia, 

respectively at the multiplicity of infection of 5 in 250µl of transduction medium (complete 

culture medium + 4µg/ml Protamine Choay, Sanofi Aventis France). Multiplicity of infection 

(MOI) is the number of lentiviral particles added per cells during transduction. In addition, 

Capan-2 cells transduced with LV(a/miR-21) were selected using puromycin. Capan-2 a/miR-

21 and Mia PaCa-2 Lucia cells were cloned by serial dilution. Efficient knockdown of miR-21 

was verified by qRTPCR and Lucia production was measured in 5µl of culture medium using 

coelenterazine (0.5µM) as a substrate.  

 

Orthotopic implantation of Mia PaCa-2 cells.  

The protocol was approved by the Anexplo UMS006 institutional animal use committee. Mia 

PaCa-2 Lucia cells were harvested from subconfluent cultures, washed twice in serum-free 

medium and resuspended in PBS. Sixt to eight weeks old SCID CB 17 mice were 

anesthetized with isofluoran, a small left abdominal flank incision was made, and 20 × 106 

cells in 50μL PBS were injected into the subcapsular region of the pancreas using a 27-gauge 

needle and a calibrated push button–controlled dispensing device (Hamilton Syringe). To 

prevent leakage, a cotton swab was held cautiously for 1 min over the site of injection. The 

abdominal wound was closed in one layer. Sixty days later, tumors were removed, digested by 

collagenase and cultured in vitro to give Mia PaCa-2 Lucia F1 cells. Next, 1x10e6 Mia PaCa-2 

Lucia F1 cells were collected in 50µl sterile PBS and implanted into the pancreas of SCID CB 

17 mice as previously described. Blood samples were collected every 2 to 3 days during the 

course of the experiment. 

 

Vector production. 

Control lentiviral plasmids encoding for copGFP (pCDH-CMV-MCS-EF1-copGFP) and 

lentiviral plasmids targeting miR-21 (pmiRZip miR-21) were purchased from System 



Biosciences. pmiRZip miR-21 encodes for two tandem antisenses targeting miR-21. Lucia 

encoding lentiviral plasmid was from Invivogen. Lentiviral particles were produced in a BSL-

3 facility (vectorology platform, INSERM U1037, Toulouse) using Lenti-SmartINT kit 

(Invivogen) following the manufacturer’s recommendations. For in vitro use, lentiviral 

particles were concentrated using Vivaspin filter devices (Vivaspin). For in vivo use, lentiviral 

vectors were concentrated by ultracentrifugation and stored in Phosphate Buffer Saline (PBS) 

at -80°C. The viral titers were determined on HT1080 cells and expressed in transduction 

unit/ml (TU/ml) as described elsewhere 10. Vector concentrations were quantified by p24 

ELISA (Ingen). All batches were checked replicative virus-free. 
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