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cloning microRNA-E-based (miR-E) short hairpin validate amples Samples amples
Med4 (ShMed4) into lentiviral vectors and KD efficiency Fig 7: Validating knockdown efficiency with Real-Time Quantitative Reverse
Transcription PCR (gRT-PCR). Decreased Med4 mRNA levels were seen for shMed4#1

and shMed4 #4 compared to NTC. shMed4 #1 and #4 had increased Acta2 and My19 (actin)
MRNA levels. Gapdh mRNA levels were similar for all samples. * = p-value < 0.05, ** = p-
value < 0.01, *** = p-value < 0.001.
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transducing the cells.

This approach allows for the investigation of the
mechanisms of metastatic reactivation and how
Med4 enforces dormancy.
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Fig 8: Validating knockdown efficiency with

Western Blot Analysis. Decreased amounts of
Med4 protein were detected for shMed4 #1 and
#4 compared to NTC. shMed4 #1 and #4 had

Analysis Med4
Xhol EcoRl Fig 3: Overview of Methods. DNA template containing shMed4 sequence was cloned into

_ the Ient_iviral vector, ;table dormant breast cancer cell Iin_es_ were genera_ted with the lentiviral a-SMA increased protein levels for a-SMA (actin).
vector incorporated into the genome, and knockdown efficiency was validated. RhoGDI levels were similar for all samples.
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Fig 1: DNA Construct for Lentiviral Vector. SFFV and PGK are Pol-lIl promoters.
Crimson is a reporter protein for miR-E-based shMed4, which has Xhol and EcoRI
restriction sites, and Neomycin is a marker gene for antibiotic resistance.
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This knockdown method can allow for additional
studies that explore the interactions and signaling
pathways related to Med4 and metastatic
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were sorted and tested for validation of shMed4 knockdown efficiency.



