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Figure 1. Clonogenic assay to
assess the affect of SASP on ECFC
proliferation following low density
seeding. EP ECFCs (n=5) were
plated in 50:50 EP or Senescent
conditioned media (CM). (A)
Representative EVOS images of
colony forming assay after 7 days in
culture. (B) The senescent CM
significantly increased the colony
forming ability of the ECFCs when
compared with early passage CM.
(C) Representative mask of EVOS
images of tube formation after 48
hours. (D) Senescent M
significantly decreases the tube
forming ability of the ECFCs when
compared with EP CM.

(*p<.05, *¥** p<.001).

Figure 2 Senescent Cells have decreased barrier and are susceptible to disruption.
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Cell Sorting

Human Endothelial Colony Forming Cells were isolated from
umbilical cord blood.
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ECFCs were grown under normal conditions until they !
reached their Hayflick Limit. M .
Conditioned Media was collected at early (pl-p7) and late
(P22-P29) passages.

Figure 2. (A) Initial
seeding of early and late
passage ECFC’s in

— emypaseces  Maestro Z system (Axion
Sm———— BioSystems). Cells were

seeded and allowed to
form a barrier overnight.
(B) On day 2, cells were
treated with thrombin to
simulate barrier
disruption and their
recovery was measured.
(C) Graphs illustrate the
barrier disruption and
recovery of the cells.
Senescent Cells are more
susceptible to barrier
disruption and it hinders
their recovery.

(**** p<.0001).

Figure 3 SASP protected ECFCs from thrombin-induced barrier disruption.

Colony forming assays were performed using 50:50 fresh and
conditioned media.

3D Matrigel angiogenesis assay was conducted to measure A nitial Seeding 10kHz Initial Seeding TkHz Initial Seeding 41.5kHz
tube forming capacity. bl
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Figure 3. (A) Initial seeding of
EP  ECFC’s  treated  with
conditioned media in Maestro Z
system (Axion BioSystems). (B)
On day 2, cells were treated
with thrombin to simulate
barrier disruption and their
recovery was measured. (C).
Graphs illustrate the barrier
disruption and recovery of the
cells. SASP has a protective
affect against barrier disruption
compared with EP conditioned
media. The SASP promotes
active recovery of the barrier.
(*¥** p<.001,**** p<.0001).

CONCLUSION

SASP significantly increased the clonogenic capacity of ECFC’s but
significantly decreased their 3D tube forming ability compared to EP

media.
" Senescent Cells have decreased barrier forming capability but CM
BB R from senescent cells exhibited a significant protective effect on
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