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Transfection was carried out and the medium was exchanged 24 hours(hr)
later, the GFP expression checked at 24 hr after exchanging medium, and the
viral particles collected at 48 hr and 72 hr after exchanging medium.
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Spin Infection
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Spin infection
2500 rpm at 30 degrees
For 90 min.
E2A-/- cells were transferred onto
J S17 stromal cell in 6well plate 2hr
= after spin infection
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Endocytosis

The gated population represents the cells that successfully expressed human CD25
protein in murine cell line E2A-/- cells. The FCM in the top row shows the 293T cells
and Plat-E cells used by CaP as well as the Plat-E cells with the lipofection. The
bottom row shows the same cells cultured for 72 hours in contrast to 48 hours.
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e CONCLUSIONS AND FUTURE DIRECTIONS
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f Cell Nucleus |
f The CaP method is much more efficient for transfection than lipofection is.

Instead of the separate independent experiments we did, combine them if given more
time and use the same plasmid/viral particles for transformation, transfection, etc.

The purpose of spin infection Is to Spin infection was carried out in two Test another transfection method with CaP to see which one is better.
293T and Plat-E cells were used for comparing the infectious efficiency. Both infect the viral particles into the target different sets at 48 and 72 hours. Try to carry out transfection with other cells.
types of cells are established from the fetal kidneys of mice. For 293T cells, the E2A and EBF knockout cells, which There were six plates for viral Use other cells for infection.
CaP method is known to be the very efficient. So far, we tried to employ CaP were established from fetal mice liver. particles of: 293T CaP, Plat-E CaP, Use another antigen instead of human CD 25.
method for transfecting into Plat-E cells. However, compared to 293T CaP method, | mL of viral particles and 1 million and Plat-E Lipofection respectively. Use another type of DNA fragment in the LMP vector instead of ShRNA, see if the
infectious efficiency by using Plat-E cells CaP was less sufficient. Therefore, we target cells were mixed in a well in 24 There were two pairs of each, one results stay constant.
would like to scrutinize other optimal transfection methods for Plat-E cells. well plate and spun at 30 degrees at for each set. All of these cells contain
ZSOQrpm for 90 minutes. T_he v!ral the LMP vector, which contains the n.d.): n. pag. Web. 16 July 2014. <http://www.pharm.emory.edu/tmurphy/Methods/RV_infection_narrative.pdf>.
The Plat-E cells contain a viral packaging sequence so the sequence is only particles entered the cell, infecting sequence for human CD25, an “OhioMod2013:Introduction.” OpenWetWare RSS. N.p., n.d. Web. 15 July 2014.
injected into 293T cells through the pCL vector. The sequence, along with the them. antigen which an antibody attaches Eiﬂifiﬁ???an?i?ﬁiﬁL&‘Zf’hr{'}‘éi”fi? Ifrgs:r.algljr)\”o?fligvr\\/iti)térl é;tl;g/vizrgllgupernatants."-Current Protocols. N.p., n.d.

plasmid, combine with a variety of substances(depending on the method) and eject to, giving off a fluorescent light for Web. 10 July 2014. <http://www.currentprotocols.com/WileyCDA/CPUnit/refld-mb0911.html>.
viral particles. the indication of infection success. Www.bio-Rad.com/transfection. Transfection Methods Overview (n.d.): n. pag. Web.
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