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Do you have questions about NCH Express Accounts Plus? Please use the form below to submit a short request and we will respond to you within a few business days. You can also email us at NCHExpress@nch.com . Our study and a recent report [22] identify FGFR1 as a potential therapeutic target in NSCLC, where 8p11-12 amplification is common, suggesting that high levels of expression of FGFR1 may
contribute to tumorigenesis or progression in NSCLC. Interestingly, we did not find evidence of FGFR1 mutation in 52 samples which argues in favor of amplification rather than mutation being the preferred mechanism of FGFR1 activation in a subset of NSCLCs. As FGFR1 amplification has been reported in other tumor types, it may be the case that FGFR1 inhibition will be a successful therapeutic strategy in a

variety of settings. As several FGFR kinase inhibitors are now in clinical trials, including brivanib [59], dovitinib [60], BIBF 1120 [61], and SU-6668 [62], it could be useful to test these inhibitors on NSCLC patients bearing focal FGFR1 amplifications. Given that our results suggest that amplification alone will not always predict sensitivity to FGFR1 inhibition, additional work is needed to fully characterize the
genetic alterations involved in NSCLC carcinogenesis and dependency on FGFR1.
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26. Plaintiff's Exhibit F shows 10 inserts of the 83 green-labeled segments, one of which is the plasmid coding for the RNAi construct used in the screen. Also contained is an unrelated RNAi construct expressed under the same promoter. The average plasmid size excluding vector is 25 kb and so the size of the RNAi construct is 3.4 kb. Given the presence of both
WHSC11 and LETM2 within the GISTIC defined region of 8p11-12 amplification, we hypothesized that the amplification may enhance WHSC11 expression. Thus, we examined the individual effects of the amplification on the expression of WHSC11 and LETM2 by stable expression of a doxycycline-inducible shRNA targeting either gene. To restrict targeting of the
shRNA to the amplified region, we included a copy-number neutral human artificial chromosome HAC-WHSC11 containing 4 copies of the WHSC1L1 gene along with a promoterless luciferase gene as a reporter, which was stably integrated into the genome of A431 cells ([45]; Figure S1). WHSC11 and LETM2 shRNA-targeting clones were also stably transfected

into the A431 HAC-WHSC11 background. We induced expression of the shRNA by doxycycline treatment and examined their effect on expression of the luciferase reporter in the cell lines with the amplification as well as the control cell lines with neutral WHSC11 copy numbers. We observed a threefold induction of luciferase expression upon induction of WHSC11
shRNA expression relative to control cells. In contrast, induction of LETM2 knockdown had no effect on luciferase expression, demonstrating a specific requirement of WHSC11 expression in mediating tumor maintenance by the 8p11-12 amplification ([45]; Figure S2). 5ec8ef588b
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