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Figure 1: Analysis of PI3K signaling strength during rat brain
development.A, Western blot analysis of rat brain lysates obtained
at different postnatal and adult stages (PO to 30 weeks) using
antibodies against structural and signaling proteins related to
neuronal development, including components of the PISK/PTEN
and ERK signaling pathways. B—G, the same lysates were analyzed
by clEF using pan-Akt (B), Ser(P)473-Akt (C), or Thr(P)308-Akt (D)
or the isoform-specific antibodies recognizing Akt1 (E), Akt2 (F), or
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;g: P21 I Akt3 (G). The most prominent changes in Akt peak distribution
1650 during brain development and maturation occur in the Akt1 isoform.
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& 7| Ak T T o Figure 2: Akt clEF assay development and peak
* . ’ m"“ ) - identification.A, Western blot analysis of Akt isoforms (Akt1-3)
bl ,_‘ﬂl":}:lﬂ?\‘f:: 'm':;;ﬁk&";: e ‘ﬁ‘ﬁ’JL """ in cell lysates obtained from N1E-115 neuroblastoma cells,
HE HE B| M2 primary cortical neurons (21DIV), and embryonic day 16.5
. ” (E16.5) mouse brain. B, clEF analysis of the cell lysates using
e I— i N e g me | '5 a pan-Akt antibody shows a regular Akt profile with 9 or 10
HES ” HE o | A T conspicuous peaks that are separated according to protein
? ’ l ) R charge distribution. C, clEF analysis of cell lysates using
B T s m—— ‘;-Il 1000 ‘{,{ isoform-specific Akt antibodies. In clEF profiles, Akt1 peaks are
: ] £ 4 i 5B o ; colored in green, Akt2 peaks are in blue, and Akt3 peaks are in

red. Peaks with mixed Akt isoforms are colored in yellow.
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PROTEIN TARGET/ANTIBODY

Protein Target Akt2 (D6G4)
Protein Isoform Unmodified
Antibody Type Primary

Host Species/Clonality Rabbit Monoclonal
Sample Type N1E-115, Brain
Sample Concentration Not_Stated

Antibody Concentration/Dilution| Not_Stated
Antibody Diluent

Detection Mode Chemiluminescence
Separation Type Charge

Matrix pH 5-8

Observed kDa 5.63,5.86
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This antibody is certified for Gel-Free, Blot Free, Hands Free Simple Western Systems. To learn about Simple Western Systems, available
Simple Western antibodies, or new antibody submissions visit the links below. For additional information, please contact
support@proteinsimple.com.
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[bookmark: _Hlk84499335][bookmark: _Hlk84499336][bookmark: _Hlk84499349][bookmark: _Hlk84499350][bookmark: _Hlk84499351][bookmark: _Hlk84499352]Figure 1: Analysis of PI3K signaling strength during rat brain development.A, Western blot analysis of rat brain lysates obtained at different postnatal and adult stages (P0 to 30 weeks) using antibodies against structural and signaling proteins related to neuronal development, including components of the PI3K/PTEN and ERK signaling pathways. B–G, the same lysates were analyzed by cIEF using pan-Akt (B), Ser(P)473-Akt (C), or Thr(P)308-Akt (D) or the isoform-specific antibodies recognizing Akt1 (E), Akt2 (F), or Akt3 (G). The most prominent changes in Akt peak distribution during brain development and maturation occur in the Akt1 isoform.



	






Figure 2: Akt cIEF assay development and peak identification.A, Western blot analysis of Akt isoforms (Akt1–3) in cell lysates obtained from N1E-115 neuroblastoma cells, primary cortical neurons (21DIV), and embryonic day 16.5 (E16.5) mouse brain. B, cIEF analysis of the cell lysates using a pan-Akt antibody shows a regular Akt profile with 9 or 10 conspicuous peaks that are separated according to protein charge distribution. C, cIEF analysis of cell lysates using isoform-specific Akt antibodies. In cIEF profiles, Akt1 peaks are colored in green, Akt2 peaks are in blue, and Akt3 peaks are in red. Peaks with mixed Akt isoforms are colored in yellow.
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