Full unedited gels for Fig. 1. Western blot

Antibody: Top, GFP; Bottom, Gapdh

Legend (HEK293 cell transfection)

Lane 1: protein ladder (( ThermoFisher 26616)
Lane 2, 3: Naive
Lane 4: GFP
Lane 5: GFPNav1.7iPA1
Lane 6: GFPNav1.7iPA3
Lane 7: GFPNav1.7iPA2
Lane 8: GFPNav1.7iPA4
40 ~ Lane 9: GFPNav1.7iPA6
o G G TN we > " o Lane 10: protein ladder ( ThermoFisher: 26616)

Ab: Gapdh




Full unedited gels for Fig. 5A. Western blot (cell lysates)

kDa

180

Ab: Nav1.7
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For both panels Lane 1 and 10; protein ladders (thermoFisher 26625 and 26616 )
Lane 2: Naive HEK
Lane 3: HEK1.5 cells
Lane 4: HEK1.7 cells
Lane 5: HEK1.6 cells, Lane 6: HEK1.1 cells, Lane 7: HEK1.3 cells
Lane 6: HEK1.8 cells, Lane 9: 50B11 cells



Full unedited gels for Figure 5F. IBs of Nay 1.7, GFP, NKA1a, Gapdh (HEK1.7 cells transfected with GFP, NaviPA1 and 1.71PA2)

A . B Panel B-C

250kDa e e e Navi.7
Lane 1: Protein ladder, BioRad: 0373
. —— Lane 2: Naive cytosol
FPiPA Lane 3: GFP, cytosol
FP Ab: Nav1.7 Lane 4: NaviPA1, cytosol
123 456867 8 9 Lane 5: 1.7iPA2, cytosol

Lane 6: Naive membrane
Lane 7: GFP, membrane
Lane 8: NaviPA1, membrane
Lane 9: 1.7iPA2, membrane

1 2345678910

Panel A

Lane 1: Protein ladder, BioRad: 0373
Lane 2: Naive cytosol

Lane 3: GFP, cytosol

Lane 4: NaviPA1, cytosol
Lane 5: 1.7iPA2, cytosol
Lane 6: empty

Lane 7: Naive membrane
Lane 8: GFP, membrane
Lane 9: NaviPA1, membrane
Lane10: 1.7iPA2, membrane




Full unedited gel Fig. 5G repeat1. NaviPA1 GFP-affinity pull-down (HEK1.7 cells)

Ab: Nav1.7

Lane 1: protein ladder Thermo 26625)
Lane 2: Input: GFP

Lane 3: Input: GFPNaviPA1

Lane 4: Input: GFPNav1.7iPA2

Lane 5: Pull-down beads: GFP

Lane 6: Pull-down beads: GFPNaviPA1
Lane 7: Pull-down beads: GFPNav1.7iPA2
Lane 8: Elution: GFP

Lane 9: Elution : GFPNaviPA1

Lane 10: Elution : GFPNav1.7iPA2



Full unedited gel Fig. 5G repeat2. NaviPA1 GFP-affinity pull-down (HEK1.7 cells)
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Lane 1: protein ladder Thermo 26625)
Lane 2: Input: GFP

Lane 3: Input: GFPNaviPA1

Lane 4: Input: GFPNav1.7iPA2

Lane 5: Pull-down beads: GFP

Lane 6: Pull-down beads: GFPNaviPA1
Lane 7: Pull-down beads: GFPNav1.7iPA2
Lane 8: Elution: GFP

Lane 9: Elution : GFPNaviPA1

Lane 10: Elution : GFPNav1.7iPA2



Full unedited gel Fig. 5G. Right panel: silver stain (HEK1.7 cells)

ey PASGE LS. LS DR ) T e
“ - E P |
A e

Lane 1: Protein ladder (Thermo 26625)

| Lane 2: Input: GFPNP

Lane 3: Input: GFPNaviPA1

Lane 4: Input: GFPNav1.7iPA2

Lane 5: Affinity binding beads: GFPNP

- Lane 6: Affinity binding beads: GFPNaviPA1
Lane 7: Affinity binding beads: GFPNav1.7iPA2
Lane 8: Elution: GFPNP

Lane 9: Elution: GFPNaviPA1

Lane 10: Elution: GFPNav1.7iPA2




Full unedited gel Fig. 5l. Affinity pull-down silver stain
(NG108 cell transfection)

Lane 1: Naive cell lysate control

Lane 2: Input: GFP

Lane 3: Input: GFPNaviPA1

Lane 4: Input: GFP

Lane 5: Input: GFPNaviPA1

Lane 6: Affinity pull-down: GFP

Lane 7: Affinity pull-down: GFPNaviPA1
Lane 8: Affinity pull-down: GFP

Lane 9: Affinity pull-down: GFPNaviPA1
Lane 10: Protein ladder (Thermo 26625)




Full unedited gels Fig. 5J) repeat 1. PIP2 Strip (NG108 cells)

LysophosphatidicAcid ( @ @ | Sphingosine-1-phosphate
Lysophosphocholine | @ @ | Ptdins(3,4)P2
Ptdins | @ @ | Ptdins(3,5)P2

Ptdins(3)P | @ @ | Ptdins(4,5)P2

Ptdins(4)Pp | @ @ | Ptdins(3,4,5)P3

Ptdins(5)P | @ @ | Phosphatidic Acid

Phosphatidylethanolamine | @ @ | Phosphatidylserine
Phosphatidylcholine | @ @ | Blue Blank
<Space for spotting positive controls




Full unedited gel Fig. 5J repeat 2. PIP2 Strip (NG108 cells)




Full unedited gels for Fig. 6F repeat 1. HEK1.7 cells: GFPNP, NaviPA1, NaviPAT1Tmt1, and NaviPA1mt2 cellular localization

Ab: LamB1
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Ab: GAPDH
1 2 3456 78 910111213141516 17

Ab: NKA1a

All panels: Lane 1: protein ladder (thermos 26625)and Lane 17: Protein ladder
(thermos 26616)

Lanes 2-6: cytosol: Naive, GFPNP, NaviPA1, NaviPA1mt1, and NaviPAT1mt2

Lanes 7-11: Membrane: Naive, GFPNP, NaviPA1, NaviPATmt1, and NaviPATmt2

1 2 345 67 8 9101112 1314151617 Lanes 12-16: Nuclei: Naive, GFPNP, NaviPA1, NaviPAT1mt1, and NaviPATmt2




Full unedited gels for Fig. 6F repeat 2. HEK1.7 cells: GFPNP, NaviPA1, NaviPATmt1, and NaviPAT1mt2 cellular localization
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All panels: Lane 1: protein ladder (thermos 26625)and Lane 17: Protein ladder (thermos 26616)
Lanes 2-4: Naive: cytosol, membrane, and nuclei

Lanes 5-7: GFPNP: cytosol, membrane, and nuclei

Lanes 8-10: NaviPA1: cytosol, membrane, and nuclei

Lanes 1-13: mt1: cytosol, membrane, and nuclei

Lanes 1-13: mt2: cytosol, membrane, and nuclei



Full unedited gels for Fig. 6F repeat 3. HEK1.7 cells: GFPNP, NaviPA1, NaviPA1mt1, and NaviPA1mt2 cellular localization
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Ab : NKA1a

100kDdlL

All panels: Lane 1: protein ladder (thermos 26625)and Lane 17: Protein ladder
(thermos 26616)

Lanes 2-6: cytosol: Naive, GFPNP, NaviPA1, NaviPA1mt1, and NaviPAT1mt2

Lanes 7-11: Membrane: Naive, GFPNP, NaviPA1, NaviPATmt1, and NaviPATmt2

Lanes 12-16: Nuclei: Naive, GFPNP, NaviPA1, NaviPA1mt1, and NaviPATmt2

1 2 3456 78 910111213141516 17



Full unedited gel for Fig. 7A: Purified AAV silver stain

Lane 1: protein ladder: Bio-Rad: 161-0373
Lane 2-5: AAVs
Lane 5: empty

Lane 6: AAV6-GFPNaviPA1
Lane 7: AAV6-GFPNP




Full unedited gels for Fig. S2B and C. Western blots of Nav1.8 and NavB2 on HKE18 cell lysates

kDa Ab:Nav1.8
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Ab: Gapdh

Ab: NavB2

All blots:
Lane 1: protein ladder (thermos 26625) Square areas:
Lane 9: Protein ladder (thermos 26616) Presentation in Fig. S2B and C

Lane 4: Naive HEK cell lysates

Lane 5: Naive HEK cell lysates

Lane 6: HEK1.8 cell lysates (clone 1

Lane 7: HEK1.8 cell lysates (clone 2

Lane 8: HEK1.8 cell lysates (clone 3
(

)
)
)
Lane 9: HEK1.8 cell lysates (clone 4)



Full unedited gels for Fig. S2D; Western blots of Nav1.8 and NavB2 (HEK1.8 cells)

Ab: Gapdh

All blots:

Lane 1:

protein ladder (thermos 26625)

Lane 10: Protein ladder (thermos 26616)
Lanes 2: Rat DRG homogenate

Lane 3:
Lane 4:
Lane 5:
Lane 6:
Lane 7:
Lane 8:
Lane 9:

empty

Naive HEK cell cytosol

Naive HEK cell membrane
HEK1.8 cells (clone 1) cytosol
HEK1.8 cells (clone 1) membrane
HEK1.8 cells (clone 2) cytosol
HEK1.8 cells (clone 2) membrane



