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Online Resource 1  Antibodies and microscopy for multiplex immunofluorescence
Five-colour single-plane confocal immunofluorescence (Leica SP8, LAS X) of anterior cingulate cortex. Antigen retrieval was performed in citrate buffer for all primary antibodies.
Primary antibodies
	Target
	Host / clonality
	Clone
	Label
	Supplier
	Catalog no.
	Dilution

	TDP-43
	rabbit / polyclonal
	—
	CoraLite488 (direct)ᵃ
	Proteintech
	CL488-10782
	1:250

	B23 (NPM1)
	mouse / monoclonal (IgG1)
	—
	unconjugatedᵇ
	Proteintech
	60096-1-Ig
	1:100

	NeuN
	guinea pig / polyclonal
	—
	unconjugatedᵇ
	Synaptic Systems
	266004
	1:500

	SUMO1
	rabbit / monoclonal
	Y299
	Alexa Fluor 555 (direct)ᵃ
	Abcam
	ab312223
	1:1000

	PML
	rabbit / monoclonal
	EPR16792
	unconjugatedᵇ
	Abcam
	ab179466
	1:500


Two primary antibodies were directly conjugated and required no secondary reagent. The remaining three were detected with species-matched fluorophore-conjugated secondary antibodies; the excitation line and emission window recorded for each are listed below.
Detection channels (LAS X acquisition)
	Display LUT
	Target
	Detection
	Excitation (nm)
	Emission window (nm)

	cyan
	TDP-43
	CoraLite488, direct conjugateᵃ
	499
	504–558

	blue
	B23 (NPM1)
	anti-mouse IgG secondary, blue-emittingᵇ
	405
	420–452

	green
	SUMO1
	Alexa Fluor 555, direct conjugateᵃ
	553
	558–603

	red
	PML
	anti-rabbit IgG secondary, red-emittingᵇ
	598
	610–655

	magenta
	NeuN
	anti-guinea pig IgG secondary, far-red-emittingᵇ
	653
	658–775


ᵃ Directly conjugated primary antibody; no secondary antibody used.
ᵇ Detected indirectly with a species-matched secondary antibody.
Antigen retrieval: citrate buffer for all primary antibodies.

