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S1 raw files at the end.
S2 File: Figures 1 and 2 containing the results from representative examples of

native gel electrophoresis and negative staining (uranyl formate) of the complexes.
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Figure 1. The presence of AA is sufficient to induce binding of 5LO on the

FLAP-nanodiscs.

AA + - - + - -
Ca2+ - + - -+ -
SLO + 4+ + + 4+
FND s SR + + o+

Al A2 A3 Bl B2 B3

Figure 1. Formation of the complex 5LOFND, in the presence of either AA or
Ca?*-ions. The gels shown contained neither Ca?* nor AA in the buffers during the gel-runs.
Both gels were 4-16% Tris glycine Native page (A) or Blue Native page (B). The columns of +
or —indicates the substances present in the sample mixture loaded in corresponding gel
lane. The star indicates the level where bands show which may correspond to 5LOFND
formed by the presence of either AA or Ca%*. To make the figure, relevant lanes were cut in
the original gel images and rearranged in (A). A section was cut out from the original gel

image in (B), see S1_Raw_files.pdf.

For the two gels in Figure 1, the sample preparations were different to test if the order
of addition could have effects on 5SLOFND complex-formation. For the gel in Fig. A, a
specific amount of substance was added to the FND solution and incubated for 5
minutes before addition of 5LO in equimolar amounts to FND (0.6 uM) and left to
react for another 5 minutes. The amount of substance added provided concentrations
of 50 uM AA (lane Al) or 1 mM Ca?* (lane A2) both in the presence of 0.5 mM EDTA.
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This sample preparation is similar to that used for activity measurements earlier
(Kumar et al., 2017). Under these conditions of substance additions the 5SLOFNDAA
complex formed (Lane Al) indicated by bands at higher levels (star) than FND, the
FND band (upper arrow) was slowed down and a split 5LO band appears (lower
arrow). The bands representing the Ca?* induced complex appear weak (Lane A2,

star-level) under these conditions.

A 5LOFNDCa complex was formed however, using another order of addition. For the
gel in Fig. B, the samples were made by placing drops containing either AA, Ca?* or
just buffer on the wall of an Eppendorf tube followed by rapid centrifugation to mix the
substance additions into the pre-mixed equimolar 5LO and FLAP solutions. The final
concentrations are the same as above, 0.6 uM protein, 50 puM AA or 1 mM CaClz. In
Lane B2, the rapid addition of Ca?* appears to have induced the formation of a
5LOFNDCa complex at a higher Mw (star) at the expense of the FND for which the
band has almost disappeared (upper arrow). In addition, the 5LO band appears split
(lower arrow, Lane B2). Lane B1, where the sample should contain the AA complex,
displays a very weak band at higher Mw (Lane B1), the 5LO band is not split and the
bands representing FND and 5LO have intensities similar to the control in lane B3.

Figure 2. 2D analysis of UF stained samples.
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Figure 2. 2D analysis of UF stained samples. 2D-class averages of data processed by
EMAN?2 (Tang et.al. 2007) for UF-stained samples: A) FND B) 5LOFNDAA and C) 5LOFNDCa.
Particle sets were 3081 (FND), 3705 (5LOFNDAA) and 3201 (5LOFNDCa). The box side length
is 30.1 nm.
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Main text Fig 1A -
The marker 1n Lane 1 1s

to the right in both gels.

Purnified nanodiscs contai-
ming FLAP shows in

Lane 8 1n the origmal gel
and to the left of the marker
in Main text Figl A,

The original gel shows
most steps in the reconsti-
tution procedure of FLAP
into nanodiscs.

Lanes 8-10 are elution
fractions from a size-
exclusion column purifi-
cation.

The gel 1s a 4-20 % tris-
glycine native PAGE.
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Main text Fig 1B :
The marker in Lane 7 here
is to the right in Main FiglB.

Lane 6 is empty.

Lane 5 comprises

nanodiscs containing FLAP.
Denaturing by SDS results

in bands from MSP1E3D1,

ca 25 kDa, and FLAP-C-His6,
18.5 kDa. The band at ca 18 kDa
could indicate a breakdown
product of FLAP.

Cropped parts of Lanes 5-7 are
present in Main text Fig] B.

Lanes 2 and 4 shows 5LO at
different concentrations.
Lanes 1,3,6,8 and 10 are empty.

The gel is a 10-20 % tris-glycine
SDS PAGE

Supplementary FiglA :

The gel was run without marker.
FND (ca 242 kDa) and 5LO

(78 kDa) served as markers.

1 2 3 4
A3 X Al A2

i (/\‘
Lod £

Lanes 1-3 were rearranged
to lanes A1-A3 in S1 file FiglA
for comparison to S1 file Fig 1B.
The samples loaded were:
Al the AASLOFND complex
A2 the Ca5LOFND complex
A3 the 5L.O and FND w/o adds

FND

The gel is a 4-16 % tris-glycine
native PAGE, silver stained.

) No AA or Calcium were present
[ during the gel-run. Therefore part
of the complexes formed before
/ loading separates into free SLO
7 and FND

s
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Supplementary FiglB :
o 10 The gel was run without marker.

1 B2 B3 FND (ca 242 kDa) and 5LO
(78 kDa) served as markers.
Lanes 8-10 were renamed to
lanes B1-B3 in S1 file FiglB.
The samples loaded were:

B1 the AASLOFND complex

B2 the CaSLOFND complex

B3 the 5LO and FND w/o adds

Iy 2 3 45 6 I 8
X X X XX X X B

The gel is a 4-16 % tris-glycine
Blue Native PAGE.An arte-
factual “band” is located below
the FND.

No AA or Calcium were present
during the gel-mmn. Therefore
part of the complexes formed
before loading separates into
free SLO and FND.

Main text Fig 3:

The original gel is presented
the main text in Fig3.
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