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Figure S1. Temperature-dependency of EPR spectra of AnifB NifEN (A), NifENPev""

(B) and NifENFeMoco" @0 ™M) () in dithionite-reduced states. The precursor-free AnifB

NIifEN (A) contains two permanent [FesSs] clusters at the a/p subunit interface, which

gives rise to an S = 1/2 signal; whereas NifEN"®"**" (B) contains, in addition to the

permanent [FesS,] clusters, a FeMoco precursor that gives rise to a signal that overlaps

with the S = 1/2 signal of the [Fe,S4] clusters, which accounts for the differences in signal

intensity and temperature- and power-dependency between the EPR spectra of

NIifENPUS" and AnifB NifEN.! In contrast to both AnifB NIifEN and NifENPreeursr

NifEN FeMoco”@ mM) (3 contains a “FeMoco”, which gives rise to additional features in

both S = 3/2 and S = 1/2 regions. The S = 3/2 signals of NifEN """ ™) are enlarged,

and the g values are given.



x4 x4

P X4

B3t

X4

,Ji\/ﬁ
Y
X4,_./;\A/Xi
-
“/\r'

i

T

L L L L L L L L L L L L 2
1000 1500 2000 2500 3000 3500 4000 4500 1000 1500 2000 2500 3000 3500 4000 4500 1000 1500 2000 2500 3000 3500 4000 4500
Magnetic Field (Gauss) Magnetic Field (Gauss) Magnetic Field (Gauss)

Figure S2. Temperature-dependency of EPR spectra of AnifB NifEN (A), NifENPrecusr
(B) and NifEN M@ ™M) () in |DS-oxidized states. The precursor-free AnifB NifEN
(A) is EPR-silent upon IDS oxidation; whereas NifEN""*®"*°" (B) displays a precursor-
specific signal at g = 1.92." In the case of NifEN Mo”0 ™M) () the features at g = 3.96
and 2.03 remain upon IDS oxidation. These features of NifEN " ™M) are enjarged,

and the g values are given.
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Figure S3. Temperature-dependency of EPR spectra of NifENTeMoco"(0 mM) - (ay
NifEN FeMoco it citrate] By and NifENFeMoo"FIi_) () in dithionite-reduced states. All
three NIfEN species display the characteristic features of “FeMoco”, including the S =
3/2 signal with g values of 4.45, 3.96 and 3.60, and the g = 2.03 feature in the S = 1/2

region.
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Figure S4. Temperature-dependency of EPR spectra of NifENTeMco"@0 mM) - (ay
NifEN FeMoco Tt cirate] By and NifEN e FleD (C) in IDS-oxidized states. All three
NIfEN species display the characteristic features of “FeMoco”, including the g = 3.96

feature in the S = 3/2 region, and the g = 2.03 feature in the S = 1/2 region.
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