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Supplemental Fig. 1. Polymerization of fJLNNd--Lmp1ALN complexes. WT Lm111,
LmB1ALN, and WT and modified BLNNd proteins bound to and co-purified with
LmB1ALN were incubated at 37°C for 3 h in 50 pl aliquots at different concentrations
that were then centrifuged to sediment the polymer (P) fraction and separate it from the
non-polymerized supernatant (S) fraction. These were then analyzed under reducing
conditions by SDS-PAGE and stained with Coomassie blue. WT Lm111, BLNNd
complex, and BLNNdK184E (chosen as likely “control” with non-conserved residue)
polymerized whereas complexes with BLNNd containing conserved residue mutations
showed little or no polymerization. Plots shown in Fig. 3.
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Supplemental Fig 2. Polymerization of aLNNd--Lma1ALN and yLNNd-Lmy1ALN
complexes. Panels A-E. Lma1ALN, and WT and modified aLNNd proteins bound to
and co-purified with Lma1ALN were incubated at 37°C for 3 h in 50 ul aliquots at
different concentrations that were then centrifuged to sediment the polymer (P) fraction
and separate it from the non-polymerized supernatant (S) fraction. These were then
analyzed under reducing conditions by SDS-PAGE and stained with Coomassie blue.
WT Lm111, aLNNd complex, and aLNNdK171E (containing a poorly conserved residue
with a charge change) polymerized whereas complexes with aLNNd containing
conserved residue mutations showed low levels of polymerization. Panels F-I.
Lmy1ALN and WT and modified yYLNNd proteins co-purified with Lmy1ALN were treated
and analyzed as above. The two mutations substantially reduced polymerization. Plots

shown in Fig. 3.
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Supplemental Fig. 3. Comparisons of polymerization of laminins and laminin/linker
protein preparations. Different preparations of laminins and linker protein bound to
laminins were incubated at 37°C, centrifuged to separate supernatant (S) from polymer
(P), and analyzed by SDS-PAGE as described. Scans of the Coomassie blue stained
gels were quantitated by densitometry and plotted as total concentration against

polymer concentration. Comparison of pairs (and 4 WT laminin preparations) evaluated
reveal limited experimental variability.
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Supplemental Fig.4. Laminin LN mutations and sequence homologies. Comparison
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among mouse (mus), human (hum) and Drosophila (Dro) LN domain sequences

including that of the laminin polymer-inhibitor netrin-4. Mutated residues indicated below

mouse 1 sequence (mouse sequence number designations used for experimental
residue labels). Colored arrows indicate secondary structure near affected residues

[36]. Selected human Pierson syndrome —associated and Drosophila heart-associated

mutations are indicted in yellow for affected subunit isoform and species. The K184
residue (blue) was chosen for comparison. Patch (red) corresponds in location to the
PLENGE polymerization patch described in Lmab and located on the f6-83-8 “front”
face of the LN domain [35, 36].
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Supplemental Fig. 5. Laminin alLN mutations and sequence homologies. Comparison
among mouse (mus), human (hum) and Drosophila (Dro) LN domain sequences.
Mutated residues indicated below mouse a1 sequence. Colored arrows and bar indicate
secondary structure near affected residues. Human LAMAZ2-deficient muscular

dystrophy-associated mutations indicted in yellow for affected subunit isoform. Lma5
residues within PLENGE found to affect LN trimerization indicated in grey [36]. The

affected and flanking residues show considerable sequence identity. The non-
conserved E171 residue (blue) was chosen for comparison. Patch (red) corresponds in

location to the PLENGE polymerization patch described in Lma5 and located on the
“front” face of the LN domain [36]. Italics for Lma5 indicate disordered residues in the

aSLN-LEa1-2 structural analysis [36].



Laminin gamma LN domain:

Dro Lmyl ECYDPYGRPQKCLPEFINAAYQ 77
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Dro Lmyl LOIESTNTCGEQNDNHECIQT-MNQNHKNCEFC----KYNDHNPSFLTDLHDPQSPTWWQS 133
mus Lmy3 RRAEASHTCGRPPE-DFCPHVGAPGAGLQCQRCDDADPGRRHDASYLTDFHSPDDSTWWQS 114
hum Lmyl VIVVATNTCGTPPE-EYCVQTGVTGVTKSCHLCDAGQPHLQHGAAFLTDYNNQADTTWWQS 120
mus Lmyl VIVVATNTCGTPPE-EYCVQTGVTGVTKSCHLCDAGQQHLOHGAAFLTDYNNQADTTWWQS 118
Dro Lmyl ETMFEGIQHPNYVNLTLHLGKSYDITYVRILFRSPRPESFTIYKRTSESGPWIPYQFYSA 193
mus Lmy3 PSMAFGVQYPTSVNLTLSLGKAYEITYVRLKFHTSRPESFAIYKRTYASGPWEPYQYYSA 174
hum Lmyl OTMLAGVQYPSSINLTLHLGKAFDITYVRLKFHTSRPESFAIYKRTREDGPWIPYQYYSG 180
mus Lmyl QTMLAGVQYPNSINLTLHLGKAFDITYVRLKFHTSRPESFAIYKRTREDGPWIPYQYYSG 178
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Dro Lmyl TCRDTYSLPDSRAIRKGEGEAHALCTSEYSDISPLRDGEIAFSTLEGRPSGINFERSGEL 253
mus Lmy3 SCOKTYGRPEGHYLRPGEDERVAFCTSEFSDISPLNGGNVAFSTLEGRPSAYNFEESPVL 234
hum Lmyl SCENTYSKANRGFIRTGGDEQQALCTDEFSDISPLTGGNVAFSTLEGRPSAYNFDNSPVL 240
mus Lmyl SCENTYSKANRGFIRTGGDEQQALCTDEFSDISPLTGGNVAFSTLEGRPSAYNFDNSPVL 238
Dro Lmyl QEWVTATDIRITLDRLNTFGDELFGDSQVLEKSYFYAT 290
mus Lmy3 QEWVTSTDILISLDRLNTFGDDIFKDPRVLOSYYYAV 271
hum Lmyl QEWVTATDIRVTLNRLNTEFGDEVEFNDPKVLKSYYYAT 277
mus Lmyl QEWVTATDIRVTLNRLNTFGDEVEFNEPKVLKSYYYAT 275

Supplemental Fig. 6. Laminin yLN mutations and sequence homologies. Comparison
among mouse (mus), human (hum) and Drosophila (Dro) LN domain sequences.
Mutated residues indicated below mouse y1 sequence (mouse sequence number
designations used in experimental labels). Patch (red) corresponds in location to the
PLENGE polymerization patch described in Lma5 and located on the “front” face of the
LN domain [35, 36].



