Supplemental Data. Lohmann et al. (2010). Plant Cell 10.1105/tpc.109.071498

# flowers

o Ler //1 Leaves
35 1 v slomo-2 - 50 A
-~
30 A i —o— Ler
- —O0— slomo-1
v 40 A
25 - =2
/// ///
20 4 ~ —-
= = ]
15 e ///
// // 20 4
10 + P /}’/
- //
5 v -
- 10
0/ =
Days after sowing
4 7 10 13 12 16 22 28 33 38 44 49 54 58
Days after SD-LD shift
2.5
I H
o 2.0
2.0 [
§ Kk *k *k -E I
i 2 I
% 1.5 = S : § 1o -
£ c I
f= [
8 8
1.0
z g 1.0
z 5
2 o5 =
0.5
0.0
< A 9 A 0.0
) ; , .
Y o o Y
&S S & NN
R S RN N ((\o <<\0
S 5\0 c_,\0

Supplemental Figure 1: Whole-plant phenotypes and plastochron measurements of slomo mutants.
(A-D) Phenotypes of 40-day-old Ler wild-type (A), slomo-1 mutant (B), Col-0 wild-type (C) and slomo-3
mutant plants (D). White arrows indicate the youngest lateral inflorescences, highlighting their delayed
development in slomo mutants. Scale bar in (A) represents 5 cm and applies to all four images.

(E) Rate of flower initiation in slomo-2 mutants compared to Ler wild-type plants. Measurements were done
as in Fig. 1G,H.

(F) Leaf formation in short-day-grown slomo-1 mutants compared to Ler wild-type plants. slomo-1 mutants
form fewer leaves overall before flowering at the same time, as indicated by the leveling off of the leaf
number after day 54.

(G) Rate of flower formation in F1 plants from a complementation cross of slomo-1 and slomo-2 (right bar)
compared to wild type and homozygous slomo-1 and slomo-2 mutants.

(H) Rate of flower formation in slomo-1/+ heterozygous plants compared to homozygous genotypes.
Measurements were done as in Fig. 3.

Values are mean + SEM from eight (E), nine (F) or at least ten (G,H) plants per genotype. **: different from
wild type at p<0.01.
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Supplemental Figure 2: Molecular nature of slomo mutant alleles.

(A) Schematic representation of SLOMO gene structure. Red/white arrow indicates the transcribed region,
with red squares representing exons and white squares introns. P1 and P2 show the positions of the
oligonucleotides used for the RT-PCRs (SLOMO 5’ region) in (E).

(B,C) Detail of the exon-exon junction in the spliced cDNA from the wild type (B) and the slomo-2 mutant (C).
The mutated base of the conserved GT-dinucleotide of the splice donor site is indicated, as are the four
additional bases leading to a premature stop codon in the mutant cDNA sequenced from slomo-2 plants.

(D) Schematic representation of the SLOMO protein. Orange square shows the position of the F-box domain
and grey squares show the predicted leucine-rich repeats. Positions of the mutations encoded by the slomo-1
and slomo-2 mutant alleles are shown (arrows).

(E) RT-PCR on total RNA from Col-0 wild-type and slomo-3 mutant plants. slomo-3 mutants do not form
full-length SLOMO mRNA, although the 3’ region downstream of the T-DNA insertion site is still being
transcribed. PDF?2 is a constitutively transcribed control gene (AT1G13320; Czechowski et al., 2005). The
figure shows one of two technical replicate PCRs performed on one biological replicate of the RNA. Both
technical replicates gave the same result

(F) Complementation of the slomo-3 mutant phenotype by a genomic rescue construct (yellow bar).
Measurements were taken as in Fig. 3. Values are mean = SEM from at least 18 plants per genotype.



At
S1

Os
Pp

At
Sl

Os
Pp

At
S1
Vv
Os

Pp
At
S1
Os
Pp
At
S1
Os
Pp
At
S1
Os
Pp
At
S1
Os
Pp
At
S1
Os
Pp
At
S1
Os

Pp

At
S1

Supplemental Data. Lohmann et al. (2010). Plant Cell 10.1105/tpc.109.071498

SLOMO
SLOMO
SLOMO
SLOMO
SLOMO

SLOMO
SLOMO
SLOMO
SLOMO
SLOMO

SLOMO
SLOMO
SLOMO
SLOMO
SLOMO

SLOMO
SLOMO
SLOMO
SLOMO
SLOMO

SLOMO
SLOMO
SLOMO
SLOMO
SLOMO

SLOMO
SLOMO
SLOMO
SLOMO
SLOMO

SLOMO
SLOMO
SLOMO
SLOMO
SLOMO

SLOMO
SLOMO
SLOMO
SLOMO
SLOMO

SLOMO
SLOMO
SLOMO
SLOMO
SLOMO

SLOMO
SLOMO
SLOMO

61
51

31

121
111
19
81

181
171
79
141
16

241
231
139
201

76

300
290
198
260
136

359
349
257
319
196

419
409
317
379
256

479
469
377
439
316

533
523
431

MRIWCESCEFTDEDEDEEDDNGGRVKKQSLATAMDNSNGDGDEFVNEFGENERAPRVPRWRLR
MRIWCCLCFGEEEDNKKGYKS-----—-—--—- MRDPILGNNGDESPDENSAFDWRNVFEGV

LCAEESEAAWHEEDRFWTSEIPLNQLVQGESsSNVVAEAEDCTMEEADHDSYHKRAKVYs
NVAAVVSPQAEAGDLGVPKNEE I DFDSNWTSSTVEVKNESY SGEKMLDVNLNL@LSGEA
—————————————————————————————————————————— MFVATYYGSCFC@RGCTY
DIWHGDNDAGEAMEGAEEGDEEDEEGD---—--—-—- EDGDRDLOSKRPKVRGFEEESPQ

SSSTVLKEDSDPEFRECSKRPKVNSE] LDWDNHLLQETSYECPMNEGGGDVSLSNLLGATDD
ATITAMPLEAENSHSISTDRDYNVSQEPIPFNNEILRLTSMSNDSDDENPLDSN|BER Dizji{en
HSGVNASEFF] HFPGSDEHGHFKLSHCPENELDFGESLFPNDGVNENPGDGNVGDME

ARV CBOWREA SEHEDFW
S\ SINYE DLEVRMDLTDDLLEMVE S FLIBEENL.CRAAMVCKOWRINE SEHE DFW
SIA SUHEDFRELRFEN

BRS1 T SO FENMCISRY PNATEMNVYG

KO T SENOFEDMCRRY PNATHINLY G PINTINS

RN I Si380FE DMCRRY PNATEVNEEGIPETEE

sl T SWON F DB CHR YN THENLE Y piiNas

ROVIEIO OFRNNE CAR Y PRI~ TE TN LINGE pevimai v {efeyAVistel =\ LE L. T LGRGINEEDE - 4

A LIEECIM 1 RSV VS DAL GNGgor TRINSH DT R THKCRVMRES TRCPOLFSTLSLKR
IQEIPISHDS RIT,OBVKCRVLRYSTRCPOLETLSLKR
IQEIPIYHD B2 0 TiKCRVILRT SERCPOLETLSLKR
IQE T WHDETRIHTLOTEKCRALRT SURCEO LML SRR
QEIQ IHERT RETLO TEKCRVIR I RCIMGLE TLSLKR

e AR~ M1 NiC PIRT BT DVEIS CHK LS DABVRMAATACPL LML DESNCSHVSDET LRE I8

NCANLETLNASYCPNISLESVILPMLTVLKLHSCEGITSASMIgN T ANSIENT EVLELDNC
T CERLRVL.DASYCPNISLESVRLMLTVLKLHSCEGI TSASMAAT AISMMLEVLELDNCS
TCANLETLDASYCPNISLESVRLEMLTVLKLHSCEGITSASMAA IBBISMMLEVLELDNCS
SCIENLEVLDASNCPNISEESVRLPMLEINLEL@SCEGTITSASMAATANSIETLER L@ DNCS
NCigs T RElL. DA S YCPNTSLEGVREPHL TR Lk LY CE G INsBsvaAABRe 1. E v L DN




Os
Pp

At
S1
Os
Pp
At
S1
Os
Pp
At
S1
Os
Pp
At
S1
Os
Pp
At
S1
Os
Pp
At
S1
Os
Pp
At

S1

Os
Pp

Supplemental Data. Lohmann et al. (2010). Plant Cell 10.1105/tpc.109.071498

SNV ORI EICINe'< 1./ 1.0KOF S LSS LS MCINNT B VDL SDCESL TNV CEVFSDGGGCPHLRS LELDNCESL
SLOMO 376 EjSICIKN@MCSiNee v aisiRigslecisify DE)v/e > \vq Cjaleleleleiz <18 D 1 18 TilmiN{e > Gi
SLOMO 593

SLOMO 583

SLOMO 491

SLOMO 553

SLOMO 436

SLOMO 653

SLOMO 643 VLSEASINCPELTSEDASFCS®LEDDCLSATTSCPLI
SLOMO 551 BLSEASINCPMLTSLDASFCSKLEDDCLSATEASCPRT
SLOMO 613 VLS@ASINCPRLTSLDASFCRRLEDDEL s TENACP LT
SLOMO 496

SLOMO 713

SLOMO 703

SLOMO 611

SLOMO 673

SLOMO 556

SLOMO 773

STV Dffis 1 EjgT YKENATLPALELDLS YGELCOSATEELLACCTHLEHVSLNGCENMHDLY

S VO IN WA DS ST AT YKEGALPALELDLS YCRLCOSATEELLACCTHLTHVSLNGCENMHD L
SNV DS s L BAL YREGAL PLNELDL S YESHEolA TEE L LFce T LIV NGClNEEE L YE
SLOMO 616 101 @F 1. DMs vGE LA T EfEli L Al CEH L Tl s LNGCEEVI DS S
SLOMO 833 SVHLFDYFGEY ————— SDNTOEPARTANBIONIBOYEIE  EaNRs P

SLOMO 823 GDQIESOfES|YS - I PHVERILGEQOL SN0 PKINIE I NIAN G ele) I 80 Am R

SLOMO 731 SGPISELPSEYNTSSL HGDDHELI O2VR1LONLNCVGCENIKKVLI Pl

SLOMO 793 DCSSGYgVDVCPPD-[§APVRSERT SRS DIANRE vIRNe Tl nieey i85 S

SLOMO 676 ATPP————— = o o
SO VONNNE T 1.5 TSN LKEV DIGRCRIN T\ T N SNC@SLEVLKLECPRLIASLFLOS CNMBMINe/ EAA T
SLOMO 881 IMNIMSISICINISAVN: el v )\afC

STV NANIN 1 1.5 TSN L KEVDVACHN1@3T.NLSNCSSLEELKLECPRLESLFLOS CNIUMEFINEAA T
IO VORI T\ 1N 1 s L KE vV DEECISN L@ TN, SNCSSLEVLKLECPRLENLELMACH

SLOMO 680 ---FPIELUASERTEMEDYSSSDNHEE?

SLOMO 947 V]

SLOMO 940 SR MLETLDVRFCPKICPE

Shfe) (ORIl S (ol CINM 1. T 1. D[R FC PKE SNEEIVIEGT. REYV C PSLKR T F'S ST

SLOMO 912 RSN TINWH S[egei Vil D FEEuRal \YehIhMaesut ORFS 1. T T - -

SLOMO 736 RGeS/ MARBN-(@ T B 5 Vil AlgbisC ey Il Vfils SA— - -

Supplemental Figure 3: Sequence alignment of SLOMO and related proteins from other plant species.

Identical amino acids are highlighted in black, similar ones in gray. Asterisks indicate the position of the F-box.
The glycine highlighted in red (arrow) is the one mutated to glutamate in the slomo-1 allele.
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Supplemental Figure 4: slomo mutants show normal auxin sensitivity, but form more lateral roots

and longer hypocotyls.

(A) Quantification of root length of Col-0 and slomo-3 mutants after growth on medium with increasing

concentrations of the auxin NAA.

(B) slomo-3 mutants grown on medium without external auxin form more lateral roots overall and have

a higher density of lateral roots than Col-0 wild-type plants.

(C) Hypocotyl lengths of slomo mutants compared to wild-type strains after growth in long-day conditions.
Values are mean + SEM from at least 16 plants per genotype. **: significantly different from wild type at p<0.01

(Student’s t-test).
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swild type slomo-3

Supplemental Figure 5: The pattern and levels of ProDRS5 promoter activity are unchanged in
slomo mutants.

(A,B) Projected z-stacks of confocal micrographs of the inflorescence meristem from wild-type (A) or
slomo-3 (B) plants expressing the auxin-responsive ProDRS5:VENUS reporter (Heisler et al., 2005).
Arrowheads indicate the position where the next primordium will be initiated. The asterisk in (A)
indicates slight damage to the meristem during preparation. YFP-fluorescence is shown in green, while
red represents fluorescence of the membrane dye FM4-64.

Scale bars are 50 pm.
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Supplemental Figure 6: Genetic interactions between SLOMO and miR156.

(A-D) Whole-plant phenotypes of 30-day-old plants.

(A) Col-0 wild type.

(B) slomo-3 mutant showing slightly delayed development of lateral inflorescences.

(C) Pro35S:miR156b overexpressing plant with reduced apical dominance.

(D) slomo-3 Pro35S:miR156b plant with intermediate phenotype in terms of apical dominance.

(E) Quantification of the rate of flower formation in the indicated genotypes. Values are mean + SEM from
at least nine plants per genotype.

Scale bar in (A) represents 4 cm and applies to all four images (A-D).
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Supplemental Table 1: Markers used for mapping the SLOMO gene.

. Length of | Length of
Approximate . . Annealing product product
Marker Chromosome . BAC Forward primer (5°-3") Reverse primer (5°-3") temperature
location (kb) C) from Ler from Col
allele (bp) | allele (bp)
AL049915 4 15,818 T16118 CGGCTATGAGTATCAAAGGAA GACGATGAGAACGACACC 55 271 235
CER451516 4 15,955 F26P21 GGGTTCACTTTTAAAGTTTCAA AAACCCCAAAACCATCTG 55 137 150
CER449763 4 16,241 F1715 TAATTATGGTGGGCTCTCTGC GCCACCACAATCATTTCTCA 55 177 193
TWC10 4 17,376 AP21 CAGATAAATATCTCCCGTTATATAG | GGACATGCAAGATGGTGGACG 46 141 153

The SLOMO coding region (including introns) is located between 16,015,971 bp and 16,020,697 bp on chromosome 4.

kb: kilobase-pair; bp: base-pair; Ler: Landsberg erecta; Col: Columbia
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Supplemental Table 2: Oligonucleotides for PCR-genotyping and RT-PCR

Primer name Sequence (5' - 3') Restriction enzyme Remarks

slomo- CATTCTTCCAACCTGTGAGTGTTAC

1 dCAPS _for ApaLl, cuts product

slomo- from wild-type allele

1_dCAPS_rev TAATGGATGCTTCAGACAGTGCA

slomo- TCAACCTGCAGATATTGTGATGAG

2_dCAPS_for Xmnl, cuts product

slomo- from mutant allele

CAATAACAAAACCATCATAACTAAGAACATA

2_dCAPS_rev

Somo-3_RT- TCAGTTGGTTCAGGGTGAGAGT 3-primer PCR to
= genotype slomo-3

slomo-

3_3xgeno_rev

CCACCGACGAAACAGAATTTCC

Salk_Lba

TGGTTCACGTAGTGGGCCATCG

allele; product from
mutant allele longer
than from wild-type
allele

1642 dCAPS F
Hinfl

GGTGAAGTTGAAGTGAAAAAGATCGTTC

1642 dCAPS R
Hinfl

CTTGGAAGTCAAACCAACGAAGGAA

Hinfl, cuts product
from mutant allele

pid-1_dCAPS_for

CCGGCGATGTTACGAGAATCAG

pid-1_dCAPS_rev

TCTCTGCGTAAGCGAAATCTGATGATC

Bcll, cuts product
from mutant allele

pid-2_dCAPS_for

CCGTTCGTTGCGCCGACTAATG

pid-2_dCAPS_rev

CTTTAACCTCCGCCGCACCTCGCCGAGATC

Bglll, cuts product
from mutant allele

pinl_geno_for

CCCAAAATTTCTCTATGTCCTTCGA

pinl_geno_rev

AAACTACCTGGATAATGGCAACATG

08409

ATATTGACCATCATACTCATTGC

3-primer PCR to
genotype pinl
(GK_051A10)
allele; product from
wild-type allele
longer than from

mutant allele
slomo-3_RT-
PCR_for TCAGTTGGTTCAGGGTGAGAGT test for expression of
slomo-3 RT- full-length mRNA in
PCR rev TCATCCTTTTTCCCATCTTTCC slomo-3 mutants

Primers for RT-PCR against the constitutively expressed PDF2 have been described before

(Anastasiou et al., 2007).
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SUPPLEMENTAL METHODS
Molecular cloning and plant transformation

To generate the ProSLOMO:GUS and the ProSLOMO:vYFPer reporters, a 1.8 kb-
fragment of the SLOMO 5’ genomic region up to the start codon was amplified using
T3-primer and oligo pSLOMO _rev_Kpnl (5 - CATGGTACCCCTAAGCCCACCT
—3’) on pDL22 as template. The resulting product was digested with Sacl and Kpnl
and subcloned into pBlueML2AP:NLSGUS and pBlueML2AP:vYFPer to give
plasmids pDL24 and pDL25, respectively. From there, the ProSLOMO:GUS and
ProSLOMO:vYFPer fragments were subcloned via Ascl-sites into pBarMAP.

To generate the SLOMO rescue construct used in Supplemental Figure 2F, nucleotides
88794 to 96725 of BAC F4110 (GenBank ID: 4455321) were subcloned into
pBlueML2AP to give plasmid pDL22. From there, the insert was subcloned as an
Ascl-fragment into pML997.

Plants were transformed using ‘floral dip’ (Clough and Bent, 1998).
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