Supplemental Figure S1
Prediction of the GPI w-site in LOTUS using bioinformatic tools.
(a) Big-PI Predictor analysis identified Ser617 as the most probable GPI w-site

in LOTUS.
(b) PredGPI analysis likewise predicted Ser617 as a highly probable GPlw-site.

(a) Big-P!I Predictor analysis

GPI Lipid Anchor Project

big-PI Predictor
The GPI Prediction Server

Version 3.0, June 2005

Output of the prediction tool:

Query sequence Query (length 645 amino acids):

MAPSADPGMS RMLPFLLLLY FLPITEGSOR AEPMFTAYTH SYLPPDYDSN PTOLNYGVAY
TDYDHDGDFE IYYAGYNGPN LYLKYDRAGK RLYNIAYDER SSPYYALRDR QGNAIGYTAC
DIDGDGREET YFLWTNNAFS GYATYTDKLF KFRNNRWEDI LSDEYNVARG VASLFAGRSY
ACYDRKGSGR YSIYIANYAY GNYGPDALIE MDPEASDLSR GILALRDYAA EAGYSKYTGG
RGYSYGPILS SSASDIFCDN ENGPNFLFHN RGDGTFYDAA ASAGYDDPHQ HGRGVALADF
NRDGRYDIVY GNWNGPHRLY LOMSTHGKYR FRDIASPKFS MPSPYRTYIT ADFDNDQELE
IFFNNTAYRS SSANRLFRYI RREHGDPLIE ELWPGDALEP EGRGTGGYYT DFDGDGMLDL
[LSHGESMAQ PLSYFRGNOG FNNNWLRYYP RTRFGAFARG AKVYLYTKKS GAHLRIIDGG
SGYLCEMEPY AHFGLGKDEA SSYEVTWPDG KMYSRNVASG EMNSYLEILY PRDEDTLODP
APLECGOGFS QOENGHCMDT NECIQFPFYC PRDKPYCYNT YGSYRCRTNK KCSRGYEPNE
DGTACYAQYA FLGGYSSAAS RISEPLSRAS YLSLGLGLCL OLYAL

The site with the best score is shown in black.

Prediction of potential C-terminal GPI-Modification Sites

lse of the prediction function for METAZOA

None potential GPI-modification site was found.
fmong all positions checked, sequence position 617 had the hest score.

Total SCOME.uuneeseeneeeeeneesenneeesnnneesanneeennnneennnn: —B6.87 (PYalue = 4.5294942-03)
Components of the Score Function:

Praf e SEDfGocnooeoacnoonooe0000000000000000000000000000000 9 oy
Term 0 Contents and Windows of DE in Region [-11..1]......: p.00
Term 1 Hydrophilicity of N-terminal Region [-11..1].......: -0.00
Term 2 Penalty for low Profile Score in Region [0..2].....: 0.00
Term 3 VYolume Limitation [-1..+42] : 0.00
Term 4 VYolume Compensation (-1 0.00
Term 5 VYolume Compensation (-1 0.00
Term B Backbone Flexibility [- 0.00
Term 7 Propeptide Length.e.eeeeeeeeiiiininenenennnnennat 0.00
Term 8 Hydrophilicity of Spacer Region [3..8].............: 0.00
Term 9 Volume Limitation [3..8].ceeiiieiiniiinnnnnnnneenas  ~0.05
Term 10 Penalty for charged &ds in Spacer Region [3..10]...: 0.00
Term 11 Backbone Flexibility [3..8].... T ECTTTERITE VO 0.00
Term 12 Penalty for low Profile Score in Region [10..end]..: -12.00
Term 13 Hydrophobicity of Tail [10..end].ceeeeennnnai: -0.16
Term 14 Hydrophobicity of Tail [26. end]...................: 0.00
Term 15 Even Distribution of Hydrophobicity [9..end].......: 0.00
Term 16 Penalty for polar Windows in Region [10..end]......: 0.00
Term 17 Penalty for SGC-Windows in Region [10..end]........: 0.00
Term 18 LYI Contents [10..end].eeeennnennninnnnnnnnnneaat 0.00
Term 19 Penalty for FYHY - Sections in Region [10..end]....: 0.00
germ %U Pinaltﬁ for Windows with small Yolume [10..end]....: @.Q?
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(b) PredGPI analysis
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Proteins predicted

omega-
Protein name site Specificity Protein sequence
position

MAPSADP GMGRM. PFLLLLWFLP I TEGSARAEPMF TAYTNG YL PPOYOSH
PTOLHYBYAYT DYDHDGOF E | YYAGYNGPHL YLK YDRAOKRLYN | AYDER
SSPYYALRDRAGHA | GYTACDI DGDGREE | YFLNTHHAFSGMWAT YTDKLF
KFRNNRWED! LSDEVNYARGYASLF AGRSWICYDRKGSGRYSI YIANYAY
GNYGPDAL | EMOPEASDLSRGI LALRDVAAEAGYSKYTGGRGYSYSPILS
$SASD | FCONENGPHFLFHNRGDGTFYDAAASAGYDDPHOHGRG AL ADF
LOTUS 617 100.0%  NRDGKVDI WWGNWHGPHRLYLAMSTHGKVRFRDI ASPRFSMPSPYRT VI T
ADFONDAELE | FFNNI AYRSSSANRLFRYIRREHGOPL | EELNPGDALEP
EGRGTGGYYTDFDGDGMLDL | LSHGE SHARPLSYF RGNOGF NHNULR\AP
RTRFGAFARGAKYVLYTKKSGAHLR | | DGGSGYLCEMEPYAHF GLGKDEA
SSYEVTWPDGKMYSRNVASGEMNSYLEI LYPRDEDTLADPAPLECGRGF S
QNENGHCMDTHEC | OF PFYCPRDKPYCYHTYGSYRCRTHRKCSRGYEPHE
DGTACYRVAFLGGYSSARSR I SEPLSRASYLSLGLGLCLAL YAL
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Supplementary Figure S2

Original uncropped gels and blots corresponding to figures in the main text

Original uncropped blot images are shown in panels (a-g): (a) the original uncropped blot
corresponding to Fig. 3b; (b) the upper panel of Fig. 4a; (c) the lower panel of Fig. 4a; (d) the upper
panel of Fig. 4b; (e) the lower panel of Fig. 4b; (f) the upper panel of Fig. 4c; and (g) the lower panel
of Fig. 4c. Rectangles indicate the regions displayed in the corresponding figure panels in the main
text. Because the original uncropped images shown in panels (d) and (e) were dark, brightness was
adjusted uniformly across each entire image solely to improve visibility. No brightness or contrast
adjustments were applied to panels (a-c), (f), and (g). No bands or other image features were
added, removed, repositioned, or selectively altered. Although the edges of the gels are not clearly
visible in some images, the images encompass the entire gel area that was transferred to the
membrane. Molecular weights were determined using molecular weight markers on the original
gels. Although these markers are not visible in the blot images, their corresponding positions are
indicated.

(@) Original uncropped image for Figure 3b
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(b) Original uncropped blot for the upper panel of Figure 4a
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(c) Original uncropped blot for the lower panel of Figure 4a
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(d) Original uncropped blot for the upper panel of Figure 4b
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(e) Original uncropped blot for the lower panel of Figure 4b
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(f) Original uncropped blot for the lower panel of Figure 4c
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(g) Original uncropped blot for the lower panel of Figure 4c
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