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Supplementary Material

4B6 1H6

Fig. S1. Comparative confocal images of two mouse monoclonal anti-phosphatidylserine antibodies (Abcam #4B6 and Millipore
#1H6) staining NIH 3T3 cells, following ethanol fixation. Color scheme: antibody staining (red); TOPRO-3 (blue). The arrows point
to mitotic chromosomes. Scale bar: 20 um.
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Fig. S2. Tests for possible immunostaining artifacts with anti-phosphatidylserine (1H6). (A) Image consistency during antibody
dilution. Antibody 1H6 (red) gives peripheral staining at high dilutions (1:600 and 1:5400, with increased gain), compared to the
routinely employed dilution (1:200). DNA (blue) stained with TOPRO-3. This experiment shows that a high concentration of 1H6
(1:200) does not form a physical barrier preventing 1H6 from diffusing into the nuclear interior, since a very high dilution (1:5400)
yields an identical antibody distribution. (B) Absence of optical attenuation. Peripheral staining by 1H6 does not interfere with central
nuclear staining by another mouse monoclonal anti-nuclear antibody (anti-BM28, an unrelated MCM nuclear protein). Both primary
antibodies were reacted simultaneously, followed by a simultaneous reaction with the secondary anti-mouse IgG (red). DNA (blue)
stained with TOPRO-3. Scale bars: 20 um.
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Fig. S3. Coomassie Blue stained 15% SDS-PAGE of NIH 3T3 histone subfractions (Active Motif kit) and HL-60/S4 total acid
extracted histones (A). Arrow: dye front. M: MW markers. Loads: 5 pl of each histone subfraction (plus 5 pl of 2x SDS sample
buffer); H2A+H2B, 5 sequential fractions; H3+H4, 3 sequential fractions; H1, 5 sequential fractions. The H1 fraction revealed no
contamination by inner histones; H2A+H2B contained negligible amounts of H3-+H4; H3+H4 showed <10% (by stain intensity) of
contaminating H2A+H2B.



Antibody 1H6

Representative peptide, histone H2A: VGAGAPVYMAAVLEYLTAEILELAGNAAR
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Antibody 1H6

Representative peptide, histone H2B: KESYSVYVYK
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3 2.48 2.48 44 4 H2B MOUSE | Histone H2B MOUSE | 2
Histone H2B
KESYSVYVYK
Residue b y
] Wl y4 v6 vp y10 K 129.1022 1265.6412
1600 4 b1[129.12 p2 b3 b4 15 ne b8 b9 E 258.1448 1137.5463
1400 4 S 345.1769 1008.5037
1200 i Y 508.2402 921.4716
| S 595.2722 758.4083
1000 V 694.3406 671.3763
goe] Y 857.4040 572.3079
4 84.10 V 956.4724 409.2445
600 1 14713 | 31920 Y 1119.5357 310.1761
400 | K 1247.6307 147.1128
so0] 10112 23517 |338.17 419.21| 5793 . b e 1 _1:?:1’ 9.
0 ] : 2 )| !li bl Jllllhlj‘l!lil |l=. ||l|ll!|.. ll!]l.“ |' 1 Ll |' ||i|||| al .“; ll- : “ PPN | " | 2 b : \'.'
0 100 200 300 400 500 600 700 800 900 1000 1100 1200

miz, Da




Intensity

140:
120:
1DD:
80
BU:
40 4

20

Antibody PL2-6

Representative peptide, Histone H2B: AMGIMNSFVNDIFER
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Antibody PL2-6

Representative peptide, Histone H2A: VGAGAPVYLAAVLEYLTAEILELAGNAAR
N Unused | Total | % Cov | Accession # Name Species | Peptides(95%)
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Fig. S4. Representative time of flight mass spectra (MS, left panels) and collision-induced sequence data for selected high confidence
(>99%) MS peptides (right tables), for the two most prevalent peptides in the 1H6 and PL6-2 immunoprecipitation reactions. The
MS/MS-associated ion tables list the sequence of the identified peptide. For clarity of reference to MS/MS data, only selected critical
y+1 ion and b+1 ion series are shown (shaded cells). y+2 and b+2 ions were also used for peptide identification (data not shown).
Also presented above each spectrum is the percent coverage of H2A or H2B, for all unique peptides identified in at least 3
independent mass spectrometry experiments. MS data: “m/z”, theoretical mass of the identified peptide; “z”, observed

charge state for the identified peptide.
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