Supplementary figure 1 Triple X syndrome karyotyping and FISH

GTG-Giemsa banded karyotype of triple X patient 1 (A), confirmed with DNA FISH (B). X chromosomes are indicated with an arrow. BAC probe on

Xp22 (RP11-800K15; red) and a control probe on 8p12 (RP11-489E7; green).
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Supplementary figure 2 MLPA and SHOX specific qPCR
Copy number of the SHOX region was confirmed with a gPCR assay, with 11
amplicons within SHOX and the PAR1 region.? Patient 4 had gain of all amplicons

and Patient 5 only of amplicons 2-8.
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Supplementary figure 3 HUMARA assay

HUMARA analysis of genomic DNA of Patient 1 (lane 1-3), her father (lane 4-6) and mother
(lane 7-9). Lane 1, 4 and 7 are undigested and the others Hpall digested samples of those
individuals. In the upper panel the gel after electrophoresis is visualized, the polymorphic
alleles of the androgen receptor are indicated (**) and enlarged in the lower panel. In the
undigested Patient sample PCR analysis amplified two fragments, of which the band of higher
molecular weight had a twofold intensity compared to the lower molecular weight band. This
band therefore most likely represents the supernumerary X-chromosome, which is two times
present in this 47,XXX patient and which therefore has a higher likelihood of being amplified.
In the undigested control of the father (lane 4), only the lower molecular weight band was
present, which is in accordance of a single X-chromosome in this male, whereas in the
undigested control of DNA of the mother, two bands were present, with the larger fragment
running at the same height as the band of the higher intensity found in patient 1. We conclude
that the supernumerary X-chromosome of patient 1 is of maternal origin. Hpall digested
samples of the patient had a similar pattern as the undigested control, with no change in
intensity between the two fragments. Only background bands disappeared in the digested
samples, which confirmed that Hpall digestion had digested the DNA. In the digested samples
of the father almost no fragments were present, as expected from an active, and thus not
methylated allele. In the digested samples of the mother the same two bands were identified
as in the undigested control and also here no change in intensity between the upper and lower
band was found. Therefore in both the mother (46,XX) and the patient (47,XXX) there is

random XCl, with no skewed preference of inactivation of a particular X-chromosome.
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Supplementary figure 4 SNP-array results PAR1 region

Depicted are the PAR1 region represented on chromosome X of patient 4 (upper graph) and
his father (lower graph) with a clear rise in LogR (upper tracks) and shift in B-allele frequency

(lower tracks) indicative of a duplication.

SNP array result patient 4 and father

p22.33
2ygochy oo - "o Ce— ——— e — e —  ean
Genes SHOX DHRSX PRIX
m o i 0w omom 1 om T B o mmonee £ on an wan @iy wmn
. OO0 081000 COOONCICNOBMMO0ND BIODCI0 £ GO00CE— I 00 HRCIION 811 ) OUACHBOO RN C IR B o
umina_HumanCytos
25
204
151
104

-154
2.0
25 T T T T T T T T T T T T T T T
025Mp  0S0Mb  075Mb  100Mb  125Mb  LSOMb  175Mb  200Mb  225Mb  250Mb  275Mp  300Mb  325Mb  350Mb  375Mb
107 L Feas e e, e s LA e e a, ":”‘WR\;'M‘-M:?«::?*'“":#V L
Mgl gt Ve
5 P s ey L2ty ad Lope P [T
: O T I g MR
I
0] ot Biene sl Ba s e . P PR T TR T T L APy Wy
Patient 4: Chromosome X
I
( p22.33
d o - no Cae— e —— s — Ll —_— =01
Genes SHOX DHRSX. PRI
e @ an i o oo oo 1 oo T o onmenes == o oan war @ e
IEIOIEOomcm oHl 1 EOOCMOICENOOMONO0IOEIC  C18 H0MOCE I O SN 1N OO C OOROC B o

Tuming_HumanCytoS

25

154
204
25 T T T T T T T T T T T T T T T
0.25Mb 0.50 Mb 0.75Mb 1.00 Mb 1.25Mb 1.50 Mb 175 Mb 2.00 Mb 225Mb 2.50 Mb 2.75Mb 3.00Mb 325Mb 3.50 Mb 375M0
] ITANAENRNCO LT AT AT IR TP S R e T 3
X
s 5 . a3, . 2hg g
; 7 Wi e e
cn
0 e sl R vl T

Father: Chromosome X



Supplementary figure 5 SNP-array results PAR1 region

Depicted are the PAR1 region represented on chromosome X of patient 5 (upper graph) and

his mother (lower graph) with a clear rise in LogR (upper tracks) and shift in B-allele frequency

(lower tracks) indicative of a duplication.
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Supplementary figure 6 SHOX specific FISH

DNA FISH of patient 5 with a BAC probe overlapping the SHOX gene (RP11-800K15; red) and a

control probe Xq25 (RP11-49N19). RP11-800K15 only gives signals on chromosome X and

chromosomeY.




