Supplementary Material

1. Supplementary tables and figures
1.1. Tables Related to Material and Methods

Table S1. Characteristics of patients and controls in the study.

Range
(average * SD)

Age

female 19-75
(n=23) (36 £14.1)
RAS
male 19-60
(n=21) (37.9£11.4)

19-75
Total — n=4d g i109)
female 23-61

(n=6) (41.8 +12.5)
Controls

male 26-42

n=7) (34.4 £5.6)

23-61
(37.8 £10.1)
Abbreviations: RAS, recurrent aphthous stomatitis; SD, standard deviation.

Total n=13

Table S2. Sampling sites of patients and controls.

LL LM CH T UM Total count
Passive 11 4 11 8 3 37
RAS samples Active 10 3 9 8 3 33
Total 21 7 20 16 6 70
count
Control samples 10 3 10 8 3 34

Abbreviations: LL, lower labial mucosa; T, tongue; UM, upper jaw mucosa; LM, lower jaw mucosa; CH, buccal
mucosa; RAS, recurrent aphthous stomatitis.



Table S3. Characteristics of patients suffering from RAS and healthy controls, both sampled from the lower labial
mucosa (LL).

RAS
ID State Gender Age

P1 Act F 49
P2 Act M 34
P3 Act, Pas F 64
P4 Act, Pas M 28
P5 Act F 41
P6 Act, Pas M 30
pP7 Act F 19
P8 Act M 31
P9 Act F 34
P10 Act M 36
P28 Pas F 42
P29 Pas M 42
P33 Pas F 37
P34 Pas M 30
P35 Pas F 24
P36 Pas M 37
P37 Pas F 24
P38 Pas M 39

Act (n = 10) F(n=9) F: 19-64 (37.1+ 13.3)

Total count 18 Pas (1 = 11) M (1 =9) M: 2842 (34.1 £ 4.7)

Controls
ID State Gender Age

K1 - M 34
K2 - M 39
K3 - F 37
K4 - M 40
K5 - F 45
K6 - F 52
K7 - F 61
K8 - M 42
K9 - F 23
K10 - M 26

F (n=>5) F: 23-61 (43.6 £ 12.9)

Total count 10 M (1 =5) M: 26-42 (36.2 + 5.7)

Abbreviations: ID, identification of patients (P) and controls (K); RAS, recurrent aphthous stomatitis; Act, patient
with active ulcer; Pas, patient with healed mucosa after ulceration; F, female; M, male.



1.2 Figures and Tables Related to Results
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Figure S1. Bacterial alpha diversity in active ulcer of RAS patients compared with the same site after ulcer healing
and with healthy controls at five merged sites of sampling. Common indicators of diversity such as Number of
operational taxonomic units (OTUs), Chaol, Shannon index, and Evenness index were used to measure
compositional diversity at five merged sites of oral cavity. Differences between groups were determined using
ANOVA. *p <0.05. Act, active ulcer of RAS patients; Pas, healed mucosa after RAS ulcer; Ctrl, healthy controls.



Ch LL LM
A ox

0.2+
)
-0.2- \
T o o o
[ Iy
04 |:|Act|_C= L [JAct ,p z
[Jraslz [y [Tpas!2lg
W oo —
Ctrl Ctrl Status
o~ ; . .
) T UM -02 00 0.2 + Ad
o 04 -+ Pas
’ Ctrl
0.2+
L] B
0_ U - (] PCoA Status Act, Pas, Ctrl bacteria
.
_0_2. 02
- o
A i
—0.4- [] Ct[g S o1
DPas 218
cerl Y17 . Lo
Eeo a
-0.2 0.0 0.2 -0.2 0.0 0.2 crl
PC1
=01
ANOSIM R p-value *
1L act pas ctrl n act pas ctrl 02 3 SR S i,
act X 01703 06127 | act X 0011  0.001 s
pas 0.1703 X 0.3138 pas 0.011 x 0.001 | | ! | !
ctrl 0.6127  0.3138 X ctrl 0.001 0,001 X e e LT L s
Ch act pas ctrl Ch act pas ctrl
act X 01775 0.04178 | act X 0013 0228
pas | Q378 A GERE ) P | 009 % 9023 Allsites | PERMANOVAR | PERMANOVA P-val | Act+AJAS/CHS | PERMANOVA R | PERMANOVAP-val
ctrl 0.04178  0.2191 x ctrl 0228 0.023 X - T 01 sampleshie e =
T act pas ctrl T act pas ctrl Status 0.054 0.001 SampleType 0.01787 0.38
act X 01752 02919 | act X 0033 0.006
pas 0.1752 X 0.1607 | pas | 0.033 x 0.055
ctrl 0.2919  0.1607 x ctrl 0.006  0.055 x

Bacterial species

o

=

e

E
U]

i

=z

gl
|
Species
Rothia mucilaginosa

)
o a
______ N il
[ I}
Il
[ Ui

g
| Por as pasteri
g I Voioreia dsaat - )
3 W Haemophilus haemolyticus
2 Pt He lus parahagmolyticus
2 um WP o o M Strey vestibulars
2 Ll g Prevotella melaninogenica
2 H1l 8 Moot oo
2 EE = LS Sp.
E?S = - = a | haem?phifus irainﬂuenzae
s - E Goemella haermolysans
o™ m @ - = B Streptococcus oralis tigurinus cf.
=
= Eait
25 I =80 i
AR
Wl 39% ot WO o
SampleType

Figure S2. Beta diversity of bacterial communities in active ulcer of RAS patients compared with the same site
after ulcer healing and with healthy controls at different sites of sampling. (A) Two-dimensional principal
coordinates analysis (PCoA) was used to show distribution of heterogeneity among active ulcer, healed mucosa,
and healthy controls at different sites of sampling. (B) Beta diversity of all individuals grouped together.
Statistical significance was determined using ANOSIM and PERMANOVA. * p < 0.05, ** p < 0.01, *** p <0.001. (C)
Microbial profile at different sampling sites was determined in an active ulcer of RAS patients (Act_A), in an area
around ulceration (Act_AS), at a corresponding site after ulcer healing (Pas), at a contralateral healthy site
(Act_CHS) of RAS patients, and in healthy controls (Ctrl). Act, active ulcer of RAS patients; Pas, healed mucosa
after RAS ulcer; Ctrl, healthy controls; CH, buccal mucosa; LL, lower labial mucosa; LM, lower jaw mucosa; T,
tongue; UM, upper jaw mucosa; Act_A, active ulcer of RAS patient; Act_AS, surrounding site of active ulcer;
Act_CHS, contralateral healthy site of RAS patient.
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Figure S3. Fungal alpha diversity in an active ulcer of RAS patients compared with the same site after ulcer
healing and with healthy controls in five merged sites of oral cavity. Common indicators of diversity such as
Number of OTUs, Chaol, Shannon index and Evenness index were used to measure compositional diversity in
merged sites of sampling. Differences between groups were determined using ANOVA. Act_A, active ulcer of
RAS patients; Pas, healed mucosa after RAS ulcer; Ctrl, healthy controls.
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Figure S4. Beta diversity of fungal communities in an active ulcer of RAS patients compared with the same site

after ulcer healing and with healthy controls at different sampling sites. (A) Two-dimensional principal

coordinates analysis was used to show distribution of heterogeneity among active ulcer, healed mucosa, and
healthy controls at different sites of sampling. (B) Beta diversity of all individuals and sampled sites grouped



together. (C) Taxonomical profile of fungal species at different sites of sampling. Statistical significance was
determined using ANOSIM and PERMANOVA. * p <0.05, ** p < 0.01, *** p <0.001. Act, active ulcer of RAS
patients; Pas, healed mucosa after RAS ulcer; Ctrl, healthy controls; CH, buccal mucosa; LL, lower labial mucosa;
LM, lower jaw mucosa; T, tongue; UM, upper jaw mucosa; Act_A, area of ulceration of RAS patient; Act_AS,
surrounding area of active ulcer; Act_CHS, contralateral healthy site of RAS patient.



