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APPENDICES

APPENDIX A: RESEARCH METHODOLOGY

Preparation of Cell Free Supernatant

Figure Al: Methodology outline. (ﬁ
Preparation and Validation of Bacterial Strain

Antimicrobial Activity Evaluation of L. rhamnosus Supernatant

\’;\ QX \O‘

Biofilm Assay
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Identification of Affected Genes by NGS Technique
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Validation of Related Gene
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Table Al: List of equipment used in the research.

No Equipment Brands
1 -80°C  Freezer, -20°C Freezer, Eppendorf, Hamburg, ‘?
4°CRefrigerator
2 Micropipettes
3 Anaerobic chamber
4 Autoclave
5 Biosafety Cabinet Haler Group, Qingd ,?hn&?~
6 Centrifuges an ‘C Ite Life?-_kcience
gnalan \UQQ b
Y-
7 Gel electrophoresis set c io- ratori€s Inc.,
8 RT- qPCR system s US'@
9 Incubator ertc_)@mbH + Co KG,
@
cHWaQ@H, Germany.
. K

Microplate read Mo ar Devices, LLC, California,
AP
’ &
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Table A2: List of the consumables used in the research. Y'

No Consumables Brands

1 96-well plates Jet  Bio-Filtration  Cer,  Ltd,
Guangzhou, China.

2 Bunsen burner HmBg GmbH als, Hamburg,
Germany.

3 Disposable cotton swab Fisher Br assa'hussets, USA.

4 Disposable tubes ' .\d
L g \Y-

5 Disposable inoculating loop r@c Ltd.
P 4
a

6 Microcentrifuge tubes Wdo rg, Gérylany.
7 PCR tubes CV 0‘ ‘(é

8 Parafilm \ %is pa‘rj)\,@'isconsin, USA.
Petri dish c' ’ %C}T/ Egrc Industries Sdn. Bhd.,
@ .
aHgo@alaysm.
X
10 Pipettes tip \ The@ Fisher Scientific,
%z b} ll\@achussets, USA.

©

etateyfilte
| O _ .
12 % e vfwaﬂn aper cﬁs) Whatman plc, Buckinghamshire, UK.

N
%\ Terumo Corporations, Tokyo, Japan.
: AV i
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Table A3: List of the materials used in the research. Y'

No  Materials Brands
1 20% glycerol (indoco) Thermo Scientific, MA, USA
5 3-(4,5-dimethylthiazol-2-yl)-2,5- z
diphenyl tetrazolium bromide N

3 30% acetic acid z '

4 Crystal violet solution
5 70% ethanol
6 Gram staining set

7 Phosphate buffer saline

cultures KWIK-STIK \T &-\
- ) N
L. rhamnosusATCC Zéerenge 9 QS)
9 &
cultures KWIK-STIK\ X

N
10 De Man, Rogea an Sharpelbl\/ly |O@ Basingstoke, HA, UK

agar and broth medi Oxo,j{

broth oxoid , :' G)Q
12 S talFRNA sola}'o S)gt\&# Promega, Madison, WI, USA

2% chlorhexidine (Cmical grade)  Indoco Remedies, MB, India
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APPENDIX B: ANTI-BIOFILM ACTIVITY Y’

Table B1: The percentage of reduction in table form (mean £ SD). %

L. rhamnosus ATCC 7469 Chlorhexidine %reated

4 MBC 84.94 +3.20 96.03 +4.29 ? il
2 MBC 76.89 £7.58

92.05+8.19 0
MBC 76.63 = 0.66 88.50+ .OT 0
0.5 MBC 51.50 + 2.36 83.69 + 11" l 0
0.25 MBC 22.53+12.29 80. 2. 0
0.125 MBC 14.00 + 3.41 7 +5.86

4
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APPENDIX C: RT-QPCR CURVES Yv

Amplification

1200 L. . S —— ———— S————— A i
1000 L. ....................... ........................ ....................... ....................... S ,,,,, ]

800 L. ....................... ........................ ....................... ....................... e, ..... ]

RFU

600 Lo ....................... ........................ ................ s .......................  S— ..... ]

400 Lo — S— _— ! A—— T -

200 L _______________________ ........................ _______ ' ....................... N _____ ]

- PO USRI ISONP. _ LRV WP — c

| '
...............................

- 3 7
Figure C1: The RT-gPCR curve f(% rRna g\bg P @valis treated with L.
rhamnosus ATCC 7469 CFS, E@ ed P. gingivalis, -(Non-replicating control).
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rhamnosus ATCC 7469 CFS, B: Untreat

Fnr g
Figure C2: The RT-gPCR curve for fimA genéy (A:.P. gi 'valiis&.ed with L.

givali
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re C3: The RT-qPCR curve for mfal gene (A: P. gingivalis treated with L.

u
Omnosus ATCC 7469 CFS, B: Untreated P. gingivalis, C: Non-replicating control).
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Amplification
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Figure C4: The RT-qPCR curve for kgp g%’.gi givali ate(k' L. rhamnosus

ATCC 7469 CFS, B: Untreated P. ginNis, ‘
7 - ?

Amplification
L e R B

1000 |
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400 + 7
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@;re C5: The RT-gPCR curve for rgp gene (A: P. gingivalis treated with L. rhamnosus

TCC 7469 CFS, B: Untreated P. gingivalis, C: Non-replicating control).

112



Ct Values Comparisons for Treated and
Untreated Samples 4
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Figure C6: The C;@deim(rs\;ﬂ for\aédﬂes of interest.
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