APPENDIX

Reagents and buffers preparation

Synovial fibroblast SW982 cell line and Synovial fibroblast cell

1. L-15 medium for synovial fibroblast SW982 cell line

L-15 1 package (13.7 g)
Penicillin/ Streptomycin 10 ml
Gentamycin 1 ml

All chemicals were dissolved in 800 ml of deionized distilled water, adjusted
pH 7.6 and made up to volume 1,000 ml. The media was steriled by suction
through a filter (membrane pore size 0.2um) and stored at 4 °C.

2. DMEM medium for synovial fibroblast cell

DMEM 1 package (13.5 g)
HEPES 48¢

NaHCO3 37¢g

Penicillin/ Streptomycin 10 ml
Gentamycin 1 ml

All chemicals were dissolved in 800 ml of deionized distilled water, adjusted
pH 7.2 and made up to volume 1,000 ml. The media was steriled by suction

through a filter (membrane pore size 0.2um) and stored at 4 °C.
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3. Phosphate buffer saline (PBS)

NaCl 8¢
KCl 02¢g
Na,HPO4 144 g
NaH,P0O4.2H,0 024¢g

All chemicals were dissolved in 800 ml of distilled water, adjusted pH 7.4 and
then added with distilled water to adjust to volume 1,000 ml and stored at
room temperature.

4. 0.05% Trypsin-EDTA
0.05% Trypsin-EDTA 10 ml
PBS pH 7.4 90 ml

5. Hank’s balanced salt solution (HBSS)
HBSS without sodium bicarbonate 98¢
NaHCO; 035¢g
All chemicals were dissolved in 800 ml of deionized distilled water, adjusted
pH 7.2 and made up to volume 1,000 ml, steriled by suction through a filter

(membrane pore size 0.2um) and stored the reagent at 4 °C.

Enzyme-linked immunosorbent assay
1. Phosphate buffer saline (PBS)
NaCl 8¢g
KCl 02¢g

NazHPO4 1.44 g
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NaH2P04.2H20 0.24 g
All chemicals were dissolved in 800 ml of distilled water, adjusted pH 7.4 and
then added with distilled water to adjust to volume 1,000 ml and stored at

room temperature.

. Tris-Incubating buffer

Tris-HCI 1.21¢g

NaCl 877 ¢g

All chemicals were dissolved in 900 ml of distilled water, adjust to pH 7.4 and
then added distilled water to adjust to the volume 1000 ml. Added 0.5 g BSA

and 1 ml Tween-20. Stored the reagent at 4°C.

. Coating buffer

The chemicals was dissolved in 900 ml of distilled water, adjust to pH 7.4 and
then added with distilled water to adjust to volume 1,000 ml. Stored the

reagent at room temperature.

. 1% Bovine serum albumin (BSA)

BSA 0.lg

PBS 10 ml

. Citrate phosphate buffer

Citric acid monohydrate 1030 g
NazHPO4.3H20 18.16 g
All chemicals were dissolved in 900 ml of distilled water, adjust to pH 5.0 and

made up to the volume 1000 ml. Stored the reagent at 4°C.
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6. Substrate solution

o-phenylene-diamine 8 mg
Citrate phosphate buffer 12 ml
30% H,0, 7 ul

Prepared the reagent fresh for 1 plate; kept in the dark before used.

RT-PCR

1. 10X Tris-Borate-EDTA (TBE) buffer

Tris-base 107.78 g
Boric acid 55¢g
Na,-EDTA 744 ¢

All chemicals were dissolved in distilled water and made up to the volume
1000 ml. Stored the reagent at room temperature.
2. 1X TBE buffer
10x TBE buffer 100 ml
Deionized distilled water 900 ml
The buffer was filtered through a membrane filter pore size 0.45 pm and

stored at room temperature.
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Cell line designation: SW982 (ATCC® catalog NO. HTB-93™)

Organism: Homo sapiens (human)

Tissue: synovial sarcoma; synovium
Age: 25 years
Gender: female

Ethnicity: = Caucasian
Morphology: mixed
Growth properties: adherent
DNA profile (STR analysis)
Amelogenin:X
CSF1PO:11, 12
D13S317:12, 13
D16S539:11, 12
D5S818:11, 13
D7S820:9, 11
THO01:9.3
TPOX:9, 11
vWA:19, 20
.Depositors: A. Leibovitz
Comments: The SW982 cell line was initiated by A. Leibovitz in 1974 at the
Scott and White Clinic, Temple, Texas from a surgical specimen of a biphasic

synovial sarcoma removed from a 25 year old female Caucasian. The
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histopathology evaluation reported an undifferentiated malignant tumor
consistent with liposarcoma

Karyotype: hyperdiploid; modal number = 48; range = 42 to 58. The rate of
higher ploidies was 1.6%. Nine markers were common to all cells. These
were: t(1g4p), del(5) (q31;q33), der(9) t(4;9) (ql1;p24), t(8ql12p), t(9q13p)
and four others. Double minutes (DM) were seen in some cells (usually only
one copy). Normal N9 was absent, N4, N8, and N13 were consistently
single-copied and the X was double-copied.

Note: Cytogenetic information is based on initial seed stock at ATCC.

Cytogenetic instability has been reported in the literature for some cell lines.
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Table 1. Primers used for RT-PCR
Denature temperature 95 °C, 45 seconds

Extension temperature 72 °C, 1.15 minutes

Annealing Genbank
Gene Sequence 5°>3’ Temperature (°C), | Base pair Cycle Assession
(min) No.
Has2 | FFCACAGCTGCTTATATIGTTG 51,1.00 358 35 | NM 005328
R:AGTGGCTGATTTGTCTCTGC
Has3 | FiCAGCCTCCTCCAGCAGTTCC 55, 1.00 317 35 | NM 005329
R:-TAACCGTGGCAATGAGGAA
TLR-4 | F'TGGATACGTTTCCTTATAA 55, 1.15 548 35 | NM 138554
R:GAAATGGAGGCACCCCTT
IL.1p | FATGGCAGAAGTACCTGAGCTC sofi. 207 35 | NM_000576
R:GGAAGACACAAATTGCATGGTGAA
CE | FTCCCCACTAAAAATTTCTCCCAT 55,115 . 50 | NM_001223
R:-TTGATGTCTGTGGCACTTCCTAA
GAPDH | F'TGGTATCGTGGAAGGACTCAT 53, 1.15 370 35 | NM_002046
R:GTGGGTGTCGCTGTTGAAGTC
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