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Sudy on clonal expression of T cells bearing dominant TCR 8 in non-small-cell lung cancers  ZHOU Xinxi, LI
Jintian, WU Yilong, WANG Siyu, YANG Xuening, CHEN Shiping. Tumor Center, Sun Yat-sen U niversity
of Medical Sciences, Guangzhou, Guangdong 510060, P. R. China

Abstract  Objective  To invedtigate the distribution of TCR 3 subfamily T dona cdlsin periphera blood
lymphocytes (PBL) , tumor infiltrating lymphocytes ( TIL) and lymphocytes in non-cancerous lung tissues of pa
tients with non-small-cdl lung cancer (NSCLC) and to see the indlination of the T cel antigen receptor (TCR) \3
subfamilies expresion. Methods Complimentarily determining region 3 (CDR3) of TCR 24 variable region genes
was andyzed in PBL , TIL and lymphocytesin norn-cancerous lung tissuesfrom 24 NSCL C cases with reverse tran-
scriptase-polymerase chain reaction (RT-PCR) and gene scan techniques to identify the distribution and donaity of
TCR \P subfamily T cdls. Results Only aportionof \B T cdls were found in patients with NSCL C, whereas 24
TCR \P subfamily T cellswere detected in 10 hedthy controls. M3 5 subfamily was expressed mostly in TIL and the
frequency of \B5in TIL (6/18, 33.3 %) was much higher than that of PBL (1/24, 4.2 %) and T cdlsirfiltrating
norrcancerous lung tissues (0/12) (P <0.05). Oligoc-lond T cdlswere found in 2 cases with \B 5 subfamily and
polyclona T cdlsin 4 cases. Conclusion There are dominant and clond TCR \B subfamilies expressed in TIL of
NSCL C patients, which may be the tumor asociated antigens (TAA) ecific.
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24 (NSCLC) Tab 1 Sequencesof the primers
TIL T TCR \,{3 Primer Sequence
- \B1 5-CCGCACAACAGTTCCCTGACTTGG 3
' \B2 5- GGCCACA TACGA GCAA GGCGTCGA-3
B3 5-CGCTTCTCCCGGATTCTGGA GTCG 3
\B4 5- TTCCCA TCA GCCGCCCAAACCTAA-3
1 \B5 5-AGCTCTGAGCTGAATGTGAACGCG3
\B6 5-TCTCAGGTGTGATCCAAATTCGGG 3
1.1 1999 8 2001 7 \B7 5-CCTGAATGCCCCAACA GCTCTCTG3
B8 5-CCATGATGCGGGGACTGGA GTTGG3
NSCLC 24 B9 5-TTCCCTGGAGCTTGGTGACTCTGG-3
\B 10 5-CCACGGA GTCA GGGGACACA GCAG3
B11 5-TGCCA GGCCCTCACATACCTCTCA-3
18 , 6 32 70 59 \B12 5-TGTCACCA GACTGGGAACCACCAG 3
9 15 10 \B13 5-CACTGCGGTGTACCCA GGATATGA-3
’ \B 14 5- GGGCTCGGCT TAA GGCA GACCTAG 3
\B15 5-CA GGCACA GGCTAAATTCTCCCTG3
1.2 RNA cDNA \B16 5- GCCTGCA GAACTGGAGGATTCTGG 3
\B 17 5-CTGCTGAA TTTCCCAAA GA GGGCG 3
) \B18 5-TGCCCCA GAATCTCTCA GCCTCCA-3
TRAZol (Ghico, BRL) \B 19 5-TCCTCTCACT GT GACA TCGGCCCA-3
RNA (Sur \B 20 5-AGCTCTGA GGT GCCCCA GAATCTC 3
perscript _ Gbhico , BRL) cDNA \B21 5-TCCAACCT GCAA GGCTTGACTACT-3
\B 22 5-AAGTGATCTTGCGCTGT GTCCCCA-3
1.3. - (RT-PCR) \B 23 5- GCA GGGTCCA GGTCA GGACCCCCA-3
24 B 24 \B 24 5-CCCAGTTTGTAAA GCCA GTGACCG3
W1 B24, @ ® @ 5-CGGGCTGCTCCTTGA GGGGCTGCT-3
@-Fam 5 - Famr CACA GCGACCTCGGGT GGG 3
®-Fam B2M5 5-TACACTGAATTCCACCCCCAG 3
1, TIB MOLBI- B2m3 5-CACTCAATCCAAATGCGGCA-3
oL PCR X
201, CcDNA 1.5yl, Tag 1.4.2 ( Genescan)
1.25 U, \B (24 Fam PCR 2.5l 0.2 ml ,
\B ) @ 0.5d mol/L ,dNTP (AB1, Perkin Hmer GEN ESCAN-500-
(JATP dCTP dGTP  dTTP)0.1 mmol/L ,1 x PCR TAMARA , TA-MARA
(10 mmol/L TrisHd ,pH 9. 0,50 mmol/L DNA )0.5Ml (GENES
KA 1.5 mmol/L MgCl,  0.1%Triton X-100) ,PCR CAN-500- TAMARA , 50g/L, ED-
Promega TA 25 mmol/L)0.541, 99.5% 1.541 95
94 1 min( 3 min) ; 60 ,1 min; 5 min ABI| 377 DNA (ABI,
72 A min( 7 min) , 35 Perkin Bl mer ) 6% ,
PCR 2.0% (
) PCR GENOTYPER 2.0
1.4 T
1.4.1 PCR (run off reaction) RT-PCR ,
@B-Fam PCR , , ,
PCR 2001, DNA ,
PCR 5ul,Taq 1.25 U ,@B-Fam 3 ; DNA
mmol/ L , 35 , 667 |

DNA
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PCR (monoclonal) (oligo- , , 18
clond) (polyclond) T (8] 12 T
1.5 X2 TIL 17 B : 2.5
B , B5 , 6/18(33.
5 3%) 1 4 \B :
B 17 . 3/12(25.0%) T
2.1 T TCR \B 10 TCR\B5 \B16 \P17
T 24 \p 24 , 2;:\B5 TIL (e/
NSCLC T TCR \B 18,33.3 %) PBL (1/ 24 ,4.2 %)
, 1 7 \B , 2.7 (0/12) ,pP <0.05;\B16 \B17
B , B 16 , 8/ 24 T
(33.3%) ;
2 TCR\B5 \B16 \P17
Tab 2 Comparioonof TCR 35,316 and \3 17 expressonsin T cdlsfrom the different tissues
Subfamilies Source of T cdls n No. of postive Comparion between X 2 vaue P vaue
\B5 L ung cancer tissues® 18 6 1and 2 4.375 <0.05
Periphera blood? 24 1 1and3 0.024
Non-cancerous lung tissues® 12 0
B 16 L ung cancer tissues' 18 3 land2 0.926 >0.05
Periphera blood? 24 8 2and 3 0.45
Non-cancerous lung tissues® 12 2
B 17 L ung cancer tissues® 18 2 1and 3 0.13
Periphera blood? 24 2 2and 3 0.46
Norrcancerous lung tissues® 12 3
2.2 T \B5 -
, 1,6 (MHC)
wB5 TIL 4 ( ) .2 TCR T
( );1 TCRV D
T ;10 PBL TCR vV D ,D J
: N
D )
3(CDR3) T CDR3
JL\ JL Jnfmg , -
, TCR 9l T
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1 TIL \B5 T CDR3
14 2356 TCR
Figl Thedond expressonof 35in TIL [7]
1and4: oligodond ; 2, 3, 5 and 6: polyclona
CDR3 24
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