- 834 - hiEEELREERAE 201541159280 51435 51188 Chin J Mult Organ Dis Elderly, Vol.14, No.11, Nov 28, 2015

- AR NI E A

BIXREIFETEMHEBIHRIEREX

2 — BHWE, ENE, AAE, ZWW, Dwn, FTHBE, JlaE,
AL, AR

(& OEREMENE, ¥ % 453000 )

[ Z]E® KWUBTRBEALEES SMEIEONHL) R ER L, MU HAENHLF OER R E L HFE M
FH %5 5 M B B0 VR 43 B M R AR I AN R B S AZ AN i ( PBMCs ), SEHTEE Ot E B PCR ( RQ-PCR) il B7%
#PD-L1MIPD-L2 mRNAYEBA ML ik (9 ( B-NHL ). T E ( T-NHL ) K NK/T4 ik B9 ( NKTL)
i R P REKTF. R PD-LLAIPD-L2 mRNAZENHLA 4018 & H 2 R [l B B &3k, T-NHLE NKTLA
MR P HERRESWERTE®PBMCs (P<0.05), 1fiB-NHL4I M & HPD-L1MIPD-L2 mRNAZ ik i 5 1E#
PBMCsHLL LI 22 5% (P> 0.05), £&it FENHLH, B7XKEHPD-LLKPD-L2A[ G5 5 T NKTL K& T-NHL
Jifr 96 F B 928 Wk 3, A HE A NKTL B2 T-NH LI 988 6 928 VA 7 000 3 48

[ €43m ] wheR; EESSMER; PD-L1; PD-L2
[ES%E] R733 [ x@ttriRm ] A [ DOI] 10.11915/j.issn.1671-5403.2015.11.191

Expression and significance of B7 family molecules in non-Hodgkin’s
lymphoma
LU Yi, HAN Li-Juan, MU Zhu-Qing, ZHOU Lin-Jing, MENG Na-Na, MA Xiao-Yan, QI Lu-Xia,

XIANG Hong-Xia, HE Qiu-Li, ZHANG Gui-Fang"
(Department of Oncology, Xinxiang Central Hospital, Xinxiang 453000, China)

[ Abstract] Objective To detect the expression of B7 family molecules and illuminate their significance in non-Hodgkin’s lymphoma
(NHL). Methods Peripheral blood monocyte cells (PBMCs) were separated by density gradient centrifugation from peripheral blood
samples of healthy volunteers. Real-time fluorescence quantitative PCR (RQ-PCR) was used to determine the mRNA expression levels of
PD-L1 and PD-L2 in the cell lines of B cell lymphoma, T cell lymphoma and NK/T cell lymphoma (NKTL). Results PD-L1 and PD-L2
were expressed in NHL cell lines at different mMRNA levels. Their expression was significantly higher in T cell lymphoma and NKTL cell
lines than in normal PBMCs (P < 0.05). However, there was no significant difference in their expression between B cell lymphoma cell
lines and PBMCs (P > 0.05). Conclusion B7 family molecules such as PD-L1 and PD-L2 may be involved in the tumor immune escape
in NKTL and T cell lymphoma, and they might be novel targets for NHL immunotherapy.

[ Key words] lymphoma; non-Hodgkin’s lymphoma; PD-L1; PD-L2

Corresponding author: ZHANG Gui-Fang, E-mail: xxchzhangguifang@126.com

7 7 4 W 8 (non-Hodgkin’s lymphoma,
NHL ) &bk ELR i DY — R, 8k
FkESs, W] B4 FEEIMNKE SRR E 4,
HMIRET T A IS PE RN 2B EARSE . TE B2 1 BT
P EL R 2 TR ] & R AT , 240 NHLE%30%! . NHL
S S T TR B , AR AS ] A b E28 240 A
A3 BAR M b EVR ( B-NHL ). T4HMI ik B2 ( T-NHL )
FINK/TARMMREVR (NKTL ). B8 RI4h, T-NHL

%5 HEA: 2015-08-18; &[5 H #A: 2015-09-10
BIE1EE: 7KH:5%, E-mail: xxchzhangguifang@126.com

FNKTLAB-NHLZZE 8 . FilJ5 25 . NHLAEHEEAE
FEAEA M B e e 2500, A5 BNHL A figif ik
SRR e T ALA R S W RR A T P kit
HLTH 19 22 55 0T BEAE D 8 NHLAS [] g e R p i 3] 1
SHEE . PD-LIFIPD-L2 & B7 K St fil i /> 71 =
IR o BFSE R BPS, Zos e A R 1o 2 A
PD-Ls, 5HZ/APD-1 ( programmed death-1, PD-1)
e N EREE S, TS IR PR R ST



hiEZFLRERRE 20158115288 55145 Z11HF  Chin J Mult Organ Dis Elderly, Vol.14, No.11, Nov 28, 2015 - 835 -

ML TR TCRE, (R MR Y kit . FRATT
F ENHLAT g S #RIABTFR R, 5 HAZAPD-1/HE.
YRR, M-S RE 1) e ik itk o A SC F2 2Rl PD- L1
FPD-L2AENHLHP K, FRART R S, BEANHL
A5 IR B IR 7 TR PRI ) e R T LA

1 HREH®
1.1 XA

RPMI 16405557 3L A Solarbio L #1285 TG 3 it
G413 ( fetal booine serum, FBS) Iy [ FiH pUZ=
Howl; NABILE R4 O M 3R s AR 2
FEFRIE B Thermo 2wl s AJH LA B 43 =25 W R L
WY~ F ;. RNATREGAR & B A6 R AP 2
Al U SRAAGH G A Fermentas; 51473 AR T
&1 SYBR Green Mixturelty [ b 5t b4,

1.2 M RBIEHR

NKTLZH s & SNK-6 &% SNK-8 1 H A T itk 2%
Norio ShimizuZ 2 2, #55%F % AABILYE ( 10% )
FIL-2 (1000U/ml) KRPMI 164085323, YTS
4 g 7 Hh 3 [ Mayo [ 2% Hu0 Scott. KaufmannZ 4% 21
g, BEFETTIELTHEER (1% ) FFBS (10%)
IRPMI 164035 F5 B rbr o P TIbk E0 20 Ff 13 i i 48
ZJurkat 7] A5 K A ok B 98 41 Bt 2R Karpas-299 . J7
JRT-NHL4H ifs ZHut-78 . B-NHL4Hifg 2 LY-1FILY-8 .,
Burkitt’sik B 783 41l Jifd 2 Ramos4 Wy [ b [H R} 2% b I
Vi 240 L A 5 I, 34 FH 5 FBS(110% ) RPMI 1640
Wi B . Fr AT 4 R E T37°C. 5% CO, M4t
S SR T 3, A2~ 3ddR Ik . BBUREER AR K A G 41
JfL AT 525
13 SMARENEmA R

Wi £ fat R Ak A B e AN R i, R B EE,
R B B R R 2% ob W ( phosphate  buffered
saline, PBS; pH=7.2) fif; WH2F5ARFA
LA o B B T 0, B S IR E W
BRI I AR AS V48 BE SR A8 A oy 25T | (Y02 o
WV AT ), 3 000%% /mingg.C20min; 4R J5 WG 3 [a]
HE = % 2, B Ry o A 5 A 2% 40
( peripheral blood monocyte cells, PBMCs ), %
PBSYEY, 2000%%/ming.06minf5 # i, #424#%
YE3WR, fm JH/b#PBSHE & .

1.4 ¥RNAMRRAF 4T

5 x 1084 /miIXe) B0 A= K B R 4, 454 e B 0
FEERNARBGAF & U, IWEERNAZ 70U, 4

afi B K6 BT A RE i 1Y D260/D2801 7 1.85~2.00 2
], 306 % S Ve HeFermentasidi /% s i M & 7%, X
R 254 42°C . 60min, 70°C. 5min, 4°C . &=,
JIT 5 cDNARAE T —20°C KA %5 -
1.5 SE%EE FPCRAR

52 B 9% 6 %F 5 PCR ( real time fluorescence
quantitative PCR, RQ-PCR ) #;llB7 % #%PD-L1F
PD-L2 mRNAZEB-NHL . T-NHL K NKTL4H fifd & # i1
FikIKF, HSYBR Green Mixtureidt#| & i B 4545
f£. LIPBMCsHB-actinz&[F NS08, 519751
. PD-L1: F1 CTT CTT ATT ATG CCT TGG TGT
TGCA, R1 GGAATACGT CTC CTC CAAATG TG;
PD-L2: F1 CAA CAT GGC TGC TTC ACATTTT,
R1 TGT GGT GAC AGG TCT TTT TGT TGT;
B-actin: F1 TCA CGT GGA CAT CCG CAAAG, R1
CTG GTA GGT GGA CAG GG. ¥ ™94 5k
146bp, 110bp K 205bp. S 45/ : AR PE95C |
10min, 7Z81E95°C . 15s, ZEPE/FE{fi60°C . 1min,
QOB . TR INZE 43T : 95°C | 15s, 60°C . 1min,
95°C . 15s, 60°C . 15s, 153 2 4H W Ct{E, i HHABI 7500
Fast System#K {41434, SCERE & 31K,
1.6 %itgam

K FHSPSS17. 08K AT et t24 AT o TH i Wk
IR + hrvfE2E (xxs) Fooi, AR BRI
KNI EH. P<0.05HERALITFE X,

2 & =R

2.1 PD-L1##PD-L2 mRNA® 3 & wh 2% Fo 5 A2 W £,

N FI RQ-PCR X} NHL 4% 41l il % PD-L1 1 PD-L2
MRNAR B HEAT AN & 1B, IRA5 BRI A il
o W ARBUA, SWoRY 34 W RS 58 (EL ),
2.2 NHLAZ-#mpe % FPD-L1. PD-L2 mRNA# 485

P& %

PIIEHPBMCs AT R, NKTLAHMI &R ( SNK-6.
SNK-8FIYTS ) FIT-NHLANfE R (Jurkat, Karpas-299
FIHut-78 ) 1, PD-L1FIPD-L2 mRNAZ A & 48] 3 5
FIE#PBMCs (P <0.05), B-NHLAN A (LY-1, LY-8
FIRamos ) ', PD-L1HIPD-L2 mRNAE K # 5 IEH
PBMCsTCH 22253 (P >0.05), FEILEI2FIFS,

3 it it

A AR 2958 7 4 T B I N ) B R I AE T R
EBAERE B, R 4.1%, ARG



- 836« EEZEFIZREIRRAE 20154115280 145 51187  Chin J Mult Organ Dis Elderly, Vol.14, No.11, Nov 28, 2015

Amplification curve Dissolution curve
8.00 0.90
6.00 - - - 0.70
B-Actin 4.0 0.3 A
: 0.30 y A
2.00 0.10 -
0.00 : —0.10
1 5 9 1317 21 25 29 33 37 41 60 65 70 75 80 8 90 95
Cycle number Temperature (°C)
6.00 0.50
PD-L1 4.00 0.30
2.00 0.10
=======mm e
MEe—————— —=0.10 - - - :
1 5 9 1317 21 25 29 33 37 41 60 65 70 75 80 85 9 95
Cycle number Temperature (°C)
6.00 0.50
PD-L2 4.00 0.30
2.00 ~ 0.10
0.00 T ~0.10
1 5 9 1317 21 25 29 33 37 41 60 65 70 75 8 8 90 95
Cycle number Temperature (°C)

E1 NHLEZHAEZRHPD-LIFIPD-L2 mMRNARTH 1 th 2 A0 5 R i 4
Figure 1 The amplification curves and dissolution curves of mMRNA of PD-L1 and PD-L2 in NHL cell lines
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