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Screening the optimum SRB assay for chicken
peripheral T-lymphocytes proliferation

LLIU Chen-shuo, LIU Fang, YANG Ming-qi

(College of Veterinary Medicine , Northwest A&F University ,Yangling , Shaanxi 712100, China)

Abstract: [Objective] The optimal experiment conditions for SRB assay in chicken peripheral T-lym-
phocyte proliferation were investigated. [Method] The technology of cell in vitro culture to the peripheral
T-lymphocyte of chicken was used. Three major factors which affect the proliferation,including the concen-
tration of cell (1X10°,1X10%,2,5X10°,5X10°,7.5X10°,and 1 X 10" mL™"), the ConA density (5.0,
7.5,10.0,12.5 and 15. 0 pg/mL) ,and the cell culture time (36,48 and 60 h),were studied. The SRB assay
and micro-plate reader with a wavelength of 492 nm were also performed. Meanwhile, the stimulation index
was calculated. [Result] The optimal selection of SRB was:culture for 48 h,5.0 pg/mL ConA and 1X10°
mL ' cell concentration. [Conclusion) The determinate concentration of cell,ConA density and cell culture
time were obtained. It shows that SRB assay is a reliable practical method to analyze the number of lym-
phocyte and detect their activity.
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1.1.2 %% # RPMI-1640 (GIBCO) . SRB
(SIGMA)  H A/ il (GIBCO) . JJ B EH A
(ConA,SIGMA) | itk U 21 g 53 &5 v (v [ B2 2 B 2
B A=) TR T BT o

1.1.3 Z&MHE AWM. RT-2100C, HII
LA R B A BR w5 45 B, OLY M-
PUS-CKX41SF; — % fk ik % 7% #. SANYO-
MCO15AC; & R A H 2001, 4L TD24-WS,
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1.2.1 &k AEs (DRPMI-1640 EH W, 5%
SCHRLS J B a0 wd B i, s DB BR T L 4 . 4 C AR
12 I FHRT I AR FR 23 80 10 08 4 v f s & K.
BEREEZ 4% 100 IU/mL,

(OMFREW . ¥ 1 g FEBE A 100 mL K
AEFRER KL 121 °C R 15 min, N34 °C
PRI 2

(3)ConA W . F5E4 RPMI-1640 & 35 i - ¥
ConA #5371 Fic J8¢ J5t £ ¢ £ 100 pg/ml B WK, 0. 22
p GALIE R DR BR T 20 45 T 4 CORAE . 45 .

(4)4 g/L SRB AW . FRHL 0.8 g SRB, & T
200 mL AR B 1 % 1 2R v L B IBARAE .

1.2.2 M3bA k@i Eirtfgds %0
L6/ TR0 MER XS 1 10 mL, A A 0. 4 mL i
RPusE. B/ TES N FIA 10 mL PBS 22 i .

RSG50 48 KBS /DO EE T H R
WREL A 7 25 .2 000 r/min 5.0 20 min, B HH
09k T A0 B 22 L B AT ) TC TR B0 8 T PBS 22 il ik
Ve 2 L AEYR 2 000 r/min B> 10 min, 6 g/L & W
e TR TE Al BN 7E 9500 DL 1. 58 4 RP-
MI-1640 55 7% M B L4l i & o 1 X107, 1 X
10°,2.5X10°,5X10°,7.5X10° F1 110" mL "',
1.2.3  #k&2m Rk o 24038 70 S 4R S 4F 04 h it
Pk B 40 i & & Con A & vk B L 15 FR IF ] 3 A4
S S 0 NS B WL Nl = S I DO S e R 2.
A IR R [ b B 4 R RO A 96 L KT 3R
B e, B FL 100 L, [R) B A 3 O ) i d v & ConA
(5.0,7.5,10.0,12.5 Fl 15. 0 pg/mL) f5¢ 4= RP-
MI-1640 #2100 L, 28 (120 45 4L 58 4 RPMI-
1640 5 FRWK 200 p L, % BEZH B FL A [) 35 429k 2 20
i 100 pL AIARE ConA Y554 RPMI-1640 1
FEW 100 pL, BAHEGHE 3 NEE . ¥ 96 LIk
BT RBOECH 5% CO, B354 %, F 39 C il
FNE 25 T 430 15 9% 36,48,60 h,

1.2.4 SRB R &% B LR ALFE 96 FLA, &
THEE TESN. AR P REEmMA 50 pL
2 4 CHiRH 800 g/ = LR # & 5 min J5 . 7F
4 CykAFE S 1 h, Le K ek 5 IR & TCA,
FR TR AL A 100 L SRB. 2 5 #
30 min J5 77 R YL I R EL 5050 1 %0 1 2 R b Uk
5, E TG AL A 10 mmol/L Tris & W
100 pL,¥& 3% 10 min J&5 FI B b5 A 52 ODy, fH™
SRB 45 3 R 20 (SD R
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Table 1  Stimulation index(SI) of peripheral T-lymphocyte proliferation
4 7 i/ ConA Jit ik e 2/ I EL AN Ay f /mL ! Cell density
Time (ne s mlD B R _ -
ConA density 1105 1100 2.5%10° 5% 108 7.5%10° 1107

5.0 1.003%£0.195 0.736+0.112 0.77540. 269 1.230+£0. 399 1.113+£0. 401 1.1294+0. 081

7.5 1.349+0.323 0.806+0. 286 0.60740.118 0.80240. 246 0.60940. 201 0.61740.211

36 10.0 1.275+0.194 0.76240.273 0.48340.119 0.74840.212 0.3584+0. 162 0.604=40.227
12.5 1.06240. 281 0.78840.075 0.60840. 063 0.82240.168 0.89340.232 0.73340.186

15.0 1.049+0. 324 0.595+0.096 0.31840.043 0.71540. 294 0.80940. 293 0.926=40. 349

5.0 0.92240.075 2.11940.115* * 1. 231£0. 095 0.55140.077 1.198+0. 096 0.476740. 044

7.5 0.65140.193 1.657+0. 298 0.78340. 040 0.60140.153 0. 684+0. 256 0.58540.075

48 10.0 0.64240.020 1. 600+0. 425 0.77440.174 0.62840.024 0.7454+0. 256 0.59240. 142
12.5 0.63040.036 0.80740.074 0.86740.136 0.583740.052 0.66540.039 0.55740.016

15.0 0.69240.119 1.639+0. 265 1.135+0.119 0.87440.153 0.87640.105 0.78740.048

5.0 0.81940. 293 0.905+0. 117 0.76840.273 0.75940. 151 0.5424+0.170 0.63340.128

7.5 1.058+0. 222 1.117+0. 061 0.79240.156 0.63440. 249 0.80940. 225 1.018+0. 235

60 10.0 0.89140.128 1. 086+0. 099 0.87140.085 0.18340.042 0.878+0.182 0.68140. 106
12.5 0.75240.174 0.796+0.090 0.66640.118 0.28440.050 0.8264+0.179 0.89340. 244

15.0 0.47740.115 0.46940.079 0.24240.094 0.28240.081 0.74440. 165 0.76540. 153

T * xRN 5 HAL A b PR 1L 25 5 1 i 8 2K F (P<<0. 01D,

Note: * * indicates extremely significant difference(P<C0.01) from other treatments.
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A3 5 1 T I B A S R 1 X107 ~ 1 X107
mL YA A R 1K10° mL B kB 40 A
B 1) SR B (SD B s A i & AT 1 X
10° mL~ ' EF, 40 B ECEE R 2 Al E e T 1 X
10° mL " 40 I B5CH 5k 22 R B A o G G
2.2.2 ARm THES@BIgEGHh Rk
B2 R AR A IR 55 352 4 T . 48 h i R FR AL
AT 36 F1 60 h, Ho 5 PR AT fig A2 1 5% i ] o e
P UL 200 e 348 /0 B A0 5 T R 3R B ] A K B 4 i
o itk £, W 5E 22 2 I
2.2.3 ConA R ZREA T HEmiRig i za

AR L T 5 A4 ConA 5 H5 v BE L 76 f A 1
I T 40 R0 RS SR B (] A5 R R 24 ConA JiT Ik
JEH 5.0 pg/mL B, Hl 38 B (SD s Bl &
ConA i W BE A TH 5. ST 1 Sk 52 F e ka 34, 3
Ji PR AT B A i o MR BE A9 ConA i) B AL T,
{HEHLEL v AR5 2

Hi % 1 Al %0, 08 A0 I T 9k 5 40 i 1AM 85 552 Y

AE SR A B A & 1< 10° mL ', Co-
nA JEEWE 5.0 pg/mL, K320 R R 48 h, #Fix
AT bk L 40 B A I FE %0k 2. 11940, 115,
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A I S R R 2 O L 40 Y B I G
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"H-TdRZ Ak N4 g ik \MTT 35 % .°H-TdR
BRSO R B R OE T R R TR
B, HAFAE M T Y A ) L TC AR B Tz
F o 3 2 40 2K B L O R S R T T R A
el B 8, LR AR I MTT 37792 . MTT 4%
PR 2 PR, 3 MR A R i A 2 R
AH S 5 4035k rp H FH 0 — o 440 i 35 1 R A A 34 7 4y
B 7 s AR T W W AE A — 22K 2 L 0 Formazan 1y
A R AZ B AR B 1) 6 52 e L BT DL S B i OD B
Z B[R] 00 A A PR e 2 3o R g6 R 22 X T A
TEANML MTT e 5 75 A Z H ZE L (DMSO) ¥
fift Rt B AR A TR B, K 6 b il YR
A Cn DMSO 49 f — & # k. TAEE IF 225 bt
7 MTT ¥ A6 3k B 20 B 18 i 00 o 0 4 0.
W & e S B IE AR, MTT 32 A6 100 %8 41 J] i bk 2
Y B 3G B B W B B AEE S 1 s ConA T i WK E 15
pg/mL RELGI & H 1 X107 mL ' 5557 48 h, &
T AT F B MTT sk K6 I 5% A1 J& 1. T ik 2
240 356 58 SN ) Fee AR A5 N 5 pg/mL ConA
W 2X10° mL "4, ARSI RFSE R MTT
RIS A1 B it T 9 40 B 00 B A A& 1 9« ConA
JREHE N 5 pe/mLL 3% 66 h, SHEEEHRSY
R 4 I A 0 RS bk L 20 e A Ak i s 1 A AR R
7 :ConA i & 45 pg/mL, K5 5% 56 h,

FIRT » 1 A W SRB 2 46 00 9bK 5 200 0 e 16 45 140 19
I o AN R R N BE A G S X B A M R AT
¥, SRB 3 frill 4549 OD {5 40 e S2 bR ¥ H 9 4 |
WA YT, HOSRB ¥R E L T MTT
U LCEERFR 7 d JF. O SRB AR OD H A4
T B AL . I . SRB 2 45 51 3E A T KOBUBE Y 40
M4k

14 ik

ARG E T SRB kA 3G 40 J& i T ik &
20 J 4% 5 B 7 Y B AR 2R L Ol SRB AN T bk L 40
M3 5 5E O 0y N BEE T B . A B 5T A E 1Y
SRB ¥ A6 3% 1 J&] i, T bk T4 40 i 38 58 04 o5 A2 2% 1
A A 1< 10° mLt, ConA BT & Wk J&
5.0 pg/mL, K5 FRE}[E] 48 h,
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