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Study on determination conditions for lymphocytic proliferation by CCK-8
method in mice
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Abstract: Objective To study the optimum determination conditions for lymphocytic proliferation by CCK-8 method in mice.
Methods To study the different influence factors of spleen cell proliferation experiment stimulated by mitogen concanavalin A
(ConA) or lipopolysaccharide (LPS), including cell preparation method, lymphocytic density, FBS and stimulating agent concentration
in culture medium, and stimulating immediately or 24 h after preparing cell, with cross design or two factor completely randomized
design. Results Spleen lymphocytic proliferation rate of preparation method by light suppression was higher than that of the light
grind. The appropriate concentration of spleen cells was 5 x 10°/mL. The proliferation rate has no significant difference after being stimulated
for 48 or 72 h by ConA (2, 5, or 10 pg/mL) or LPS (10, 20, or 50 pg/mL) under 10%, 15%, or 20% FBS concentration in culture medium. The
proliferation rate of stimulating immediately after preparing cell was higher than that of 24 h after preparing cell. Conclusion The optimum
conditions of Balb/C mouse spleen cell proliferation assay stimulated by ConA and LPS are as follows: preparation of spleen cells with light
pressure, spleen cell concentration of 5x10%mL, direct stimulation with 2—10 pg/mL ConA or 10—50 pg/mL LPS in the day of preparation.
Key words: CCK-8; lymphocytic proliferation; spleen cell preparation; concanavalin A; lipopolysaccharide
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R1 TRSHFKE. MAREX/NRIBAAIETER R (X £5,n=3)

Table 1 Effects of stimulating agent with various concentration and lymphocytic density on proliferation rate in mouse spleen

lymphocyte (X £s, n =3)

g %zg:{”/i1 AT 10X 1o§ mL! HIRE 5X 106A mL™ GIHIRE 2 10° Tanl MIHR)E 1X 106AmL71
(ugmL™ 414 AR I% Al AR /% Al HEREE %% AfH AR I%
SN —  0.138+£0.030  —  0.138+0.030 — 0.1380.030 — 0.13840.030 _
2 e %5} e - 0.807£0.028 — 0.402+0.023 — 0.191£0.002 — 0.165+0.007 _
ConA 2 1.007+0.004 130 0.770£0.065 240 0.223+0.011 161 0.169+0.008 113
1.10740.021 145 0.849+0.033 270 0.275+0.007 259 0.170%0.004 117
10 1.040£0.013 135 081140047 255 033520010 372 0.189+0.014 186
R AR 1010 mL ! AR S X100 mL ! ADIARAE 2> 10 mL ! A 1X10°mL !
(pgmL™ AfH W AMH TR/ % AfH B /% AfH BB /%
25 A o - 0.13740.002 — 0.13740.002 — 0.13740.002 — 0.13740.002 _
2 i 55} - 0.807%0.008 — 0.324+0.003 — 0.18940.000 — 0.16710.001 _
LPS 10 0.593+0.038 68 0.66410.043 281 0.262+0.006 239 0.175+0.010 125
20 0.600£0.014 69  0.706+£0.036 304 02740011 262 0.17420.002 124
50 0.645+£0.095 76 0.758+0.055 331 0257420016 230  0.17540.016 127

F2 MAATIEEEEMIRRE, TRBERE. @RE&FE. MIFREX N RBAMEERRME (X £s,n=3)

Table 2 Stimulating immediately after preparing cell, effect on proliferation rate in mouse spleen lymphocyte treated with

various stimulating time, cell preparation method and concentration of FBS (X L, n =3)

T 48 h )k

I E 48 h RS

WA A MREIRE 5X10°mL ™" AHMIIRE 2X10° mL ™ ZHBIRIE SX10°mL ™ AHAEIRE 2X 106 mL !
AfH BEGE K /% Al BT R /% Al BT R /% AfH BB 2 /%
20%FBS 7 AR 0.132+0.002 — 0.1324£0.002  —  0.131+£0.003 —  0.131£0.003  —
MR 0.20940.004 — 0.154+0.003  —  0.228%0.006 —  0.16620.001 —
ConA 0.593+0.062 599  0.213£0.001 363  0.436+0.024 315  0.197£0.011 192
LPS 0.591+0.017 597  0.214£0.007 367  0233+0.001 105  0.176%£0.007 131
15%FBS 41/t e 0.209£0.003 — 0.160+£0.003 —  0.581£0.023 —  0.2384+0.004 —
ConA 0.80610.021 872  0.249+0.008 408  0.431+0.011 67  0.219+0.005 82
LPS 0.73740.044 783  0.25440.006 427  0.595+0.023 103  0.231£0.001 94
10%FBS 4l 0.210+0.003 — 0.167£0.015  — 022120000 —  0.17020.001 —
ConA 0.768+0.039 808  0.235£0.002 291  0.383+0.017 280  0.196+£0.008 167
LPS 0.694+0.010 715  0.24740.021 324  0.473+£0.004 380  0.210£0.000 203
WE 72 h BIR WEE 72 h B
W 4l RIS 5X10°mL ™" AHMIIRE 2X10° mL ™ ZHBIRIE SX10°mL ™ AHAEIRE 2X 108 mL !
AfH BEGE K /% Al G R /% A WRER% AfH BB 2 /%
20%FBS ZFHEXHE 0.14240.010 — 0.14240.010 — 0.130+0.002 — 0.13040.002 —
Xif 1 0.20740.010 — 0.168+0.009  — 023620008 —  0.16120.001 —
ConA 0.458+0.037 484  0.213£0.008 271  033940.007 197  0.180%£0.001 160
LPS 0.596+0.027 696  0.225+£0.016 318  0.407+0.026 261  0.175+£0.004 146
15%FBS 41t 0.216£0.003 — 0.1984+0.012 —  0.208%£0.002 —  0.16340.001 —
ConA 0.621+0.040 645  0.235+0.021 166  0.334+0.025 264  0.188+£0.005 175
LPS 0.670+£0.004 711  0.26820.023 224  0.427+0.042 384  0.174£0.006 134
10%FBS  4iljgxt i 0.251+0.014 — 0.23240.034  — 020220001 —  0.16120.001 —
ConA 0.666+0.038 480  0.26220.034 133 0260+0.003 182  0.174£0.001 145
LPS 0.7714£0.006 576  0.314£0.045 190  031840.003 264  0.169+0.001 127
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F3 YHAEN IS 24 h, AEWEERE. MRHEFE. MiFREX/DNRBPMEEERNENR (X £s,n=3)

Table 3 Cell culture for 24 h before stimulating, effects of various stimulating time, cell preparation methods, and

concentration of FBS on proliferation rate in mouse spleen lymphocyte (X £s,n=3)

T 48 h )k

U TT 48 h R

Wk Al A SE 5 X 10° 0o BE 2 X 10° 4 B 5 < 10° 0o B 2 X 10°
AfH HAHE 2/ % AMH BT 2/% A1H HAHE /% A1H U Z/%

20%FBS “F X 0.14340.012 — 0.14340.012 — 0.131£0.002 — 0.131£0.002 —
Xt 0.21240.007 — 0.181+0.013 —  0.259%0.002 — 0.157+0.009 —

ConA 0317+0.010 251  0.221%£0.016 202  0.388%0.010 201 0.15240.008 81

LPS 0.347+0.002 294  0221+0.022 203  0.441+0.005 243 0.167+0.015 139

15%FBS Ziffixf i 0.177+0.007 — 0.302£0.025 — 0.2194£0.005 — 0.155+0.010 _
ConA 0.220+0.014 226  0.773+0.043 396  0.321+0.013 215 0.159+0.018 117

LPS 0.19840.007 162  0.613£0.052 296 032140012 216  0.163£0.006 34
10%FBS 4iiffgxt . 0.20040.018 — 0.315+0.057 —  0.213%0.001 — 0.15940.004 _
ConA 0.233+0.017 157  0.516%£0.098 217  0.315+0.008 225 0.160+0.019 04

LPS 0.232+0.018 155  0.543+0.062 233  0.266+0.012 165 0.165+0.014 122

WFE T 72 h B WEE I E] 72 h 2B
BrgRdt 251 A 5 X 10° 4 B 2 X 10° A0 E 5 X 10° 409 E 2 X 10°
AMH R /% AfE A2/ % AfH BB/ % AfE I 2%

FEXMM 0.129£0.003 —  0.12940.003 —  0.152+0.007 < — 0.15240.007 —

20%FBS 40fifU%f . 0.195+£0.004 —  0.149+0.005 —  0.33120.003 — 0.184+0.008 —
ConA 0.237+0.002 163 0.175£0.004 237  0496+0.017 192  0.194+0.013 131

LPS 0.267+0.003 208  0.163+0.005 172 0.539+£0.027 216  0.197+0.009 140

15%FBS #Hfilixfd  0.145+0.002 —  0.172+0.070 —  0.270%0.001 — 0.190+0.012 _
ConA 0.1654+0.004 226  0.524+0.050 920  0.341+0.023 160  0.189+0.007 97

LPS 0.186+0.010 357  0.495+0.022 853  0.321%£0.045 144  0.1842%0.008 84

10%FBS 4ifigsfie  0.177+£0.005 —  0.26310.001 —  0.2642%0.005 — 0.199+0.006 _
ConA 0.203+0.010 154  0.582+0.020 338  0.331£0.014 160  0.195+0.012 92

LPS 0.189+0.008 126  0.411£0.009 210  0.321+0.008 151 0.208+0.016 119
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