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Appendix A

The representation of nitrite and calcein calibration line
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Figure A-1: A representation of nitrite calibration line by Griess reaction
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Figure A-2: A representation of calcein calibration line in presence of cell suspension

were dissolved with 1% Triton”-X 100 by spectrofluorometric method
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Appendix B

I Quantitative determination of a-tocopherol (TOC) in liposomes

by UV-spectrophotometric method

1. Specificity
Since TOC gave significant signals at 292 nm, soybean phosphatidylcholine
(PC) was spiked into the standard solutions of TOC at an amount equal to that
determined from the Barlett’s assay for each liposome preparation. Standard
calibration lines were constructed from the absorbance and the nominal concentration
of the standard solutions accordingly. The data are shown in Figures B-1 to B-3.
- 2. Linearity
Five standard solutions of TOC ranging from 20 to 100 pg/ml (0.046-0.232
mM) in chloroform:methanol (1:4) were prepared in the presence of 1 mg/ml PC. The
absorbances at these solutions were plotted against the nominal concentration. Linear
regression analysis of absorbance versus concentration was performed. The linearity
was determined from the coefficient of determination. The result is shown in Table B-
1 and Figure B-4.
3. Accuracy
TOC at 25, 50 and 75 pg/ml (0.058, 0.116 and 0.174 mM) and liposome
suspension (1 mg/ml PC) were dissolved in chloroform:methanol (1:4). Three sets of
each concentration were prepared. Each individual sample was analyzed by UV-
spectrophotometric method at 292 nm, and analytical recovery of each sample was
calculated in percent. The data are shown in Table B-2.
4. Precision
The precision was evaluated by analyzing three sets of three standard
solutions (25, 50 and 75 pg/ml) of TOC. The mean, standard deviation (S.D.) and the
coefficient of variation (%C.V.) of each standard solution were determined. The data

are shown in Table B-3
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Figure B-1 The spectrum of TOC at 80 pg/ml in chloroform:methanol (1:4)
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Figure B-2 The spectrum of blank liposomes 1 mg/ml in chloroform:methanol (1:4)
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Figure B-3 The spectrum of TOC at 80 pg/ml and blank liposomes 1 mg/ml in

chloroform:methanol (1:4)



Table B-1: Data for linearity of TOC standard calibration lines

73

Concentration Absorbance at 292 nm. Mean S.D. %C.V.
(pg/ml) Set 1 Set 2 Set 3
20 0.1689 0.1661 0.1682 0.1677 0.0015 0.869
40 0.3177 0.3146 0.3178 0.3167 0.0018 0.574
60 04716 0.4694 0.4689 0.4700 0.0014 0.306
80 0.6245 0.6239 0.6243 0.6242 0.0003 0.049
100 0.7733 0.7766 0.777 0.7756 0.0020 0.262
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Figure B-4: A representation of TOC calibration line in the presence of 1 mg/ml PC

by UV-spectrophotometric method
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II  Quantitative determination of N-acetylcysteine (NAC) in
liposomes by HPLC method

1. Specificity
To show that the assay method had specificity for NAC, all constituents of
liposomes (PC, dicetylphosphate and cholesterol) were mixed with NAC solution and
subjected to HPLC analysis. The chromatograms are shown in Figure B-5 to B-7.
2. Linearity
Six standard solutions of NAC ranging from 0.5 to 18 pg/ml (0.003 to 0.110
mM) in 1% Triton®-X 100 were prepared and subjected to HPLC assay. Linear
regression analysis of absorbance versus concentration was performed. The linearity
was determined from the coefficient of determination. The result is shown in Figure
B-8.
3. Accuracy
NAC at 4.5, 9 and 13.5 pg/ml (0.028, 0.055 and 0.083 mM) and liposome
suspension (1 mg/ml total lipid) were dissolved in 1% Triton™-X 100. Three sets of
each concentration were prepared. Each individual sample was analyzed by HPLC
method, and analytical recovery of each sample was calculated in percent. Data are
shown in Table B-4.
4. Precision
The precision was evaluated by analyzing three sets of three standard
solutions (4.5, 9 and 13.5 pg/ml) of NAC. The mean, standard deviation (S.D.) and
the coefficient of variation (%C.V.) of each standard solution were determined. The

data are shown in Table B-5.
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Figure B-5 HPLC chromatogram of NAC solution at 5 pg/ml
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Figure B-6 HPLC chromatogram of blank liposomes 1 mg/ml in 1% Triton-X®100
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Figure B-8: A representation of NAC calibration line
Table B-4: Analytical recovery of NAC by HPLC method
Actual concentration % Analytical recovery
of NAC (pg/ml) 1 2 3 Mean + S.D.
4.5 98.73 97.85 99.59 98.72 + 0.867
9 102.23 103.61 100.16 102.0 £ 1.73
13.5 101.19 99.01 97.93 99.38 + 1.658
Table B-5: The precision of NAC analysis by HPLC method
Concentration Calculated concentration of NAC
of NAC (ng/ml) mean | S.D. | %C.V.
(pg/ml) 1 2 3
4.5 4.44 4.40 4.48 4.44 | 0.039| 0.879
9 9.20 9.32 9.01 9.18 [ 0.156 | 1.698
13.5 13.66 13.37 13:22 13.4210.224 | 1.669
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Figure B-9: A representation of calcein calibration line by spectrofluorometric
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Appendix C

Appendix C-1 Statistical analysis of effect of TOC concentration on NO production
in LPS-stimulated J774A.1 cells

Test of Homogeneity of Variances

inhibition
Levene
Statistic df1 df2 P-value
6.813 3 32 .001
ANOVA
inhibition
Source of Sum of
variation Squares df Mean Square F P-value
Between Groups |52586.703 3 17528.901 314.874 .000
Within Groups 1781.426 32 55.670
Total 54368.129 35

Multiple Comparisons

Dependent Variable: inhibition

Dunnett T3
Mean
Difference 95% Confidence Interval
() TOC (J) TOC (1-J) Std. Error | P-value 1| ower Bound | Upper Bound
.00 25 6.83089 | 3.77468 415 -5.1152 18.7770
50 -27.31646* |  3.35482 .000 -37.7989 -16.8340
1.00 -90.01509* |  1.81048 .000 -95.4270 -84.6031
25 .00 -6.83089 | 3.77468 415 -18.7770 5.1152
50 -34.14735* |  4.63295 .000 -47.9376 -20.3571
1.00 -96.84597* | 3.67249 .000 -108.6865 -85.0055
50 .00 27.31646* | 3.35482 .-.000 16.8340 37.7989
25 34.14735* | 463295 .000 20.3571 47.9376
1.00 -62.69862* |  3.23941 .000 -73.0337 -52.3636
1.00 .00 90.01509* | 1.81048 .000 84.6031 95.4270
25 96.84597* | 3.67249 .000 85.0055 108.6865
50 62.69862* | 3.23941 .000 52.3636 73.0337

*. The mean difference is significant at the .05 level.
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Appendix C-2 Statistical analysis of effect of NAC concentration on NO production
in LPS-stimulated J774A.1 cells

Test of Homogeneity of Variances

inhibition2
Levene
Statistic df1 df2 P-value
5.355 4 40 .002
ANOVA
inhibition2
Source of Sum of
variation Squares df Mean Square F P-value
Between Groups |14404.327 4 3601.082 109.286 .000
Within Groups 1318.040 40 32.951
Total 15722.367 44

Multiple Comparisons

Dependent Variable: inhibition2

Dunnett T3
Mean
Difference 95% Confidence Interval
() nac1  (J) nact (I-J) Std. Error | P-value | | ower Bound | Upper Bound
.0 ] 9.85542 2.81842 .057 -.2410 19.9519
1.0 8.42745 2.68668 .095 -1.1773 18.0322
10.0 -8.70125* 1.31090 .000 -13.1146 -4.2879
20.0 -39.13124* 1.55312 .000 -44.4653 -33.7972
A .0 -9.85542 2.81842 .057 -19.9519 .2410
1.0 -1.42797 3.80844 1.000 -13.6135 10.7576
10.0 -18.55667* | 3.00074 .001 -28.7916 -8.3217
20.0 -48.98666* | 3.11419 .000 -59.3925 -38.5808
1.0 .0 -8.42745 2.68668 .095 -18.0322 114773
) 1.42797 3.80844 1.000 -10.7576 13.6135
10.0 -17.12870*| 2.87735 .001 -26.8945 -7.3629
20.0 -47.55869* | 2.99548 .000 -57.5163 -37.6011
10.0 .0 8.70125* 1.31090 .000 4.2879 13.1146
d 18.55667* | 3.00074 .001 8.3217 28.7916
1.0 17.12870* | 2.87735 .001 7.3629 26.8945
20.0 -30.42999* 1.86363 .000 -36.4229 -24.4371
20.0 .0 39.13124* | 1.55312 .000 33.7972 44.4653
A 48.98666* | 3.11419 .000 38.5808 59.3925
1.0 47.55869* | 2.99548 .000 37.6011 57.5163
10.0 30.42999* 1.86363 .000 24.4371 36.4229

*. The mean difference is significant at the .05 level.
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Appendix C-3 Statistical analysis of effect of PC/CH liposome concentration on NO
production in LPS-stimulated J774A.1 cells

Test of Homogeneity of Variances

inhibition
Levene
Statistic df df2 P-value
1.332 3 32 .281
ANOVA
inhibition
Source of Sum of
variation Squares df Mean Square F i
Between Groups [13389.300 S 4463.100 257.866 .000
Within Groups 553.850 32 17.308
Total 13943.150 35

Multiple Comparisons

Dependent Variable: inhibition

Tukey HSD
Mean
! Difference 95% Confidence Interval
(I) PCconc  (J) PCconc (1)) Std. Error | P-value | | ower Bound | Upper Bound
0 10 2455327 | 1.96117 1000 -29.8668 192398
20 -40.03529* | 1.96117 .000 -45.3488 -34.7218
4.0 -51.47554* | 1.96117 .000 -56.7891 -46.1620
1.0 0 2455327 1.96117 1000 19.2398 29.8668
20 -15.48202* | 1.96117 .000 -20.7955 -10.1685
40 -26.92227* | 1.96117 .000 -32.2358 -21.6088
2.0 0 40.03529* | 1.96117 1000 347218 453488
10 15.48202* | 1.96117 .000 10.1685 20.7955
4.0 -11.44026* | 1.96117 .000 -16.7538 -6.1267
40 0 51.47554* | 1.96117 .000 46.1620 56.7891
1.0 26.92227*| 1.96117 .000 21.6088 322358
2.0 11.44026* | 1.96117 .000 6.1267 16.7538

*. The mean difference is significant at the .05 level.
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Appendix C-4 Statistical analysis of effect of PC/CH/DCP liposome concentration on
NO production in LPS-stimulated J774A.1 cells

Test of Homogeneity of Variances

inhibition2
Levene
Statistic df1 df2 P-value
1.690 5 48 155
ANOVA
inhibition2
Source of Sum of Lo
variation Squares df Mean Square E -value
Between Groups [11865.241 5 2373.048 | 337.622 000
Within Groups 337.379 48 7.029
Total 12202.620 53

Multiple Comparisons

Dependent Variable: inhibition2

Tukey HSD
Mean
Difference 95% Confidence Interval
(1) DCPconc2  (J) DCPconc2 (1-J) Std. Error P-value | | ower Bound | Upper Bound
.00 .50 -23.31354* | 1.24978 .000 -27.0227 -19.6043
1.00 -28.03663* 1.24978 .000 -31.7458 -24.3274
2.00 -34.15080* 1.24978 .000 -37.8600 -30.4416
4.00 -43.58816* 1.24978 .000 -47.2974 -39.8790
5.00 -43.32378* 1.24978 .000 -47.0330 -39.6146
.50 .00 23.31354* 1.24978 .000 19.6043 27.0227
1.00 -4.72309* 1.24978 .005 -8.4323 -1.0139
2.00 -10.83726* 1.24978 .000 -14.5465 -7.1281
4.00 -20.27462* | 1.24978 .000 -23.9838 -16.5654
5.00 -20.01024* 1.24978 .000 -23.7194 -16.3010
1.00 .00 28.03663* | 1.24978 .000 24.3274 31.7458
.50 4.72309* 1.24978 .005 1.0139 8.4323
2.00 -6.11416* 1.24978 .000 -9.8234 -2.4050
4.00 -15.55153* 1.24978 .000 -19.2607 -11.8423
5.00 -15.28715* 1.24978 .000 -18.9964 -11.5780
2.00 .00 34.15080* 1.24978 .000 30.4416 37.8600
.50 10.83726* 1.24978 .000 7.1281 14.5465
1.00 6.11416* 1.24978 .000 2.4050 9.8234
4.00 -9.43737* 1.24978 .000 -13.1466 -5.7282
5.00 -9.17299* 1.24978 .000 -12.8822 -5.4638
4.00 .00 43.58816* 1.24978 .000 39.8790 47.2974
.50 20.27462* 1.24978 .000 16.5654 23.9838
1.00 15.55153* 1.24978 .000 11.8423 19.2607
2.00 9.43737*| 1.24978 .000 5.7282 13.1466
5.00 .26438 1.24978 1.000 -3.4448 3.9736
5.00 .00 43.32378* 1.24978 .000 39.6146 47.0330
.50 20.01024* 1.24978 .000 16.3010 23.7194
1.00 15.28715* | 1.24978 .000 11.5780 18.9964
2.00 9.17299* | 1.24978 .000 5.4638 12.8822
4.00 -.26438 1.24978 1.000 -3.9736 3.4448

*. The mean difference is significant at the .05 level.
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Appendix C-5 Statistical analysis of effect of PC/CH/PG liposome concentration on
NO production in LPS-stimulated J774A.1 cells

Test of Homogeneity of Variances

inhibition
Levene
Statistic dft df2 P-value
1.212 5 48 318
ANOVA
inhibition
Source of Sum of
variation Squares df Mean Square F P-value
Between Groups | 7131.400 5 1426.280 82.051 .000
Within Groups 834.381 48 17.383
Total 7965.781 53
Multiple Comparisons
Dependent Variable: inhibition
Tukey HSD
Mean
Difference 95% Confidence Interval
1) PGeonc1  (J) PGeonct (1-J) Std. Error | P-value |y ower Bound | Upper Bound
.00 .50 -13.50288* 1.96542 .000 -19.3360 -7.6697
1.00 -16.48911* |  1.96542 .000 -22.3223 -10.6560
2.00 -23.35705* | 1.96542 .000 -29.1902 -17.5239
4.00 -32.20075* |  1.96542 .000 -38.0339 -26.3676
5.00 -33.33854* | 1.96542 .000 -39.1717 -27.5054
.50 .00 13.50288* | 1.96542 .000 7.6697 19.3360
1.00 -2.98623 1.96542 .654 -8.8194 2.8469
2.00 -9.85418* |  1.96542 .000 -15.6873 -4.0210
4.00 -18.69787* | 1.96542 .000 -24.5310 -12.8647
5.00 -19.83566* | 1.96542 .000 -25.6688 -14.0025
1.00 .00 16.48911* |  1.96542 .000 10.6560 22.3223
.50 2.98623 1.96542 .654 -2.8469 8.8194
2.00 -6.86794* |  1.96542 .012 -12.7011 -1.0348
4.00 -15.71164* | 1.96542 .000 -21.5448 -9.8785
5.00 -16.84943* | 1.96542 .000 -22.6826 -11.0163
2.00 .00 23.35705* | 1.96542 .000 17.5239 29.1902
.50 9.85418* | 1.96542 .000 4.0210 15.6873
1.00 6.86794* | 1.96542 .012 1.0348 12.7011
4.00 -8.84370* | 1.96542 .001 -14.6769 -3.0105
5.00 -9.98149* |  1.96542 .000 -15.8146 -4.1483
4.00 .00 32.20075* | 1.96542 .000 26.3676 38.0339
.50 18.69787* | 1.96542 .000 12.8647 24.5310
1.00 15.71164* | 1.96542 .000 9.8785 21.5448
2.00 8.84370* | 1.96542 .001 3.0105 14.6769
5.00 -1.13779 1.96542 .992 -6.9709 4.6954
5.00 .00 33.33854* | 1.96542 .000 27.5054 39.1717
.50 19.83566* | 1.96542 .000 14.0025 25.6688
1.00 16.84943* | 1.96542 .000 11.0163 22.6826
2.00 9.98149* 1.96542 .000 4.1483 15.8146
4.00 1.13779 1.96542 992 -4.6954 6.9709

*. The mean difference is significant at the .05 level.



Appendix C-6 Statistical analysis of inhibitory effect of TOC-loaded PC liposomes

on NO production in LPS-stimulated J774A.1 cells

Test of Homogeneity of Variances

inhibition_load
Levene
Statistic df1 df2 P-value
178 4 25 .948
ANOVA
inhibition_load
Source of Sum of Pt
variation Squares df Mean Square F FEUS
Between Groups 733.714 4 183.428 13.831 .000
Within Groups 331.544 25 13.262
Total 1065.258 29

Multiple Comparisons

Dependent Variable: inhibition_load

Tukey HSD
Mean
Difference 95% Confidence Interval
1) PCTOC2  (J) PCTOC2 (1-J) Std. Error P-value Lower Bound Upper Bound
1.00 2.00 -11.36823* 2.10252 .000 -17.5431 -5.1934
3.00 -13.30514* 2.10252 .000 -19.4800 -7.1303
4.00 -13.15425* 2.10252 .000 -19.3291 -6.9794
5.00 -10.40565* 2.10252 .000 -16.5805 -4.2308
2.00 1.00 11.36823* 2.10252 .000 5.1934 17.5431
3.00 -1.93692 2.10252 .886 -8.1117 4.2379
4.00 -1.78602 2.10252 912 -7.9609 4.3888
5.00 .96258 2.10252 .990 -5.2122 7.1374
3.00 1.00 13.30514* 2.10252 .000 7.1303 19.4800
2.00 1.93692 2.10252 .886 -4.2379 8.1117
4.00 15089 2.10252 1.000 -6.0239 6.3257
5.00 2.89950 2.10252 646 -3.2753 9.0743
4.00 1.00 13.15425* 2.10252 .000 6.9794 19.3291
2.00 1.78602 2.10252 912 -4.3888 7.9609
3.00 -.15089 2.10252 1.000 -6.3257 6.0239
5.00 2.74860 2.10252 689 -3.4262 8.9234
5.00 1.00 10.40565* 2.10252 .000 4.2308 16.5805
2.00 -.96258 2.10252 .990 -7.1374 5.2122
3.00 -2.89950 2.10252 646 -9.0743 3.2753
4.00 -2.74860 2.10252 689 -8.9234 3.4262

“. The mean difference is significant at the .05 level.

1.00 Antioxidant solution at low concentration

2.00 Antioxidant solution at high concentration

3.00 Blank liposomes

4.00 Antioxidant-loaded liposomes at low antioxidant concentration

5.00 Antioxidant-loaded liposomes at high antioxidant concentration
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Appendix C-7 Statistical analysis of inhibitory effect of TOC-loaded PC/DCP
liposomes on NO production in LPS-stimulated J774A.1 cells

Test of Homogeneity of Variances

inhibition load

Levene
Statistic df1_ df2 P-value
15.012 4 25 .000
ANOVA
inhibition_load
Source of Sum of -
variation Squares df Mean Square F Qaue
Between Groups |[12834.508 4 3208.627 49.203 .000
Within Groups 1630.315 25 65.213
Total 14464.823 29

Multiple Comparisons

Dependent Variable: inhibition_load

Dunnett T3
Mean
Difference 95% Confidence Interval
() DCPTOC  (J) DCPTOC (1-J) Std. Error | P-value || oyer Bound | Upper Bound
1.00 2.00 6.81779"| 152994 011 121473 ~1.4883
3.00 -56.92599* | 3.67025 .000 -71.5535 -42.2985
4.00 -28.73467* | 4.46356 .006 -46.9470 -10.5224
5.00 -37.45570* | 4.75751 002 -56.9876 -17.9238
2.00 1.00 6.81779"| 1.52994 o1 1.4883 12.1473
3.00 -50.10820* | 3.62329 .000 -64.7952 -35.4212
4.00 -21.91688* |  4.42502 023 -40.2010 -3.6328
5.00 -30.63791* | 4.72138 .007 -50.2428 -11.0330
3.00 1.00 56.92599* | 3.67025 1000 422985 71.5535
2.00 50.10820* | 3.62329 .000 35.4212 64.7952
4.00 28.19132*| 554174 .005 8.7918 47.5909
5.00 19.47029 | 5.78113 063 -.9034 39.8440
4.00 1.00 28.73467"| 4.46356 1006 10.5224 46.9470
2.00 21.91688* | 4.42502 023 3.6328 40.2010
3.00 -28.19132* | 5.54174 005 -47.5909 -8.7918
5.00 -8.72104 | 6.31459 816 -30.6382 13.1961
5.00 1.00 37.45570*| 4.75751 002 17.9238 56.9876
2.00 30.63791* | 4.72138 007 11.0330 50.2428
3.00 -19.47029 | 5.78113 063 -39.8440 19034
4.00 872104 | 6.31459 816 -13.1961 30.6382

*. The mean difference is significant at the .05 level.

1.00 Antioxidant solution at low concentration

2.00 Antioxidant solution at high concentration

3.00 Blank liposomes

4.00 Antioxidant-loaded liposomes at low antioxidant concentration

5.00 Antioxidant-loaded liposomes at high antioxidant concentration



Appendix C-8 Statistical analysis of inhibitory effect of TOC-loaded PC/PG

liposomes on NO production in LPS-stimulated J774A.1 cells

Test of Homogeneity of Variances

inhibition load
Levene
Statistic df1 df2 P-value
2.886 4 40 .034
ANOVA
inhibition load
Source of Sum of
variation Squares df Mean Square F P-value
Between Groups [10764.482 4 2691.120 69.807 .000
Within Groups 1542.036 40 38.551
Total 12306.518 44

Multiple Comparisons

Dependent Variable: inhibition_load

Dunnett T3
Mean
Difference 95% Confidence Interval
() PGTOC (J) PGTOC (1-J) Std. Error | P-value Lower Bound | Upper Bound
1.00 2.00 -12.10414*( 293723 .016 -22.1570 -2.0513
3.00 -38.07945* | 3.01967 .000 -48.2458 -27.9132
4.00 -30.70397* | 3.64809 .000 -42.3909 -19.0171
5.00 -39.34205* | 3.53357 .000 -50.6942 -27.9899
2.00 1.00 12.10414*| 2.93723 .016 2.0513 22.1570
3.00 -25.97531* 1.73116 .000 -31.5325 -20.4181
4.00 -18.59983* | 2.68087 .000 -27.6779 -9.5218
5.00 -27.23791*| 2.52282 .000 -35.7158 -18.7600
3.00 1.00 38.07945* | 3.01967 .000 27.9132 48.2458
2.00 25.97531*| 1.73116 .000 20.4181 31.5325
4.00 7.37548 2.77095 .159 -1.8492 16.6002
5.00 -1.26260 2.61834 1.000 -9.9133 7.3881
4.00 1.00 30.70397*| 3.64809 .000 19.0171 42.3909
2.00 18.59983* | 2.68087 .000 9.5218 27.6779
3.00 -7.37548 2.77095 159 -16.6002 1.8492
5.00 -8.63808 3.32353 159 -19.2764 2.0003
5.00 1.00 39.34205* | 3.53357 .000 27.9899 50.6942
2.00 27.23791*| 2.52282 .000 18.7600 35.7158
3.00 1.26260 2.61834 1.000 -7.3881 9.9133
4.00 8.63808 3.32353 .159 -2.0003 19.2764

*. The mean difference is significant at the .05 level.

1.00 Antioxidant solution at low concentration

2.00 Antioxidant solution at high concentration

3.00 Blank liposomes

4.00 Antioxidant-loaded liposomes at low antioxidant concentration

5.00 Antioxidant-loaded liposomes at high antioxidant concentration



Appendix C-9 Statistical analysis of inhibitory effect of NAC-loaded PC/CH
liposomes on NO production in LPS-stimulated J774A.1 cells

Test of Homogeneity of Variances

inhibition load
Levene
Statistic df1 df2 Fvalte
3.310 4 40 .020
ANOVA
inhibition load
Source of Sum of B
variation Squares df Mean Square F aue
Between Groups | 5156.774 4 1289.194 98.045 .000
Within Groups 525.960 40 13.149
Total 5682.735 44

Multiple Comparisons

Dependent Variable: inhibition_load

Dunnett T3
Mean
Difference 95% Confidence Interval
() PCNAC  (J) PCNAC (-)) std. Error | Pvalue 1| ower Bound [ Upper Bound
1.00 2.00 79.72026" | 2.14355 1004 16.6177 2.8229
3.00 -32.58344* | 1.85829 .000 -38.5292 26,6377
4.00 -18.30860* | 1.50632 1000 -23.3632 -13.2540
5.00 -15.44597*| 1.55697 1000 -20.5926 -10.2993
2.00 1.00 9.72026" | 2.14355 1004 2.8229 16,6177
3.00 -22.86319*| 2.10331 .000 -29.6511 -16.0753
4.00 -8.58835" | 1.79990 006 -14.7586 -2.4181
5.00 572571 | 1.84251 079 11.9519 5005
3.00 1.00 32.58344" | 1.85829 1000 26.6377 38.5292
2.00 22.86319*| 2.10331 .000 16.0753 29.6511
4.00 14.27484* |  1.44848 000 9.4392 19.1105
5.00 17.13748* | 1.50109 000 12.1998 22.0751
4.00 1.00 18.30860* | 1.50632 1000 13.2540 23.3632
2.00 8.58835* | 1.79990 006 2.4181 14.7586
3.00 14.27484*| 1.44848 .000 -19.1105 -9.4392
5.00 2.86264 | 1.03393 17 -.4538 6.1791
5.00 1.00 15.44597* | 1.55697 1000 10.2993 20.5926
2.00 572571 | 1.84251 079 -.5005 11.9519
3.00 -17.13748* 1.50109 000 -22.0751 -12.1998
4.00 286264 | 1.03393 17 6.1791 4538

*. The mean difference is significant at the .05 level.

1.00 Antioxidant solution at low concentration

2.00 Antioxidant solution at high concentration

3.00 Blank liposomes

4.00 Antioxidant-loaded liposomes at low antioxidant concentration

5.00 Antioxidant-loaded liposomes at high antioxidant concentration



Appendix C-10 Statistical analysis of inhibitory effect of co-incubation of TOC
dispersion and blank PC liposomes on NO production in LPS-stimulated J774A.1

cells

Test of Homogeneity of Variances

inhibition add
Levene
Statistic df1 df2 P-value
1.647 4 25 194
ANOVA
inhibition add
Source of Sum of
variation Squares df Mean Square F P-value
Between Groups 799.123 4 199.781 7.932 .000
Within Groups 629.632 25 25.185
Total 1428.755 29

Multiple Comparisons

Dependent Variable: inhibition_add

Tukey HSD
Mean
Difference 95% Confidence Interval
() PCTOC2 (J) PCTOC2 (1-J) Std. Error P-value Lower Bound | Upper Bound
1.00 2.00 -11.36823* | 2.89743 .005 -19.8776 -2.8589
3.00 -13.30514* | 2.89743 .001 -21.8145 -4.7958
4.00 -7.46565 2.89743 106 -15.9750 1.0437
5.00 -14.09868* | 2.89743 .000 -22.6081 -5.5893
2.00 1.00 11.36823* | 2.89743 .005 2.8589 19.8776
3.00 -1.93692 2.89743 .961 -10.4463 6.5725
4.00 3.90258 2.89743 .666 -4.6068 12.4120
5.00 -2.73045 2.89743 .878 -11.2398 5.7789
3.00 1.00 13.30514* | 2.89743 .001 4.7958 21.8145
2.00 1.93692 2.89743 .961 -6.5725 10.4463
4.00 5.83950 2.89743 .288 -2.6699 14.3489
5.00 -.79353 2.89743 .999 -9.3029 7.7158
4.00 1.00 7.46565 2.89743 106 -1.0437 15.9750
2.00 -3.90258 2.89743 .666 -12.4120 4.6068
3.00 -5.83950 2.89743 .288 -14.3489 2.6699
5.00 -6.63303 2.89743 182 -15.1424 1.8763
5.00 1.00 14.09868* | 2.89743 .000 5.5893 22.6081
2.00 2.73045 2.89743 .878 -5.7789 11.2398
3.00 .79353 2.89743 .999 -7.7158 9.3029
4.00 6.63303 2.89743 182 -1.8763 15.1424

*. The mean difference is significant at the .05 level.

1.00 Antioxidant solution at low concentration

2.00 Antioxidant solution at high concentration

3.00 Blank liposomes

4.00 Blank liposomes with additional antioxidant at low concentration

5.00 Blank liposomes with additional antioxidant at high concentration



Appendix C-11 Statistical analysis of inhibitory effect of co-incubation of TOC
dispersion and blank PC/DCP liposomes on NO production in LPS-stimulated
J774A.1 cells

Test of Homogeneity of Variances

inhibition_add
Levene
Statistic df1 df2 Fevalue
20.224 4 25 .000
ANOVA
inhibition_add
SOUAYC(.? of S P-value
variation Squares df Mean Square F

Between Groups [14189.754 4 3547.439 48.765 .000

Within Groups 1818.642 25 72.746

Total 16008.396 29

Multiple Comparisons
Dependent Variable: inhibition_add
Dunnett T3
Mean
Difference 95% Confidence Interval

() DCPTOC  (J) DCPTOC (1-J) Std. Error P-value | | ower Bound | Upper Bound

1.00 2.00 -6.81779* | 1.52994 .011 -12.1473 -1.4883
3.00 -56.92599* | 3.67025 .000 -71.5535 -42.2985
4.00 -39.85549* | 5.10757 .003 -60.9532 -18.7578
5.00 -40.59039* | 4.76944 .002 -60.1757 -21.0051

2.00 1.00 6.81779*| 1.52994 .01 1.4883 12.1473
3.00 -50.10820* | 3.62329 .000 -64.7952 -35.4212
4.00 -33.03771* 5.07393 .007 -54.2087 -11.8668
5.00 -33.77261* | 4.73339 .004 -53.4310 -14.1142

3.00 1.00 56.92599* | 3.67025 .000 42.2985 71.5535
2.00 50.10820* | 3.62329 .000 35.4212 64.7952
4.00 17.07050 6.07246 151 -4.5246 38.6656
5.00 16.33560 5.79094 145 -4.0787 36.7499

4.00 1.00 39.85549* | 5.10757 .003 18.7578 60.9532
2.00 33.03771*| 5.07393 .007 11.8668 54.2087
3.00 -17.07050 6.07246 151 -38.6656 4.5246
5.00 -.73490 6.79349 1.000 -24.3174 22.8476

5.00 1.00 40.59039* | 4.76944 .002 21.0051 60.1757
2.00 33.77261*| 4.73339 .004 14.1142 53.4310
3.00 -16.33560 5.79094 145 -36.7499 4.0787
4.00 .73490 6.79349 1.000 -22.8476 243174

*. The mean difference is significant at the .05 level.

1.00 Antioxidant solution at low concentration

2.00 Antioxidant solution at high concentration

3.00 Blank liposomes

4.00 Blank liposomes with additional antioxidant at low concentration

5.00 Blank liposomes with additional antioxidant at high concentration
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Appendix C-12 Statistical analysis of inhibitory effect of co-incubation of TOC
dispersion and blank PC/PG liposomes on NO production in LPS-stimulated J774A..1

cells

Test of Homogeneity of Variances

inhibition add
Levene
Statistic df1 df2 P-value
7.894 4 40 .000
ANOVA
inhibition add
Source of Sum of
variation Squares df Mean Square F P-value
Between Groups | 7061.351 4 1765.338 89.186 .000
Within Groups 791.759 40 19.794
Total 7853.110 44

Multiple Comparisons

Dependent Variable: inhibition_add

Dunnett T3
Mean
Difference 95% Confidence Interval
() PGTOC (J) PGTOC (I-J) Std. Error | P-value Lower Bound | Upper Bound
1.00 2.00 -12.10414* | 2.93723 .016 -22.1570 -2.0513
3.00 -38.07945* | 3.01967 .000 -48.2458 -27.9132
4.00 -16.23077*| 2.76929 .002 -26.1659 -6.2956
5.00 . -22.44726* | 2.77582 .000 -32.3835 -12.5110
2.00 1.00 12.10414*| 2.93723 .016 2.0513 22.1570
3.00 -25.97531* 1.73116 .000 -31.5325 -20.4181
4.00 -4.12663 1.24396 .055 -8.3160 .0627
5.00 -10.34311* |  1.25845 .000 -14.5559 -6.1303
3.00 1.00 38.07945* | 3.01967 .000 27.9132 48.2458
2.00 25.97531* 1.73116 .000 20.4181 31.5325
4.00 21.84868* | 1.42778 .000 16.9606 26.7367
5.00 15.63219* | 1.44042 .000 10.7285 20.5359
4.00 1.00 16.23077* | 2.76929 .002 6.2956 26.1659
2.00 4.12663 1.24396 .055 -.0627 8.3160
3.00 -21.84868* | 1.42778 .000 -26.7367 -16.9606
5.00 -6.21649* .79077 .000 -8.7470 -3.6860
5.00 1.00 22.44726* | 2.77582 .000 12.5110 32.3835
2.00 10.34311* | 1.25845 .000 6.1303 14.5559
3.00 -15.63219* |  1.44042 .000 -20.5359 -10.7285
4.00 6.21649* .79077 .000 3.6860 8.7470

*. The mean difference is significant at the .05 level.

1.00 Antioxidant solution at low concentration

2.00 Antioxidant solution at high concentration

3.00 Blank liposomes

4.00 Blank liposomes with additional antioxidanf at low concentration

5.00 Blank liposomes with additional antioxidant at high concentration
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Appendix C-13 Statistical analysis of inhibitory effect of co-incubation of NAC
solution and blank PC/CH liposomes on NO production in LPS-stimulated J774A.1

cells
Test of Homogeneity of Variances
inhibition add
Levene
Statistic df1 df2 P-value
2.267 4 40 .079
ANOVA
inhibition add
Source of Sum of
variation Squares df Mean Square F P-value
Between Groups | 6203.419 4 1550.855 111.468 .000
Within Groups 556.521 40 13.913
Total 6759.940 44

Multiple Comparisons

Dependent Variable: inhibition_add

Tukey HSD
Mean
Difference 95% Confidence Interval
() PCNAC (J) PCNAC (1-J) Std. Error P-value | | ower Bound Upper Bound
1.00 2.00 ’ -9.72026* [ 1.75835 .000 -14.7423 -4.6983
3.00 -32.58344* | 1.75835 .000 -37.6054 -27.5614
4.00 -22.88795* | 1.75835 .000 -27.9100 -17.8660
5.00 -25.76721* | 1.75835 .000 -30.7892 -20.7452
2.00 1.00 9.72026* | 1.75835 .000 4.6983 14.7423
3.00 -22.86319*| 1.75835 .000 -27.8852 -17.8412
4.00 -13.16770* 1.75835 .000 -18.1897 -8.1457
5.00 -16.04696* | 1.75835 .000 -21.0690 -11.0250
3.00 1.00 32.58344* | 1.75835 .000 27.5614 37.6054
2.00 22.86319* 1.75835 .000 17.8412 27.8852
4.00 9.69549* | 1.75835 .000 4.6735 14.7175
5.00 6.81623*| 1.75835 .003 1.7942 11.8382
4.00 1.00 22.88795* 1.75835 .000 17.8660 27.9100
2.00 13.16770* | 1.75835 .000 8.1457 18.1897
3.00 -9.69549* | 1.75835 .000 -14.7175 -4.6735
5.00 -2.87926 1.75835 483 -7.9013 2.1427
5.00 1.00 25.76721* | 1.75835 .000 20.7452 30.7892
2.00 16.04696* | 1.75835 .000 11.0250 21.0690
3.00 -6.81623* | 1.75835 .003 -11.8382 -1.7942
4.00 2.87926 1.75835 .483 -2.1427 7.9013

*. The mean difference is significant at the .05 level.

1.00 Antioxidant solution at low concentration

2.00 Antioxidant solution at high concentration

3.00 Blank liposomes

4.00 Blank liposomes with additional antioxidant at low concentration

5.00 Blank liposomes with additional antioxidant at high concentration



Appendix C-14 Statistical analysis of inhibitory effect of co-incubation of NAC
solution and blank PC/CH/DCP liposomes on NO production in LPS-stimulated
J774A.1 cells

Test of Homogeneity of Variances

inhibition add
Levene
Statistic df1 df2 P-value

1.184 4 25 342

ANOVA

inhibition add

Source of Sum of

variation Squares df Mean Square F P-value
Between Groups | 2698.628 4 674.657 22.358 .000
Within Groups 754.395 25 30.176
Total 3453.022 29

Multiple Comparisons

Dependent Variable: inhibition_add

Tukey HSD
Mean
Difference 95% Confidence Interval
(1) DCPNAC  (J) DCPNAC (I-J) Std. Error P-value | | ower Bound | Upper Bound
1.00 2.00 -24.506427" | 3.171529 .000 -33.82080 -15.19205
3.00 -26.859413* | 3.171529 .000 -36.17379 -17.54504
4.00 -14.071144* | 3.171529 .001 -23.38552 -4.75677
5.00 -16.951756* | 3.171529 .000 -26.26613 -7.63738
2.00 1.00 24.506427* | 3.171529 .000 15.19205 33.82080
3.00 -2.352985 | 3.171529 944 -11.66736 6.96139
4.00 10.435284* | 3.171529 023 1.12091 19.74966
5.00 7.554671 | 3.171529 153 -1.75970 16.86904
3.00 1.00 26.859413* | 3.171529 .000 17.54504 36.17379
2.00 2.352985 | 3.171529 944 -6.96139 11.66736
4.00 12.788269* | 3.171529 .004 3.47390 22.10264
5.00 9.907657* | 3.171529 .033 59328 19.22203
4.00 1.00 14.071144* | 3.171529 .001 475677 23.38552
2.00 -10.435284* | 3.171529 023 -19.74966 -1.12091
3.00 -12.788269* | 3.171529 .004 -22.10264 -3.47390
5.00 -2.880612 | 3.171529 891 -12.19499 6.43376
5.00 1.00 16.951756" | 3.171529 .000 7.63738 26.26613
2.00 -7.554671 | 3171529 153 -16.86904 1.75970
3.00 -9.907657* | 3.171529 .033 -19.22203 -59328
4.00 2.880612 | 3.171529 891 -6.43376 12.19499

*. The mean difference is significant at the .05 level.

1.00 Antioxidant solution at low concentration

2.00 Antioxidant solution at high concentration

3.00 Blank liposomes

4.00 Blank liposomes with additional antioxidant at low concentration

5.00 Blank liposomes with additional antioxidant at high concentration



Appendix C-15 Statistical analysis of inhibitory effect of co-incubation of NAC
solution and blank PC/CH/PG liposomes on NO production in LPS-stimulated
J774A.1 cells

Test of Homogeneity of Variances

inhibition add
Levene
Statistic df1 df2 P-value
18.584 4 25 .000
ANOVA

inhibition add

Source of Sum of

variation Squares df Mean Square F P-value
Between Groups [12799.088 4 3199.772 38.770 .000
Within Groups 2063.311 25 82.532
Total 14862.399 29

Multiple Comparisons

Dependent Variable: inhibition_add

Dunnett T3
Mean
Difference 95% Confidence Interval
1) PGNAC (J) PGNAC (I-J) Std. Eror | P-value | | ower Bound | Upper Bound
1.00 2.00 -1.565749 | 5153574 1.000 -20.22016 17.08866
3.00 -56.929810* | 5.003387 .000 -75.38268 -38.47694
4.00 -24.006971* | 6.426616 .033 -46.31443 -1.69951
5.00 -16.287042 | 5.786513 142 -36.44490 3.87082
2.00 1.00 1.565749 | 5153574 1.000 -17.08866 20.22016
3.00 -55.364061% | 3.632127 .000 -67.99455 -42.73358
4.00 -22.441221* | 5.427693 .026 -42.30890 -2.57354
5.00 -14.721293 | 4.652117 088 -31.21284 1.77025
3.00 1.00 56.929810* | 5.003387 .000 38.47694 75.38268
2.00 55.364061* | 3.632127 .000 42.73358 67.99455
4.00 32.922839*| 5.285301 .003 13.20036 52.64531
5.00 40.642768* | 4.485170 .000 24.48617 56.79936
4.00 1.00 | 24.006971*| 6.426616 .033 1.69951 46.31443
2.00 22.441221*| 5.427693 .026 257354 42.30890
3.00 -32.922839* | 5.285301 .003 -52.64531 -13.20036
5.00 7.719929 | 6.031937 .866 -13.40484 28.84470
5.00 1.00 16.287042 | 5.786513 142 -3.87082 36.44490
2.00 14.721293 | 4.652117 .088 -1.77025 31.21284
3.00 -40.642768* | 4.485170 .000 -56.79936 -24.48617
4.00 -7.719929 | 6.031937 .866 -28.84470 13.40484

*. The mean difference is significant at the .05 level.

1.00 Antioxidant solution at low concentration

2.00 Antioxidant solution at high concentration

3.00 Blank liposomes

4.00 Blank liposomes with additional antioxidant at low concentration

5.00 Blank liposomes with additional antioxidant at high concentration
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Appendix C-16 Statistical analysis of effect of type of liposomes and contact time on
intracellular uptake of calcein in J774A.1 cells

At 30 min

Test of Homogeneity of Variances

- % uptake calcein at 30 min

Levene
Statistic df1 df2 Fevalue
2.57M 2 6 156
ANOVA
% uptake calcein at 30 min
Source of Sum of
variation Squares df Mean Square F P-valua
Between Groups 0.0003423 2 0.0001712 3.385 104
Within Groups 0.0003034 6 0.0000506
Total 0.0006458 8

Multiple Comparisons

Dependent Variable: % uptake calcein at 30 min

Tukey HSD
Mean
Difference 95% Confidence Interval
) condition  (J) condition (1)) std. Error | Pvalie 1 ower Bound | Upper Bound
1.0 2.0 -.01474346 |.00580626 .097 -.0325587 .0030717
3.0 -.01022533 |.00580626 .260 -.0280405 .0075899
20 1.0 .01474346 |.00580626 .097 -.0030717 .0325587
3.0 .00451813 |.00580626 729 -.0132971 .0223333
3.0 1.0 .01022533 |.00580626 .260 -.0075899 0280405
20 -.00451813 |.00580626 729 -.0223333 .0132971
At 2 hours

Test of Homogeneity of Variances

% uptake calcein at 2 hr

Levene
Statistic df1 df2 Pevalue
1.046 2 6 408
ANOVA
% uptake calcein at 2 hr
Source of Sum of
variation Squares df Mean Square F P-value
Bee.tv»{een Groups 00006{40 2 0.0003070 75.278 .000
Within Groups 0.0000245 6 | 0.0000041
Total 0.0006385 8




Multiple Comparisons

Dependent Variable: % uptake calcein at 2 hr

Tukey HSD
Mean
Difference 95% Confidence Interval
(1) condition  (J) condition (I-J) Std. Error P-value Lower Bound | Upper Bound
1.0 2.0 -.01792525* | .00164886 .000 -.0229844 -.0128661
3.0 -.01708707* | .00164886 .000 -.0221462 -.0120279
2.0 1.0 .01792525* | .00164886 .000 .0128661 .0229844
3.0 00083818 |.00164886 .870 -.0042210 .0058973
3.0 1.0 .01708707* | .00164886 .000 .0120279 .0221462
2.0 -.00083818 |.00164886 .870 -.0058973 .0042210
*. The mean difference is significant at the .05 level.
At 4 hours
Test of Homogeneity of Variances
% uptake calcein at 4 hr
Levene plval
Statistic df1 df2 =vale.
5.517 2 6 .044
ANOVA
% uptake calcein at 4 hr
Source of Sum of
variation Squares df Mean Square F Pewie
Between Groups 0.0003467 2 0.0001733| 319.310 .000
Within Groups 0.0000033 6 0.0000005
Total 0.0003500 8
Multiple Comparisons
Dependent Variable: % uptake calcein at 4 hr
Dunnett T3
Mean
Difference 95% Confidence Interval
(1) condition  (J) condition (1-J) Std. Error P-value || ower Bound | Upper Bound
1.0 2.0 -.01169885* | .00071037 .006 -.0159238 -.0074739
3.0 -.01425789* | .00023076 .000 -.0152084 -.0133074
2.0 1.0 .01169885* | .00071037 .006 .0074739 .0159238
3.0 -.00255903 |.00072657 125 -.0065320 .0014139
3.0 1.0 .01425789* | .00023076 .000 .0133074 .0152084
2.0 .00255903 |.00072657 125 -.0014139 .0065320
*. The mean difference is significant at the .05 level.
At 24 hours
Test of Homogeneity of Variances
% uptake calcein at 24 hr
Levene
Statistic df1 df2 Fvalue
6.851 2 6 .028
ANOVA
% uptake calcein at 24 hr
Source of Sum of P_val
variation Squares df Mean Square F “value
Between Groups 0.0104394 2 0.0052197 600.284 .000
Within Groups 0.0000522 6 0.0000087
Total 0.0104916 8




Multiple Comparisons

Dependent Variable: % uptake calcein at 24 hr

Dunnett T3
Mean
Difference 95% Confidence Interval

(1) condition  (J) condition (I-J) Std. Error P-value Lower Bound | Upper Bound
1.0 2.0 -.07983342* | .00098129 .000 -.0840241 -.0756428

3.0 -.01894869* | .00282266 .039 -.0357440 -.0021534
2.0 1.0 .07983342* | .00098129 .000 .0756428 .0840241

3.0 .06088473* | .00290867 .002 .0453675 .0764019
3.0 1.0 .01894869* | .00282266 .039 .0021534 .0357440

20 -.06088473* | .00290867 .002 -.0764019 -.0453675

*. The mean differenge is significant at the .05 level.

1.00 Calcein solution
2.00 Calcein-loaded PC/CH liposomes
3.00 Calcein-loaded PC/CH/DCP liposomes




Appendix C-17 Statistical analysis of effect of PC/CH/DCP liposomes on

intracellular uptake of calcein solution in J774A.1 cells

Test of Homogeneity of Variances

% uptake calcein

Levene
Statistic df1 df2 gl
492 2 15 621
ANOVA
% uptake calcein
Source of Sum of -
variation Squares df Mean Square F Vel
Between Groups 0.0000033 2 0.0000017 3.828 .045
Within Groups 0.0000065 15 0.0000004
Total 0.0000099 17
Multiple Comparisons
Dependent Variable: % uptake calcein
Tukey HSD
Mean
Difference 95% Confidence Interval
1) liposome  (J) liposome (I-J) Std. Error . Lower Bound | Upper Bound
1.00 2.00 .00035925 |.00038104 623 -.0006305 .0013490
3.00 -.00067880 |.00038104 .209 -.0016685 .0003109
2.00 1.00 -.00035925 |.00038104 .623 -.0013490 .0006305
3.00 -.00103806* | .00038104 .039 -.0020278 -.0000483
3.00 1.00 .00067880 |.00038104 209 -.0003109 .0016685
2.00 .00103806* | .00038104 .039 .0000483 .0020278
*. The mean difference is significant at the .05 level.

1.00 calcein solution

2.00 Blank PC/CH/DCP liposomes with additional calcein solution
3.00 NAC-loaded PC/CH/DCP liposomes with additional calcein solution




Appendix D
Results of cell viability tests
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Appendix D-1: Effect of TOC-loaded PC liposomes on cell viability of J774A.1 cells
by MTT assay. TOC was used at 0.25 mM (low TOC) and 0.5 mM (high TOC). Cell

seeding density was 1x10°cells/ml. LPS concentration was 0.125 pg/ml. The

displayed values are mean + S.D. (n=6).
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Appendix D-2: Effect of TOC-loaded PC/DCP liposomes on cell viability of J774A.1
cells by MTT assay. TOC was used at 0.25 mM (low TOC) and 0.5 mM (high TOC).

Cell seeding density was 1x10°cells/ml. LPS concentration was 0.125 pg/ml. The

displayed values are mean + S.D. (n=6).



100

140
120

100

% Viability

N\

\

low TOC  high TOC blank low TOC- high TOC-
dispersion  dispersion liposomes liposomes liposomes

Appendix D-3: Effect of TOC-loaded PC/PG liposomes on cell viability of J774A.1
cells by MTT assay. TOC was used at 0.25 mM (low TOC) and 0.5 mM (high TOC).
Cell seeding density was 1x10°cells/ml. LPS concentration was 0.125 pg/ml. The

displayed values are mean + S.D. (n=9).
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Appendix D-4: Effect of NAC-loaded PC/CH liposomes on cell viability of J774A.1
cells by MTT assay. NAC was used at 10 mM (low NAC) and 20 mM (high NAC).
Cell seeding density was 1x10°cells/ml. LPS concentration was 0.125 pg/ml. The

displayed values are mean + S.D. (n=9).
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Appendix D-5: Effect of co-incubation of blank PC liposomes and TOC dispersion
on cell viability of J774A.1 cells by MTT assay. TOC was used at 0.25 mM (low
TOC) and 0.5 mM (high TOC). Cell seeding density was 1x10°cells/ml. LPS

concentration was 0.125 pg/ml. The displayed values are mean + S.D. (n=6).
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Appendix D-6: Effect of co-incubation of blank PC/DCP liposomes and TOC
dispersion on cell viability of J774A.1 cells by MTT assay. TOC was used at 0.25
mM (low TOC) and 0.5 mM (high TOC). Cell seeding density was 1x10°cells/ml.

LPS concentration was 0.125 pg/ml. The displayed values are mean + S.D. (n=6).
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Appendix D-7: Effect of co-incubation of blank PC/PG liposomes and TOC
dispersion on cell viability of J774A.1 cells by MTT assay. TOC was used at 0.25
mM (low TOC) and 0.5 mM (high TOC). Cell seeding density was 1x10°cells/ml.

LPS concentration was 0.125 pg/ml. The displayed values are mean + S.D. (n=9).
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Appendix D-8: Effect of co-incubation of blank PC/CH liposomes and NAC solution
on cell viability of J774A.1 cells by MTT assay. NAC was used at 10 mM (low NAC)
and 20 mM (high NAC). Cell seeding density was 1x10°cells/ml. LPS concentration
was 0.125 pg/ml. The displayed values are mean + S.D. (n=9).
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Appendix D-9: Effect of co-incubation of blank PC/CH/DCP liposomes and NAC
solution on cell viability of J774A.1 cells by MTT assay. NAC was used at 10 mM
(low NAC) and 20 mM (high NAC). Cell seeding density was 1x10°cells/ml. LPS

concentration was 0.125 pg/ml. The displayed values are mean + S.D. (n=6).
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Appendix D-10: Effect of co-incubation of blank PC/CH/PG liposomes and NAC
solution on cell viability of J774A.1 cells by MTT assay. NAC was used at 10 mM
(low NAC) and 20 mM (high NAC). Cell seeding density was 1x10°cells/ml. LPS

concentration was 0.125 pg/ml. The displayed values are mean + S.D. (n=6).
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