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Figure 1: Figure 1 CONSORT Flow Diagram (Moher, Hopewell et al. 2012). Objective 1: Investigate
if KestoMix improve or affect clinical parameters associated to T2DM like glicated hemoglobin Ale
(HbAlc), fasting blood glucose (FBG), postprandial glucose — 2h (PPG), insulin; total cholesterol (Tc),
triglycerides (TG). low-density lipoprotein cholesterol (LDL-c) and high-density lipoprotein cholesterol
(HDL-c). Objective 2: Evaluate the effect of KestolMix, on the microblome composifion of patients
diagnosed with T2DM



Table 1: Anthropometric and physiclogical data for the participants &t baseline and the end of the KestoMix mtervention.

CG KNG
Day 1 Day 84 Day 1 Day 84 p' [ p* p*
n=27 n=2a -

TZDM Medication
M 10 12
Inzulin 2 7
M = Inzulin 7 1
G+lM 8 3
No Medication 2 5
Metric
Sex (mf) 1314 1414 - - - -
Age (years) 6.4 (54.1-58.7) 580 (55.0-59.9) 0.29 - - -
High (m) 1.66 (162-1.70) 167 (1.63-1.71) 0.a9 - - -
Weight (kg) 85.1(79.1-82.7) | B83.0(F7.3-88.1) | B83.0(77.0-395) | 829(7F.3-300) | 055 | 0%8 | 0.00 | 083
EMI 30.8 (25.7-33.1) 28.8(25.0-31.8) 287 (27.7-31.9) 29.6 (27.6-31.9) 0.45 089 0.00 091
FBG 74(66-8.3) 75(7.2-87) 7.0(6.0-8.1) 7.2(64-80) 0.6 008 | 012 | O71
FPG 10.6(8.3-12.1) 11.1{9.5-13.0) 107 (87-13.1) 10.1 (8.8-12.4) 0492 045 0.43 04
HbAle 7.2(66-7.8) 7.1(64-7.9) 6.5(6.2-7.8) TAE4TE) 074 | 044 | 082 | D67
Insulin 16.4 (12.0-22.8) | 18.0(14.3-225) | 19.2(140-264) | 158(11821.3) | 033 | 078 | 033 | 019
HOMA-IR 42(2951) 53(39-7.0) 37(27-52) 36 (2.6-5.0) 054 | 09 | 009 | 072
LPS 0.42(029-054) | 0.30(0.21-040) | 0.38{0.30-0.41) | 0.39(0.33-048) | 029 | 010 | 0.02 | 033
Te 4.4 (41-46) 51(47-54) 48(4452) 47(4.3-52) 003 | 025 | 000 | O76
LOL-c 27(2530) 34(3138) 32(2837) 26(2.23.0) 010 | 000 | 0.00 | D00
HOL-c 1.1 (1.0-1.2) 1.1{1.0-1.2) 1.1{1.0-1.2) 1.0(0.8-1.1) 056 | 053 | 021 | 042
TG 1.9(16-2.2) 1.1(1.0-1.3) 15(12-19) 1.3(1.0-1.7) 004 | 042 | 000 | D31

Values represent Mean (95% confidence interval): M, Metformin: M + Insulin, combmation of Metformin and Insulin; G + I'M, combinations
of Glibencamine and Metformin or Insulin. (m/f) male/female; BML body mass index (kz/m®); HbAle (kg/m®); FBG (mmelL); PPG (mmolL);
Insulin (uU/mL); LPS (EUmLY); Te (mmolL); LDL-¢ (mmeolL); HDL-¢ (mmeolT): TG {mmolL). Values are mean + SD. p* Unpaired t-tests
comparison between KMG and CG Day 1: p* Unpaired t-tests comparizon between KMG and CG day 84: p* Paired t-tests comparison between
day 1 and 84 of CG and p* Pawred t-tests companson between day 1 and 84 of KMG: Sigmificance difference p=0.03.

FBG and PPG were also measured at day 1, 28, 56 and 84 (Figure 2) and they were analyzed with the two-way Repeated Measure ANOVA.
The Mauchly’s test of Sphericity was not significant neither for FBG (p=0.142) nor PPG (p=0.481). The comparison between the mtra-subject
factor (time) with sphericity assumed showed no difference for FBG (p=0.081) or FPG (p=0.937). The Box's M test for inter-group comparison
showed homogeneity of covariance matrices, p=0.079 and p=0.172 for FBG and PPG, respectively. Then, comparison between CG and KMG
showed not significant differences for FBG (p=0.338) nor PPG (p=0.764).
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Figure 2: Vanation of FBG (A) and PPG (B) m type 2 diabetic patients during 84 days of tnal. Values represent mean + standard deviation
of CG (#) and KMG (m).The comparison between the intra-subject factor (time) showed no difference for FBG (p=0.021) nor PPG (p=0.937).
The comparison between CG and KMG showed not significant differences for FBG (p=0.338) nor FPG (p=0.764). Two-way Repeated Measure
ANOVA.
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Figure 3: The relative abundance of gut bacteria found within metagenome datasets
by phenotype. The relative abundance of major phyla (A) and genera (B).
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Table 1: Distribution of Patients according to Demographic Characteristic (sex and age), Nutritional Assessment and Kind of Treatment.

SS cohort (n = 30) Placebo (n = 27)
Demographic Variables P Value
No. % No. %
Female 18 60 14 519
Sex 0.725a
Male 12 40 13 481
Age Media + SD 563+6.7 532786 0.120b
Normal weight 3 10 5 185
Nutritional Assessment Overweight 16 533 8 29.6 0.722a
Obesity 11 367 14 519
Diet 3 10 2 74
Diet plus oral hypoglycemic agents 19 63.3 15 55.6
Kind of Treatment 0.549a
Insulin 0 0 2 74
Combined treatment 8 26.7 8 296
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Table 2: Base line and End-of-Study Outcomes of the Study.

Variables Study Days
Day 1 Day 28 Day 56 Day 84
Ra of Quality Control Cohort | | | p value
nge Ui on . L

Standard)’ Descriptive Statistics (mean = SD)
Primary Outcome

S5 cohort 72211 ND ND 72211 0.2628
HbA1c(= 6%)

Flacebo 7T3x186 ND ND 7419 0.3a7=
Secondary Outcomes
FBG S8* Group 84227 87242 85:34 84:30 10.9422
(4.2 - 7 mmolL)

Flacebo 83x290 B0x45 B2+44 94+48 0.001=
vPost Prandial-2h 35 cahort 11845 114+41 112+46 116+40 0. 646°
(=10 mmoliL)

Placebo 11.6+42 114 +51 10237 124+£53 0.013
Cholesterol 35 cohort 43+08 ND ND 44:08 0.181¢
(3.6 - 5.2 mmoliL) Placeho 4406 ND ND 5113 =0.001=
HDL-c S5 cohort 12+04 ND ND 1103 0.008°
(= 0.9 mmaliL)

Placebo 12x03 ND ND 11203 0.4168

LOL-c S5 cohort 20+08 ND ND 32209 0.001%
(2.6-3.35 mmoliL) Placeho 28+06 ND ND 35211 =0.001°
. . 33 cohort 21+08 ND ND 1.7z08 0.005%
Triglycerides
(0.5—1.85 mmoliL)
Flacebo 24+12 ND ND 16214 0.002=
55 cohort 238+220 ND MD 19.8+£131 0.0406°
Insulin
(2.6-24.9) mUIimL
Flacebo 264 +205 ND MD 26.5+19.6 0.4807=
55 cohort 0.45+013 ND MD 030004 0.0009°
Serum LPS
Flacebo 042016 ND MD 036014 0.0681=
S5 cohort 285+ 087 ND MD 732536 0.0007=
HOMA-IR Index
Flacebo 1126+ 11.48 ND MD 123421314 024722
33 cohort 8362150 ND ND TTAT217.96 01745
Creatinine
(65.4-119.3 pmaliL)
Flacebo TrAT +18.48 ND MD 80.29 =15.51 0.2009°

1Walues in parenthesis represent thew Quality Standards used with the Immunochemical Autoanalyzer Cobas 6000.
*35 = Sugar Shift treated cohort (n=30); Placebo cohort (n=27), ND = measurement was not done; aFriedman Test. hWilcoxon signed rank
test, ct-Test: Paired Two Samples for Means

TMuliiply the value in mmol/L by 18 to obtain values in mg/dL. Day 1 is a baseline valug
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Figure 2: Dynamics of Serum Glucose and Insulin Resistance Measurements and Variances Throughout the 84-day Study. (a) Variance in
Fasting Glucose of Placebo and Treatment (S5) groups showing trends over the 84-day study. (b) Variance in 2-hour Post Prandial glucose of
Placebo and Treatment (SS) groups showing trends over the 84-day study. (c) Baseline boxplots with jitter showing distribution and medians
in HOMA-IR. indices with statistical significance (Wilcoxon) for Placebo and Treatment groups. (d) End of Study (84 days) boxplots with jitter
showing distribution and medians in HOMA-IR indices with statistical significance (Wilcoxon) for Placebo and Treatment groups.



