Supplementary material
Table S1. Baseline clinical and immunological parameters in the patients who received GAD-alum injections into the lymph-nodes (LN, n=6) or
subcutaneously (SC, n=6).

C-peptide (nmol/L), HbA1c (nmol/mol) levels, insulin intake (IU/kg/24hr), pre-treatment GADA and IA-2 titers (U/ml), GADA IgG subclass
relative distribution (%), and levels of GAD65-induced cytokine secretion (pg/ml) from each patient. M: male, F: female. N.D : no detectable
levels. Percentage of change (%) of C-peptide, insulin intake and HbA1c from baseline to 180 days (Δ variable change) were calculated and
displayed in the right side of the table.

Table S2. Clinical and immunological parameters at 90 and 180 days in the patients who received GAD-alum injections into the lymph-nodes
(LN, n=6) or subcutaneously (SC, n=6).

C-peptide (nmol/L) and HbA1c (nmol/mol) levels, insulin requirement (IU/kg/24hr), GADA titers (U/ml), GADA IgG subclass relative distribution
(%), and levels of GAD65-induced cytokine secretion (pg/ml) from each patient. n.d: no detectable levels.

Figure S1. Protocol of the GAD-alum treatment.

(A) Type 1 diabetic patients (n=6) got a first injection of GAD-alum (4µg) into the lymphnodes (LN) , followed by two booster injections one month apart. (B) A group of patients who
participated in another study (n=6) have received a first subcutaneous (SC) GAD-alum dose
(20 µg) followed by a second injection after one month. All patients were also taking Vitamin
D (Calciferol) from day 1, during 120 days in the LN patients and for 450 days in the SC group.

Figure S2 . GADA IgG 1-4 subclasses expressed as arbirtrary units (AU) in follow-up serum
samples.
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(A) Lymph-node patients and (B) subcutaneous vaccination. Samples of individual
patients are connected by lines. For each IgG subclass, results of individual patients
are presented using the same colour and symbol.

Figure S3. Median levels of IL-13, IL-5, IL-10, IL-2, IL-17, TNF-α and IFN-γ (pg/ml) at
baseline, 90 and 180 days in lymph-node (LN, black circles,n=6) and subcutaneous ( SC, white
circles, n=6) GAD-alum patients. GAD65-induced cytokine secretion is given after subtraction
of spontaneous secretion from each individual.

Figure S4. Median values of proliferative responses to GAD65 and CD3/CD28 beads in GADalum patients at baseline, 90 and 180 days .

(A) GAD65 (5 µg/ml) and (B) CD3/CD28 beads SI in lymph-node patients (black circles) and
subcutaneous group (white circles) Proliferation is expressed as stimulation index (SI),
calculated from the mean of triplicates divided by the mean of triplicates with medium alone.
SI scale started from 0 after subtracting unstimulated value index (SI unstimulated=1).

Figure S5. Flow cytometry gating strategy.
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(A) Representative analysis from one patient who received lymph node injections of
GAD-alum . The sample correspond the 180 days control. PBMC were cultured for 7
days in the presence of GAD65 (5µg/ml) or medium. The percentages of CD4+,
CD8+ T cells and Tregs were assessed in resting (medium alone) and GAD65stimulated sample.

Figure S6. Change of differentiation state (%) of CD4+ and CD8+ T cells in lymph node
(n=6, LN, black circles) and subcutaneous (n=6, SC, white circles) GAD-alum patients.
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GAD65 induced changes of Näive (CD45RA+CCR7+), (B) central memory (CM,
CD45RA-CCR7+), (C) effector memory (EM, CD45RA-CCR7-) and (D) terminally
differentiated effector memory (EMRA, CD45RA+CCR7-) CD4 T cells. (E) GAD-alum
induced change of näive (CD45RA+CCR7+), (F) central memory (CM, CD45RA-CCR7+) (G)
percentage effector memory (EM, CD45RA-CCR7-) and (H) terminally differentiated effector
memory (EMRA, CD45RA+CCR7-) CD8 T cells. Lines represent mean trend

