Analysis with BD LSR Fortessa™ III Flow Cytometry
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The BD LSR Fortessa™ offers high-precision, multi-parameter flow cytometry analyses with its
5-laser and 18-channel configuration. With periodic maintenance and laser stability monitored by
CST (Cytometer Setup & Tracking), the LSR Fortessa offers a wide range of applications, from
basic research to clinical, translational, and advanced immunology studies. Analyses are
performed by expert and experienced researchers. Users only need to bring their samples in tubes.
Instrument settings, quality control, and data collection are managed by a professional team. The
raw data obtained are delivered to the researcher safely and completely.

Why LSR Fortessa?
v" Five lasers, 18-channel high-parameter analysis

Laser and performance monitoring with CST
Periodic technical maintenance and quality control

v
v
v Expert support
v' Secure data delivery
v

Maximum flexibility in panel design

Our Services
v Multicolor flow cytometry analyses
v" Immunophenotyping
v Cell viability, apoptosis, and proliferation analyses
v" Activation markers and oxidative stress assessments



v Functional analyses such as intracellular calcium influx, mitochondrial membrane
potential, etc.

v' CBA (cytometric bead array)

v Cell cycle, polyploidy detection, and cellular anomaly assessments

v Gene expression and gene transfer efficiency measurements (transfection, post-
transduction gene expression measurements)

v In non-pathogenic bacteria and yeasts: viability, apoptosis, and protein expression
analyses

LSR Fortessa ™ III Optical Configuration

Laser Det. Dic.flt. Eff.flt. List of fluorochrome
uvL A 410 LP 450/50 Ghost UV, DAPI, Hoechst, Alexa Fluor® 350, Indo-1 (violet)
(355 nm) B 379/28 | BUV3SS

586/15 | PE, AF546, RFP, DS-Red, dTomato

620/10 | PE-CF594, PE-CF594, PE-TexRed, A594, mCherry, Pl

780/60 | PE-Cy7, PE-AF750, PE-Vio770, QD800




Our Service Workflow
1. Consulting — Your experimental objectives and panel design,gating stategies are
discussed
2. Sample Preparation Guidance — Compensation preparation and titration if necassary
Quality Control — Performance verification
4. Data Delivery — Raw data is delivered
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Figure 2. Effective detection of INKT cell IL-17A ex vivo required cytokine accumulation in vitro.
C57BL/6 mice were either mock treated or injected i.v. with 1ug aGalCer and 90min later
expression of the indicated cytokines by splenic iINKT cells was analyzed by ICCS. Cells were
either stained directly ex vivo (ex vivo) or after a 2h in vitro incubation at 37 °C in the presence
of the Golgi-transport inhibitors Brefeldin A and monensin (+2h). (A) Intracellular IL-17A
produced by gated iNKT cells is depicted against CD4 for representative data, and as a summary
graph (left panels). (B) Production of indicated cytokines by INKT cells is depicted as a summary
graph (left panels) and representative data (right panels). ns=not statistically significant.
Representative data from one of at least three independent experiments are shown.

2. Korkmaz, A, Uniivar, D, Giinalp, S, Helvaci, D. G, & Sag, D (2025). Kabasura Kudineer
Choornam, a medicinal polyherbal formulation, modulates human macrophage
polarization and phagocytic function. Turkish Journal of Biology 49 (4): 348-366.
https://doi.org/10.55730/1300-0152.2752
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Figure 1. The effect of KKC extract on the viability of human MDMs. Unpolarized primary human
MDMs (MO) were incubated for 24 h either without treatment (control) or with KKC extract at
concentrations of 50, 100, 500, or 1000 ug/mL. Macrophages were stained with a Zombie UV
fixable viability kit (Biolegend) and analyzed by flow cytometry. A) Representative dot blots, B)
bar graphs showing the percentages of live cells. Data are shown in mean = SEM of biological
replicates of 6 donors (n = 6) pooled from 3 independent experiments. One-way ANOVA followed
by Dunnet’s posthoc test was performed for the statistical analyses. *p < 0.05, ns = not significant.

3. Ozkan M, Eskiocak YC, Wingender G. The IL-10GFP (VeRT-X) mouse strain is not
suitable for the detection of IL-10 production by granulocytes during lung
inflammation. PLo0S One. 2021 May 12;16(5):e0247895. doi:
10.1371/journal.pone.0247895. PMID: 33979348; PMCID: PMC8115804.
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Fig 3. The cell-type-specific autofluorescence in C57BL/6 mice in control conditions.
Representative histograms from the (A) lung and the (B) spleen of PBS challenged C57BL/6 mice,
demonstrating the increase in autofluorescence in the GFP-channel for myeloid cells. The graphs
show representative data from three independent experiments (PBS: n = 9 mice/group, LPS: n =
13-15 mice/group in total).



4. Abu Alhaija AA, Lone IN, Sekeroglu EO, Batur T, Angelov D, Dimitrov S, Hamiche A,
Firat Karalar EN, Ercan ME, Yagci T, Alotaibi H, Diril MK. Development of a mouse
embryonic stem cell model for investigating the functions of the linker histone H1-4.
FEBS Open Bio. 2024 Feb;14(2):309-321. doi: 10.1002/2211-5463.13750. Epub 2024 Jan
11. PMID: 38098212; PMCID: PMC10839353.
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Fig. 3. Cell cycle and growth curve analysis. (A) Individual FACS profiles from representative
experiments are shown. Analysis of DNA content was performed using the Per-CP Cy5.5 channel
by flow cytometry. Cell cycle analysis was performed by FLOWJO v10 (FlowJo) with the Watson
Pragmatic algorithm. (B) The percentage of cell cycle distribution is presented as determined by
FACS. The results represent the average of three independent experiments (n = 3). Analysis was
performed using GRAPHPAD PRISM, (San Diego, CA, USA) and the error bars represent SD.
(C) Growth curve analysis displaying the cell count numbers of different clones over 4 days. The
results represent the average of three independent experiments (n = 3; error bars represent SEM).



5. Gunalp S, Helvaci DG, Oner A, Bursali A, Conforte A, Giiner H, Karakiilah G, Szegezdi
E and Sag D (2023) TRAIL promotes the polarization of human macrophages toward
a proinflammatory M1 phenotype and is associated with increased survival in cancer
patients with high tumor macrophage content. Front. Immunol. 14:1209249. doi:
10.3389/fimmu.2023.1209249
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FIGURE 1 TRAIL does not majorly affect the viability of primary human macrophage
subtypes. M0 macrophages were stimulated with 200 ng/ml TRAIL for 18 hours. For polarization,
macrophages were pre-stimulated with TRAIL for 6 hours and then polarized into M1 (100 ng/ml
LPS and 20 ng/ml IFNg), M2a (20 ng/ml IL-4), or M2c (10 ng/ml IL-10) for 12 hours. Control
groups were left unstimulated or stimulated with only M1, M2a, or M2c polarization factors for
12 hours. Cell viability was analyzed with Annexin V/7-AAD staining by flow cytometry. (A)
Representative dot plots and (B) Bar graphs show the percentage of live macrophages
(AnnexinV7AAD-). Data shown are mean + SEM pooled from two independent experiments
(n=7). Statistical analyses were performed with a One-way ANOVA with Sidak’s multiple
comparisons post-hoc test between untreated and TRAIL-treated macrophages, polarized and
TRAIL-treated polarized macrophages, **P<0.01 and ***P<0.001.



