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CYT-A LOT-R 

 

For Research Use Only. Not for use in diagnostic procedures. 

DESCRIPTION 

The Acute Leukemia Orientation Tube (ALOT) kit is a combination of 8 conjugated antibodies. This kit is 

designed for the initial assessment in research, by flow cytometry, of the nature of immature populations of 

hematopoietic origin in bone marrow or peripheral blood samples.  

This reagent must be used by flow cytometry qualified personnel.  

PRINCIPLES OF THE PROCEDURE 

Flow cytometry is a technology that allows the simultaneous evaluation of different characteristics of a single 

cell. Flow cytometers use hydrodynamic focusing to force individual cells past the laser beams. As cells are 

intercepted by light, a set of detectors recovers two types of signals: those generated by dispersed light 

(FSC/SSC), which mainly reflect cell size and internal complexity, and those related to light emission when 

cells are labelled with fluorochromes. Recovered signals are then amplified by a series of linear and 

logarithmic amplifiers and converted into electrical signals processed and plotted in a graphical representation 

for a proper interpretation. 

The fluorochrome-labeled antibodies specifically bind to the antigens they are directed against, allowing the 

detection by flow cytometry of the different cell phenotypes. 

REAGENT COMPOSITION 

The Acute Leukemia Orientation Tube (ALOT) is composed of one tube, containing eight-fluorochrome 

conjugated antibodies in an optimized lyophilized formulation to preserve the stability of the pre-mixed 

combination of antibodies. 

• Lyophilized Antibody Combination Tube for Surface staining: Five (5) lyophilized vials of 5 

tests that contain: 

o Antibody anti human CD45-OC515™, clone: GA90, isotype: IgG2a 

o Antibody anti human CD34-PerCP-Cyanine5.5, clone: 581, isotype: IgG1 

o Antibody anti human CD19-PE-Cyanine7, clone: SA287, isotype: IgG1 

o Antibody anti human CD7-APC, clone: HULY-M2, isotype: IgG2a 

o Antibody anti human CD3-APC-C750™, clone: UCHT-1, isotype: IgG1 
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• Lyophilized Antibody Combination Tube for Cytoplasmic staining: Five (5) lyophilized vials of 

5 tests that contain: 

o Antibody anti human CyCD3-Pacific Blue™, clone: UCHT-1, isotype: IgG1 

o Antibody anti human CyMPO-FITC, clone: 2C7, isotype: IgG1 

o Antibody anti human CyCD79a-PE, clone: HM57, isotype: IgG1 

 
Table 1: Acute Leukemia Orientation Tube antibody panel composition. 

Fluorochrome Pacific Blue™ OC515™ FITC PE 
PerCP-

Cyanine5.5 
PE-Cyanine7 APC APC-C750™ 

Marker CyCD3 CD45 CyMPO CyCD79a CD34 CD19 CD7 SmCD3 

Clone UCHT-1 GA90 2C7 HM57 581 SA287 HULY-M2 UCHT-1 

 
Isotype IgG1 IgG2a IgG1  IgG1   IgG1 IgG1 IgG2a IgG1  

 
 

  

o Lyophilized compensation tubes: Four (4) lyophilized tubes of one (1) test each to compensate: 

o CD34-PerCP-Cyanine5.5 

o CD19 -PE-Cyanine7 

o CD3-APC-C750™ 

o CD45-OC515™ 

 

o Fixation and permeabilization solutions (Fix&Perm®, Nordic-MUBio BV, The Netherlands). 

STORAGE CONDITIONS 

- The reagent is stable until the expiration date shown on the label, when stored at 2–8°C. 

- The reagents should not be frozen or exposed to direct light during storage or during incubation with 

the specimen.  

- Keep all vials in a dry place. Once opened, the vials must be stored in a vertical position to avoid any 

possible spillage. 

- Unused reagent remaining in the vial after reconstitution is stable for three (3) weeks from the 

reconstitution date if stored at 2–8°C, not frozen or exposed to direct light.  

- Reagents are not considered sterile. 

WARNINGS AND RECOMMENDATIONS 

1. For research use only. Not for use in diagnostic procedures. 

2. Alteration in the appearance of the reagent, such as precipitation or discoloration indicates instability or 

deterioration. In such cases, the reagent should not be used.  

3. All components contain sodium azide (NaN3, CAS-Nr. 26628-22-8). Although sodium azide is used as a 

preservative, care should be taken to avoid microbial contamination of reagents. 

4. For information regarding identification and classification of hazards and precautionary statements on 

chemical substances of the product, please, refer to Material Safety Data Sheet (MSDS) available at 

https://www.cytognos.com.Follow local disposal regulations for your location along with recommendations 

in the Material Safety Data Sheet to determine the safe disposal of this product. 

5. All biological specimens and materials are considered biohazards. Handle as if capable of transmitting 

infection1,2 and use proper precautions for disposal in accordance with federal, state, and local 

regulations. Never pipette by mouth. Wear suitable protective clothing, eyewear, and gloves. 

6. Use of reagent with dilutions, incubation times or temperatures different from those recommended may 

cause erroneous results. Any such changes must be validated by the user. 

7. The reagent is stable until the expiration date shown on the label if it is properly stored. Do not use after 

the expiration date shown on the label. 

8. Acquire samples immediately after staining. If it cannot be done, store them at 4°C for one (1) hour 

maximum. Do not use samples which have not been kept under these conditions.  

9. Tha Acute Leukemia Orientation Tube (ALOT) contains lyophilized vials. Carefully read the following 

instructions for reconstitution before beginning. These instructions are included in the appropriate 

sequence of the recommended procedure. 

 

 

mailto:https://www.cytognos.com
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SPECIMEN COLLECTION AND PREPARATION 

Specimen must be collected in commercially available anticoagulant-treated tube (not included). Use of EDTA 

is highly recommended. Make sure the specimen is well mixed with the anticoagulant.  

All specimen collection and transport steps should be performed at room temperature (RT).  

Specimens shall be stored at room temperature for a maximum of 36 hours post-collection. They shall be 

acquired immediately after staining or within 1 hour from the final re-suspension if kept at 2–8°C, protected 

from light. 

PROCEDURE 

The ALOT assay was designed in collaboration with EuroFlow™ Consortium and protocol was developed 

following EuroFlow™ standardized recommendations and SOPs. 

Materials required but not included 

- 3 laser-equipped flow cytometer (8-color or more) and appropriate computer hardware and software.  

- Infinicyt™ Software 

- Disposable 12 x 75 mm flow cytometry test tubes (5 mL tubes). 

- Automatic pipette and tips 

- Chronometer 

- Pasteur pipettes or vacuum system  

- Vortex mixer 

- Roller mixer or sample-shaker device 

- Centrifuge 

- BD FACS™ Lysing solution (Catalog No: 349202) 

o See the BD FACS™ Lysing Solution instructions for use (IFU) for precautions and warnings. 

- Wash buffer (filtered solution of phosphate buffered saline [PBS] containing 0.09% [w/v] NaN3, 0.2% 

[w/v] bovine serum albumin [BSA] and 2 mM ethylenediaminetetraacetic acid [EDTA]). 

- Acquisition buffer (filtered PBS solution containing 0.2% [w/v] BSA and 2 mM EDTA [NaN3-free]) 

- Distilled water 

Setting up the Instrument 

The ALOT assay was designed in collaboration with EuroFlow™ Consortium and protocol was developed 

following EuroFlow™ standardized recommendations and SOPs. 

Follow the EuroFlow Standard Operating Protocol (SOP) for Cytometer Setup3 (www.euroflow.org).  

Reconstituting the Lyophilized Reagents 

1. Add distilled water to each lyophilized reagent vial 

o Surface staining vials - 180 µL 

o Cytoplasmic staining vials- 105 µL 

2. Place the vial in a “roller” mixer and mix thoroughly for at least 30 minutes at RT.  

3. Spin down the reconstituted vials before each use. 

To reconstitute the lyophilized compensation tubes:  

1. Add the corresponding volume of peripheral blood intended for compensation directly into each tube.  

2. Follow the protocol indicated below (Staining steps for specific compensation controls). 

Diluting the Lysing Solution 

Dilute the BD FACS™ Lysing Solution 10X concentrate 1:10 with RT deionized water. The prepared solution 
is stable for 1 month when stored in a glass or high-density polyethylene (HDPE) container at RT. 
 
Staining steps: 

1. Pipette 50 L of sample in a tube and add 30 µL of the reconstituted vial for surface staining. If necessary, 
use wash buffer to reach a volume of 100 µL per tube.  

2. Mix well by vortexing.  

3. Incubate for 30 minutes at room temperature protected from light.  
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4. Add 2 mL of wash buffer to the cell pellet.  
5. Mix well by vortexing.  

6. Centrifuge for 5 minutes at 540g.  
7. Discard the supernatant using a Pasteur pipette or vacuum system without disturbing the cell pellet, 

leaving approximately 50 µL residual volume.  
8. Resuspend the cell pellet by mixing gently.  
9. Add 100 µL of Reagent A (Fix&Perm®, Nordic-MUBio BV, The Netherlands) and mix thoroughly. 
10. Incubate for 15 minutes at room temperature protected from light.  
11. Add 2 mL of wash buffer to the cell pellet.  
12. Mix well by vortexing.  

13. Centrifuge for 5 minutes at 540g.  
14. Discard the supernatant using a Pasteur pipette or vacuum system without disturbing the cell pellet, 

leaving approximately 50 µL residual volume.  
15. Mix vigorously by vortexing to resuspend the cell pellet.  
16. Add 100 µL of Reagent B (Fix&Perm®, Nordic-MUbio BV, The Netherlands). 
17. Mix gently.  
18. Add 15 µL of the reconstituted vial for cytoplasmic staining. 
19. Mix gently.  
20. Incubate for 15 minutes at room temperature protected from light.  
21. Add 2 mL of wash buffer to the cell pellet. Mix gently.  
22. Centrifuge for 5 minutes at 540g. 
23. Discard the supernatant using a Pasteur pipette or vacuum system without disturbing the cell pellet, 

leaving approximately 50 µL residual volume.  
24. Resuspend the cell pellet with 200 µL of acquisition buffer. 

25. Acquire the whole volume of the sample immediately after staining or store at 4°C (for 1 hour maximum) 

until acquisition. 

Note: Acquire the sample at medium flow rate. 

Staining steps for specific compensation controls: 

Ensure that the lyophilized drop from the monotube is on the bottom of the tube. Spin down is recommended 

after adding sample. 

For compensation of CD34-PerCP-Cyanine5.5 follow the compensation beads manufacturer instructions. 

For CD19-PE-Cyanine7, CD3-APC-C750™ and CD45-OC515™ compensation control tubes: 

1. Add 50 μL of normal peripheral blood into the compensation tube. 

2. Add wash buffer to reach a final volume of 100 μL per tube. 

3. Mix gently by vortexing. 

4. Incubate for 30 minutes at room temperature, protected from light. 

5. Add 2 mL of BD FACS™ Lysing Solution 

6. Mix gently by vortexing. 

7. Incubate for 10 minutes at room temperature, protected from light. 

8. Centrifuge for 5 minutes at 540g. 

9. Discard the supernatant using a Pasteur pipette or vacuum system without disturbing the cell pellet, 

leaving approximately 100 µL of residual volume in the compensation tube. 

10. Add 2 mL of wash buffer. 

11. Mix gently by vortexing. 

12. Centrifuge for 5 minutes at 540g. 

13. Discard the supernatant using a Pasteur pipette or vacuum system without disturbing the cell pellet, 

leaving approximately 100 µL of residual volume in the 5 mL tube. 

14. Resuspend the cell pellet with acquisition buffer in a total volume of 300 µL. 

15. Acquire the sample immediately after staining. If the sample cannot be acquired immediately after 

staining it can be stored at 4°C for 1 hour maximum prior to acquisition.  

Note: The compensation control acquisition should be performed according to cytometer 

manufacturer instructions for use. 

Flow cytometry analysis 

The use of Infinicyt™ software for analysis allows data integration and multidimensional analysis of flow 

cytometry data. This analysis software was developed as part of the EuroFlow™ project “Flow cytometry for 

fast and sensitive diagnosis and follow-up of hematological malignancies”. Complete information about 

Infinicyt™ is available on the website: https://www.cytognos.com/infinicyt. 

http://infinicyt/
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EuroFlow™ has created ALOT database that allows for the automated identification of populations identified 

using this panel. ALOT FCS files can be analyzed using the database or manually using a pre-established 

gating strategy. A full description of the steps required for both analyses are listed below. 

Files generated can be analyzed with Infinicyt™ using the EuroFlow™ database which automatically analyzes 

the sample and gives a standard report in different languages. 

1. Go to Profile > Configure > Databases > Language and select your preferred language for A LOT 

reporting. 

2. Click on Databases in the main window and select the files to be analyzed. 

3. Select type of sample> Peripheral Blood or bone marrow. 

4. Introduce the age of the patient. 

5. Select ALOT database. 

6. Click OK. 

7. Confirm all labels are correct by comparing them to the ones in the database. 

8. After the automatic gating and identification process is finished, verify all events in all Check 

Populations to identify correctly all ALOT populations. 

9. Open the report. 

Note: contact support@cytognos.com for any question regarding ALOT analysis using the EuroFlow™ 

databases. 

Files can also be analyzed manually using the EuroFlow™ ALOT Profile. 

1. Load the ALOT Profile from the Infinicyt™ profile manager (ALOT BM or ALOT PB). 

2. Perform manual gating.   

LIMITATIONS 

- It is advisable to acquire stained samples as soon as possible to optimize results because prolonged 

exposure of samples to lytic reagents may cause white cell destruction, targeted population cell loss and 

nonspecific staining.  

- When using whole blood lysing procedures some red blood cells may not lyse, for instance if there are 

nucleated red blood cells or if abnormal protein concentration and hemoglobinopathies are observed. This 

may cause misleading results since unlysed red blood cells are counted as leukocytes.  

- Results obtained by flow cytometry may be erroneous if the cytometer lasers are misaligned or if gates 

are incorrectly set.  

- Knowledge of antigen normal expression pattern and its relation to other relevant antigens is paramount 

to carry out an adequate analysis.  

QUALITY CONTROL 

- Pipettes precision and cytometer calibration should be verified to obtain optimal results.  

- In multicolor panels, fluorochromes emit in wavelengths that can show certain spectral overlap which 

must be corrected by electronic compensation. Optimal compensation levels can be established by 

analyzing cells from healthy individuals stained with mutually exclusive monoclonal antibodies conjugated 

with appropriate fluorochromes.  

- This product has been manufactured in accordance with standards of production and quality system of 

the ISO 9001:2015 and ISO 13485:2016 standard. 
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WARRANTY 

This product is warranted only to conform to the quantity and contents stated on the label. There are no 

warranties that extend beyond the description on the label of the product. Cytognos’ sole liability is limited to 

either replacement of the product or refund of the purchase price. 

EXPLANATION OF SYMBOLS 

 

Use-by date  

 

Catalogue number 

 

Batch code 

 

Temperature limit 

 

Keep away from sunlight  

 

Consult instructions for use or consult electronic instructions for use  

 

Manufacturer 

 

For research use only 

 

Contains sufficient for <n> tests 

 

MANUFACTURED BY 

CYTOGNOS SL 

Polígono La Serna, Nave 9 

37900 Santa Marta de Tormes 

Salamanca (Spain) 

Phone: + 34-923-125067 

Fax: + 34-923-125128 

Ordering information: admin@cytognos.com 

Technical information: support@cytognos.com 

 

www.cytognos.com 

Pacific Blue™. This product is provided under an intellectual property license from Life Technologies 

Corporation. The Purchase of this product conveys to the buyer the non-transferable right to use the 

purchased product and components of the product only in research conducted by the buyer (whether the 

buyer is an academic or for-profit entity). The sale of this product is expressly conditioned on the buyer not 

using the product or its components for any Commercial Purposes. Commercial Purposes means any activity 

by a party to generate revenue, which may include, but is not limited to use of the product or its components: 

(1) in manufacturing or in quality assurance or quality control of a commercial product; (2) to provide a service, 

information, or data for a free or other consideration; (3) for therapeutic or prophylactic purposes; (4) for 

diagnostic use; and (5) for resale, whether or not such items are resold for use in research. For information on 

mailto:admin@cytognos.com
mailto:support@cytognos.com
http://www.cytognos.com/
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purchasing a license to this product for purposes other than research, contact Life Technologies Corporation, 

5791 Van Allen Way, Carlsbad, CA 92008 USA or outlicensing@lifetech.com. 

VERSION CONTROL 

Version Date Modifications 

1.0 2019-12-02 Document creation 

2.0 2022-03-30 Reference to MSDS on information about hazard 
statements related to chemical substances of the product.  
Reference to Quality Management Systems standards ISO 
13485:2016 and ISO 9001:2015 
Check sodium azide percentage. 
Headline referring to the organization as manufacturer. 
Inclusion of version control chart.  

3.0 2022-06-29 Panel design modification with new clone for CD19. 
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